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was shown tc be the major adduct in experiments with doub’ ~-stranded calf-thymus DNA and
human white blood cells exposed to (2?S]mustard gas. The N/ auanine di-adduct and the X2
adenine adduct were formed to a lesser extent, whereas the 06-guanine adduct was not
detected.

Antiserum was raised in rabbit:: against DNA treated with mustard gas, which was used for
the development of an immunochemical assay for the screening of supernatants of
hybridomas for specific antibodr activity. Mono- and di-adducts at the N7-position of
guanosine 5-phosphate were synthesized for use as haptens to generate monoclonal
antibodies against such adducts in DNA. After immunization of mice with the mono-adduct
hapten bound to a carrier protei., several hybridomas were obtained producing antibodies
which recognize the mono-adduct of mustard gas containing an intact imidazolium ring.
Whereas N7-guanine mono-adducts with mustard gas could be detected with a specificity of
one adduct amongst 5.2x10% unmodified nucleotides in single-stranded DNA, at least two
orders of magnitude more adduct is required for DNA isolated form WBC treated with 100 u!
mustard gas. This indicates that in the latter case the antigen recognition is still far
from optimal . Nevertheless, it is expected that further improvement in antibodies and
techniques eventually will allow adduct detection after exposure to sublethal doses of
mustard gas.

Adducts of mustard gas to proteins may also be used to establish exposure. It was shown
that much more mustard gas in blood binds to hemoglobin than to DNA.

Therefore, the development of an immunochemical assay for mustard gas adducts to
hemoglobin, particularly to the amino group of N-terminal valine, has been initiated.
Simple model coupounds for nucleophilic amino acids in proteins, CH3C(O)NH-CH(Y)-
C(O)NHCH3, have been exposed to mustard gas in order (i) to identify the major reacrion
products, (ii) to study the relative reaction rates of amino acids with mustard gas, and
(iii) to establish the stability of the adducts under conditions used to hydrolyze
proteins.
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SUMMARY

The recent use of mustard gas in the Gulf War and the rapid
proliferation of chemical weapons In ceveral Middle East and Third
world countries has stressed the need of reliable methods to
establish poisoning with chemical warfare agents. Therefore, we ars
developing methods for retrospective detection of adducts of mustard
gas to DNA and proteins, which may bave a life span of several days
or even weeks after poisoning. In order to achieve high sensitivity
and specificity, immunochemical detection techniques are developed.
Such techniques allow a selectivity of 1 modified nucleotide among
about 108 unmodified bases in DNA and a minimum detectable amount in
the femtomolar range.

For use as markers in the identification of mustard gas-adducts in
calf thymus DNA or in human white blood cells, we have
(re)synthesized and characterized several adducts of mustard gas with
guanine and adenine. Da.cd on the wevk of Brookes and Langley we have
obtained N7-(2'-hydroxyethylthioethyl)-guanine, the corresponding di-
adduct, i.e., di-(2-guanin-7'-yl-ethyl) sulfide, and N3-(2'-
hydroxyethylthioethyl)-adenine. A route of synthesis was developed
for 06-{2'-hydroxyethylthioethyl)-guanine and the cc -esponding 2"~
deoxyguanosine devivative. Alkylation experiments of 2'-
deoxyguanosine with mustard gas in neutral aqueous solution have
shown that the hitherto unreported N1-(2-hydroxyethylthioethyl)-2’-
deoxyguanosine adduct is also formed as a minor reaction product.

The N7-substituted mono-adduct of guanine, 7-(2'-hydroxyethyl-
thioethyl)-guanine, was shown tc be the major adduct in experiments
with double-stranded calf-thymus DNA and human white blood cells
exposed to | 5¢jmustard gas. The N7-guanine di-adduct and the N3-
adenine adduct were formed to a lesser extent. The 06-guanine adduct
was not detected with the available techniques, suggesting that this
adduct might be present only in trace amounts (less than 0.5% of
total detected radioactivity), if present at all. For double-stranded
calf-thymus DNA, the three detectable adduc* peaks represented ca.
90% of all radioactivity.

Mustard gas appeared to be a very effective alkylating agent for
bases in DNA. Even in blood, with a variety of reactive sites, 1 cut
of 124 guanine bases was alkylated to form the mono -adduct at N7 of
guanine upon exposure to 1 mM mustard gas. Crosslinks due to exposure
to mustard gas were determined with our recently developed "alkaline
elution” method in cultured Chinese hamster cells, as well as in the
nucleated cells of exposed human blood. The detection limit of cross-
links in the former cells is at 0.5 uM mustard gas, which is in the
biologically relevant dose range since 37% of the cells are still
able to form colonies after exposure to 1.4 pM mustard gas. At 4 h
after exposure most of the crosslinks had disappeared, either by
proper repair or resulting in "other DNA-damages."

After immunization of rabbits with calf-thymus DNA treated with
mustard gas, we obtained the antiserum W7/10 with a high specificity
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for DNA adducts of mustard gas. With this serum « me!hod tor the
screening of supernatanrs of hybridomas for specific ant i bodv
acrivity could pe developed and optimized, in which single-stranded
calf-thymus DNA exposed to 10 uM mustard gas was used as coating
material at 50 ng per well. A competitive ELISA was developed in

which mustard gas aiducts to DNA could be detected with a minimum
detectable amount of a few femtomoles per well. and a selectivity
which atlows detection of one mounv-adduct at N/ of guanine amongst
1.3x10° unmodified guanines.

The immunochemical methods for this studv are aimed to detect damage
due to exposure to mustard gas in easily accessible biological
samples, i.e., human blcod or skin biopsies. In these samples the DNA
is present as double-stranded material, surrounded by nuclear
proteins. An optimal detection of adducts requires adequate methods
to disrupt the cell wall and to release the DNA without changing or
destroying the adducts. After exposure cof double-stranded and of
singla-stranded DNA to the same concentration of mustard gas, an
approximately 13-fold larger amount of double-stranded than of the
single-stranded material is required for effective competition in the
ELISA test, probably as a result of interstrand crosslinks by mustard
gas and shielding by the comjlementary strand which prevents optimal
presentation of antigen. A simple alkaline denaturation of double-
stranded DNA gave single-stranded material in which the adducts were
no longer recognized by the antiserum, probably due to ring opening
of the imidazolium ring of the M7-adduct of guanine. Upon exposure of
human white blood cells to 1 mM mustard gas, we found that the
minimum detectable amount of adduct in the competitive ELISA is ca.
three orders of magnitude higher than for single-stranded DNA,
probably as a result of the above-mentioned complications encountered
in double-stranded DNA and to shielding by proteins. Our attempts
will be continued to improve the release of the DNA of exposed white
blood cells and to convert dcuble-stranded DNA into the single-
stranded material without disrupture or destruction of the mustard
gas adducts.

We developed methods for the synthesis «f mono- and di-adducts of
mustard gas at the N7-position of guanosine-5'-phosphate for use as
haptens to generate monoclonal antibodies against such adducts. After
immunization of mice with the mono-adduct coupled to a carrier-
protein via the phosphate moiety, we obtained several hybridomas
producing monoclonal antibodies which recognize the N/-guanine mono-
adducts containing an intact imidazolium ring. The sensitivity of the
competitive ELISA with the monoclonal antibodies was comparable to
the assays performed with polyclonal W7/10.

Since mustard gas binds only 1.9 times more efficiently to DNA than
to proteirs, immunochemical dosimetry of expcsure to mustard gas
based on protein adducts might be advantageous in view of the almost
300-fold larger amount of protein than of DNA in blood, provided that
the protein adducts can be concentrated by way of purification.
Therefore, we started the development of an immunochemical assay tor
the detection of adducts to hemoglobin.




We found that /0% ot the musturd gas adducts to globin are acid-
and/or alkali-labile, which indicates that enzvmatic degradation to
peptides and amino acids might be a more viable approach to
identification of the adducts than the standard approach invelving
complete degradation into amino acids by means of acid hvdrolvsis. In
rhis context we have concentrated our eftorts on the terminail
heptapeptide val-leu-ser-pro-ala-asp-lys from the a-chain ot
hemoglobin, which can be conveniently isolated bv means ot HPLC atter
tryptic digestion of the protein. The heptapeptide was obtaiued bv
means of the solid phase synthesis method, and mono-substituted with
mustard gas specifically at the terminal amino group of valine. f{or
use as a hapten to generate monoclonal antibodies against adducts ot
mustard gas with hemoglobin. Identification of this alkylated
heptapeptide after treatment of hemoglobin with mustard gas and
tryptic digestion will be performed in the second half of the grant
period. Mice will be immunized with the N-(?2'-hydroxyethylthioethyl)-
substituted heptapeptide coupled to a carrier protein. Subsequent to
fusion experiments the supernatants of the hybridomas will be
screened in a direct ELISA with an N-(2'-hydroxyethylthioethyl)-
substituted pentapeptide which is homologous in the last three amino
terminal amiuo acids with the globin heptapeptide.

fince little is known about the reactivity of mustard gas rowards
individual amino acids in proteins or the structure and stability of
the adducts, we have studied the alkylation of simple model peptides.
i.e., N-acetyl-amino acid-methylamides [CH3C(0)NH-CH(Y)-C(O)NHCH;].
in which Y represents a moiety that can be alkylated by mustard gas.
So far, we have identified the major reaction products with mustard
gas in aqueous solution of such model peptides derived from aspartic
and glutamic acid, histidine, and methionine as well as from the
nodel peotide NH)CH(i-Pr)C(O)NHCH3, which served to investigate the
reactivity of a terminal aminn group. The primary reaction products
were synthesized by means of independent routes and will be used to
study quantitatively the relative reaction rates of the various model
peptides with mustard gas and the stability of the adducts under
conditions used to hydrolyze proteins.

Preliminary experiments indicate that model peptides derived from
glutamic acid and cysteine are most reactive. Therefore, we have
synthesized gly-gly-gly-glutamic acid-5-(2'-hydroxyethylthioethyl)
ester-l-amide and plan to synthesize the mustard gas adduct of gly-
gly-gly-cysteine as haptens to generate monoclonal antibodies which
recognize protein adducts in skin biopsies.
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I. INTRODUCTION

Several incidents in the recent past have illustrated the need for
unequivocal methods to verify exposure of humans to chemical warfare
agents. The most straightforward case was the large scale use of
mustard gas, and possibly also of tabun and sarin, in the Gulf War
(1). With severe casualties in hospitals all over the world, analyses
of agents and metabolites had to be improvised and gave inconclusive
results (2). The controversies with regard to the use of
trichothecenes as an agent ("yellow rain") in Southeast-Asia which
arose from the analyses of environmental and biological samples were
widely publicized, and have been reviewed (3). Rather recently,
rumors were spread that agents had been used against Unita troups in
Angola (4-6). Samples from the casualties were analyzed, with
disputable results. In the more distant past, the alleged use of
agents in Yemen could not be confirmed, due to lack of adequate
methods of analysis (7).

The rapid proliferation of chemical weapons in several Middle East
and Third World countries (8) raises the fear that the above-
mentioned incidents will not be the last ones. Evidently, the
availability of reliable methods for retrospective in vivo detection
of exposure to chemical agents is crucial for political and military
evaluation when such agents are allegedly used in future conflicts.
This need is enhanced by the probability that in many cases
biological samples will be the only or at least the most abundant
samples available for analysis because the use of agents is first
noticed by their effects on casualties. If a total ban on the use,
possession and production of chemical agents will eventually
materialize, the availability to individual nations and to an
International Inspectorate of reliable and sensitive methods for
retrospective detection of exposure will further discourage the open
or covert use of agents.

In case that the above-mentioned detection methods can be quantified
to determine internal dose, their usefulness is enhanced for several
applications. For example, they can be used for biomonitoring of
workers in facilities set up to destroy stockpiles of agents. In the
case of chemical warfare, establishment of the internal dose of agent
in casualties can be helpful for triage and treatment. Finally, such
methods can be of immediate use in many types of experimental work,
ranging from exposure to agents on a cellular level to the
development of protection gear.

We have learned from the earlier-mentioned incidents that urine,
blood and other biopsies for analysis can often only be obtained
several days or even weeks after exposure. Therefore, in vivo
verification methods should be very sensitive and relate to long
lasting, specific effects of the agents under investigation. Such
methods are not yet available for the common chemical warfare agents.
For example, intact nerve agents such as soman can be analyzed in
blood, brain, and muscle tissues at minimum detectable levels in the
low picomolar range, but these levels last only for a few hours after
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intoxication at high doses in primates (9). Alternatively, the
observation of low levels of cholinesterase activity is not specific
for nerve agents. Regeneration of nerve agent from phoshonylated
aliesterzse with fluoride ions (10, 11) or perhaps analysis of
hydrolysis products in urine may provide a more promising approach to
retrospective detection of nerve agent exposure.

In view of the large scale use of mustard gas in the Gulf War and the
rapid proliferation of this agent in Third World countries (8), we
have selected this agent to develop methods for retrospective
detection of exposure. Presently available methods seem
unsatisfactory. Recent reports on GC-MS detection of intact mustard
gas in an abdominal fat sample obtained from autopsy of an Iranian
soldier who died seven days after exposure to mustard gas (12), and
in the urine of another soldier exposed seven days earlier (13, 14),
need further confirmation. Neither has the report by Stade (15) been
confirmed on the presence of intact agent in skin blisters caused by
mustard gas. Attempts to verify exposure to mustard gas via analysis
in blood or urine of its hydrolysis product thiodiglycol (16), and of
thiodiglycol derivatives which are (re)converted into mustard gas
with hydrochloric acid (17,18), are complicated by the presence of
these products in samples from nonexposed volunteers. Reports on the
identity of further metabolites of mustard gas are contradictory.
According to Davison et al. (19) the major urinary metabolites in
rodents are glutathione conjugates of thiodiglycol, whereas Roberts
et al. (20) report bis(cysteinyl) conjugates of mustard gas sulfone
as major metabolites. Evidently, the metabolism of mustard gas needs
to be reinvestigated. Moreover, 80-90X of the metabolites are
excreted within 48 h (19,20).

We have chosen to develop immunochemical detection methods of adducts
which are generated by alkylation of DNA and proteins by mustard gas.
This choice is based on extensive experimental evidence obtained in
the TNO Medical Biological Laboratory and elsewhere which shows that
these methods of analysis for DNA-adducts of cytostatic agents and
environmental alkylating agents can be highly selective, detecting
one alkylated base among < 1068 nonalkylated bases (21). The minimum
detectable concentration of modified bases is in the low femtomolar
range. If cells producing monoclonal antibodies to the adducts can be
isolated, detection methods based on these antibody-adduct
interactions can be performed on a large scale, with quantitative
results. Although alkylated bases in DNA can undergo secondary
reactions, e.g., ring-opening in the case of N7 alkylated guanine,
and the damage due to adduct formation tends to be repaired, the
adducts are detectable for days or even weeks after exposure (21).

In general, blomonitoring methods of alkylating agents based on
analysis of protein adducts (for reviews see 22-24) are complementary
to methods based on analysis of DNA-adducts. In contrast with the
imsunochemical detection methods for the latter adducts, protein-
adducts are usually quantified by GC-MS analysis after total
hydrolysis of the protein and derivatization of the alkylated amino
acid. Therefore, much less expericnce has been obtained with the




immunochemical detection of protein-adducts (25,26). A priori. it
should be assumed for stoichiometric reasons that in vivo exposure to
alkylating agents yields many more adducts of proteins than of DNA.
Moreover, it has been shown that the life span of proteins is not
shortened by alkylation. Human hemoglobin, with a biological half
life of 16-18 weeks, has been proposed as an easily available protein
for biomonitoring exposure to various alkylating agents (22-24). In
recent experiments the degree of alkylation by ethylene oxide of N-
terminal valine in human hemoglobin was determined by means of
radioimmunoassay as well as by GC-MS analysis. A good correspondence
of the results was found. With ethylene oxide and other directly
alkylating agents, a reasonably linear relationship between levels of
alkylation of DNA and proteins has also been observed (27).

When mustard gas is used in chemical warfare, the agent affects the
skin in liquid or vapor form, whereas inhalation of vapor or aerosol
causes extensive damage of the respiratory tract and lungs.
Extensive, long-lasting systemic intoxication is also observed due to
rapid penetration of agent into the general circulation both via
inhalation and the skin (28). Therefore, DNA and proteins from
various biopsies may serve as samples to monitor exposure to the
agent. Primarily, skin biopsies and nucleated blood cells are
convenient .o assess damage to DNA. Hemoglobin, albumin, and skin
biopsies are logical targets for immunochemical detection of mustard-
gas adducts to protein.*

To the best of our knowledge, the products arising from alkylation of
DNA due to in vivo exposure to mustard gas have not been
investigated. In vitro alkylation of DNA and RNA by mustard gas has
been studied by Lawley et al. in the early sixties (30-35). They
suggested that foremostly the N7 nitrogen in guanine moieties of DNA
and RNA is alkylated by mustard gas, leading to N7-(2'-hydroxyethyl-
thiocethyl)-guanine (Figure la), as well as to the corresponding
intrastrand and interstrand (36) di-adduct di-(2-guanin-7’-yl-ethyl)
sulfide (Figure 1b). The authors also report that the N-3 nitrogen of
adenine in DNA is alkylated to give N3-(2’-hydroxyethylthiocethyl)-
adenine (Figure 1lc). More recently, Ludlum et al. (37) have claimed
that traces of the 06 adduct of guanine, i.e., 06-(2'-hydroxyethyl-
thioethyl)-guanine (Figure 1d) are also formed. So far, these adducts
were only characterized on the basis of similarity of their uv
spectra and chromatographic behavior with that of analogous alkyl-
substituted purines.

With regard to DNA-adducts we report at midterm of this project:

- The synthesis and structural characterization of the above-
mentioned adducts.

- Chromatographic and spectroscopic experiments to detect formation
of the adducts upon exposure of calf-thymus DNA or human blood to
mustard gas.

* Serological evidence for immunological specificity of protein-
mustard gas adducts has been obtained in the past (29).
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Figure 1. Suggested chemical structures of mustard gas adducts to DNA
bases; (a) N7-(2’-hydroxyethylthioethyl)-guanine; (b) di-
[(2-guanin-7'-yl-ethyl} sulfide; (c) N3-(2’-hydroxyethyl-
thioethyl)-adenine; (d) 06-(2’'-hydroxyethylthioethyl)-
guanine.

- The development of an ELISA test based on polyclonal antibodies
raised against mustard gas damage to calf-thymus DNA.

- The synthesis of a ribonucleotide derivative of the most abundantly
formed adduct.

- The generation and isolation of cell lines which produce monoclonal
antibodies against this ribonucleotide hapten.

Evidence has been obtained that the earlier mentioned in vivo
stability of alkylated proteins is also observed in case_of
alkylation by mustard gas. Renshaw (38) applied liquid [358]mustard
gas for 10 min to the skin of human volunteers. At two weeks after
the exposure 80X of the activity was still present, most probably
bound to protein, whereas 25% activity was left even more than 5
weeks after application. Smith et al. (39) observed binding of
[35$]nuSCard gas to erythrocytes, presumably to hemoglobin, after
intravenous administration of mustard gas to human volunteers at a
dose of ca. 5 mg/man.

Many investigations have dealt with the analysis of protein-mustard
adducts after in vitro alkylation, but the results are much less
conclusive than in the case of DNA adducts with mustard gas. This is
because virtually all protein studies were performed during the
second world war, with the limited techniques available at that time
(for reviews see 40-43), and further work on this topic was almost
(44) not reported. Nevertheless, most investigators agree that
mustard gas alkylates primarily the free carboxyl groups of proteins.
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This conclusion was deduced from the change in titration curves of
the proteins in the acidic region due to adduct formation. In the
case of pig skin treated with liquid mustard gas it has been observed
that 40-50% of the protein-mustard adducts are hydrolyzed at pH > 9,
with release of thiodiglycol (38,45). After in vitro reactions of
horse oxyhemoglobin with a large excess of mustard gas, Davis and
Ross (46) observed that approximately thirty carboxyl groups of the
hemoglobin molecule were alkylated. Similarly alkali-labile protein-
mustard gas adducts were also reported for ox cornea collagen (47)
and several other proteins (48).

Evidence for the alkylation of reactive groups other than carboxyl in
proteins by mustard gas is even more indirect. Based on changes in
the titration curves of proteins due to reaction with mustard, the
alkylation of thiol groups of cysteine and of ring nitrogen in
histidine has been invoked. Reactions with model peptides by Moore et
al. (49) have shown that the a-amino groups of amino acids and the
sulfide moiety of methionine are also alkylated by mustard gas.

In view of the obvious lack of insight into the preferred alkylation
sites by mustard gas in proteins, and of the time-consuming effort
that would be involved in elucidating these sites, our approach to
immunochemical detection of protein-mustard gas adducts is rather
pragmatic. With regard to protein-mustard gas adducts we describe in
this midterm report:

- Our attempts to obtain a heptapeptide hapten based on N-alkylation
by mustard gas of terminal valine in the a-chain of human
hemoglobin, by analogy with the immunochemical detection of this
site after alkyiation with ethylene oxide (25).

- The synthesis of a tetrapeptide hapten in which the 5-carboxylic
acid group of C-terminal glutamic acid is alkylated by mustard gas.

- Reactions of various peptide-like derivatives of single amino acids

with mustard gas, in order to identify the reaction products and to

determine subsequently the relative reactivities of the model
compounds with mustard gas.




VA

II. EXPERIMENTAL PROCEDURES

WARNING: Mustard gas is a primary carcinogenic, vesicant, and
cytotoxic agent. This compound should be handled only in
fume cupboards by experienced personnel.

IT.1. Materials

Technical grade mustard gas was purified by fractional distillation
in a cracking tube column (Fischer; Meckenheim, FRG) to a gas
chromatograpnic purity exceeding 99.5%. Hydrogen [39s]sulfide with a
specific activity of 8.4 GBq/mmol (227 mCi/mmol) and a total activity
of 1,017 MBq (27.5 mCi) was purchased from Amersham International
(Houten, The Netherlands) as 2.69 ml (at STP) of gas packed in a
break-seal ampoule. The material was diluted with 22 ml (at 25 oC) of
chemically pure cold hydrogen sulfide (Baker; Deventer, The
Netherlands), giving a total of ca. 1 mmol of labelled hydrogen
sulfide. Aqueous solutions of [14C]thymidine (75 mCi/ml) and
[3H]thymidine (1.0 Ci/ml) were also procured from Amersham
International. Ethylene oxide (lecture bottle, Baker) was used
without further purification.

2’ -Deoxyguanosine and 3’,5'-cyclic-phosphate-2’-deoxyguanosine were
purchased from Sigma Chemical Company (St. Louis, Mo, USA). The
former product was dried by evaporation with dry pyridine. 5'-
Monophosphate-guanosine, guanosine, 5'-monophosphate-2'-
deoxyguanosine and adenosine were purchased from Aldrich (Brussels,
Belgium) and were used without further purification. 2,4,6-
Triisopropylbenzenesulfonyl chloride (Janssen, beerse, Belgium) was
crystallized from boiling petroleum-ether 40-60 before use.
Triethylorthoformate and levulinic acid (Janssen) were distilled
before use. 4-Benzyl-L-aspartate and 5-benzyl-L-glutamate were
obtained from Sigma. Benzyloxycarbonyltriglycine, 5-t-butyl-
glutamate-l-amide hydrochloride (83.6%) and N-benzoxycarbonyl-leucyl-
serine were obtained from Bachem Feinchemicalien (Bubendorf,
Switzerland). N-a-Acetyl-histidine monohydrate, N-acetyl-methionine,
valine-methyl ester hydrochloride, 2-bromoethylamine hydrobromide, a-
bromoisovaleric acid, ethyl chloroformate (97%), aqueous methylamine
(40%), dicyclohexylcarbodiimide, 1-(3-dimethylaminopropyl)-3-
ethylcarbodiimide, 1-methylpyrrolidine, 4-dimethylaminopyridine, 1,8-
diazabicycle[5.4.0]undec-7-ene, N-methylimidazole, and 10X palladium
on charcoal were obtained from Aldrich and were used without further
purification. Racemic, (+)-, and { } a-phenylethylamine were obtained
(Aldrich) and were distilled before use. Trifluoroacetic acid
(Aldrich) was distilled before use.

2-Mercaptoethanol, 1,2-dichloroethane (Aldrich) and triethylamine
(Merck, Darmstadt, FRG), were commercial products which were
purchased as chemically pure materials and dried according to
standard methods. Sodium hydride suspension in mineral oil,
bromotrimethylsilane, t-butyldimethylchlorosilane aud acetyl chloride
were purchased from Aldrich and used as received. Thiodiglycol
(Janssen) was vacuum distilled and stored over molecular sieve 4A.
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Thionyl chloride (BDH; Poole, UK) was distilled at atmospheric
pressure from quinoline (Fluka; Buchs, Switzerland) and linseed oil
(Brocades; Delft, The Netherlands) successively and finally in a
Fischer micro cracking tube column. Dimethylformamide and
dimethylsulfoxide were purchased from EGA. (Steinheim/Albuch, FRG).
Acetic acid (Merck) was dried and purified by refluxing with acetic
anhydride (Merck), followed by fractional distillation. Lithium
aluminum hydride, calcium hydride and sodium periodate were purchased
from Janssen. Dioxane (distilled from LiAlH,, p.a. quality),
poly(ethylene glycol), and ethylene glycol were purchésed from Merck.

Toluene (p.a.), diethyl ether and dichloromethane were obtained from
Lamers and Pleugers (Den Bosch, The Netherlands). Sodium carbonate
(anhydrous, Merck) was dried at 200 ©C/40 mbar during 8 h in a vacuum
oven. Sodium bicarbonate was purchased from Lamers & Pleugers.
Hydrochlaric acid gas was purchased from Union Carbide (UCAR; Oevel ,
Belgium), in a lecture bottle (p.a.). Methanol (Merck, p.a.) for HPLC
and Lobar chromatography was used as purchased.

Penicillin and streptomycin were purchased from Gist Brocades (Delft,
NL), whereas glutamine was obtained from BDH (Poole, UK). (Sub)class-
specific rabbit-anti-mouse antibodies (IgM, IgGl, IgG2a, IgG2b, IgG3,
k, and 1), goat-anti-rabbit-IgG-alkaline phosphatase, calf thymus
DNA, deoxyribonuclease I (EC 3.1.21.1), alkaline phosphatase, type
III (EC 3.1.3.1), RNAse A, trypsin, human hemoglobin, bovine serum
albumin and hypoxanthine were obtained from Sigma (St Louls, U.S.A.).
Proteinase K was procured from Merck (Darmstadt, FRG).
Phosphodiesterase, 3/,5’-cyclic nucleotide (from beef heart,
E.C.3.1.4.37; lot no.:10781830-15), RNAse Tl, nuclease Pi (E.C.
3.1.4), 4-methylumbelliferyl phosphate and 4-nitrophenyl phosphate
were obtained from Boehringer (Mannheim, FRG).

All other chemicals used were dried and/or purified according to
standard laboratory practice.

I1.2. Methods

Melting points were determined using a Buchi Type S melting point
apparatus.Elemental analyses (C, H and N) were performed in duplicate
or triplicate using a Heraeus CHN-O-Rapid element analyzer. High
efficiency distillations were carried out in a micro cracking tube
column (Fischer, type MMS 155, column length 200 mm, 40 theoretical
plates, nominal charge 1- 10 ml).

The pH-Stat reactions were performed using a Radiometer set, which
consisted of a TTAB0 Titration Assembly, a TTT80 Titrator with an ABU
Autoburette containing 0.1 N NaOH, a PHM82 Standard pH meter and a
REA270 pH-Stat Unit. Lyophilization was done with a Virtis Bench Top
freere dryer model 10-030. Optical rotations were measured with a
Perkin Elmer 241 polarimeter. UV spectra were recorded on a Beckman
UV-7 spectrophotometer.

HPLC analyses were routinely carried out with two Waters 6000 A pumps
controlled by a model 660 solvent programmer to give a flow rate of 1
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ml/min. Detection was done with an Applied Biosystems 757 variable
wavelength absorbance detector, usually set at 285 nm. UV spectra of
effluent peaks were obtained using a Waters model 990 diode array
detector and wavelength settings of 190-600 nm. Three sets of
chromatographic conditions were used for HPLC; system A: reversed
phase chromatography on an RP 18 column, with various ratios of
aqueous buffer and methanol; system B: ion pair chromatography on an
RP 18 column with an aqueous buffer system containing 4 mM
(nBu)4NHSO; and 0.3 M KHpPO, (pH 6.0) and methanol (2/1, v/v); system
C: cation exchange chromatography on a SAX column, with an aqueous
gradient running from 1 mM to 300 mM KHyPO, in 30 min. See II.2.6 for
the HPLC conditions used to analyze (alkylated) nucleosides resulting
from hydrolyzed DNA; see II.15.5 for HPLC conditions to analyze
peptides resulting from trypsinized globin and II.15.6 for HPLC
analysis of phenyl isocyanate derivatives of amino acids. Semi-
preparative HPLC was performed with Lichrosorb RP 18 columns (5 or 7
pm particles, 250 x 10 or 200 x 20 mm), using the same pumps,
detector and solvents as for the analytical HPLC apparatus. Flow
rates varied from 3-10 ml/min, at pressures up to 5000 psi.

Medium pressure liquid chromatography was carried out using Merck
Lobar prepacked glass columns, size C (440 x 37 mm), filled with
Lichroprep RP 18 (40- 63 pm), or with Lichroprep Si-60 silicagel. A
gear pump (type VZE, Verder, The Netherlands), equipped with Teflon
gears, was used to elute the columns at flow rates of 2-20 ml/min, at
a maximum pressure of 5 bar. Detection was done with the absorbance
detector described above, cguipped with a simple stream splitter and
set at higher wavelengths to reduce its sensitivity. Slight
alterations of the methanol percentage in the eluent were usually
necessary, as compared to the analytical HPLC runs, in order to
achieve sufficient separation of the components. Sample loads of up
to 5 mg proved practicable, although a second separation run followed
by recrystallization was usually necessary to obtain analytically
pure products.

TLC was performed on Silica Gel (DG-fertigfolien F-1500LS25,
Schleicher & Schull). Flution was performed with 8% (system A) or
with 14X (system B) methanol/dichloromethane (v/v). Spots on TLC
plates were made visible by ultraviolet light (254 nm), using a
Raytech UV lamp, model LS-88, or by spraying with 20% HjSO4/methanocl
and subsequent heating with a hot air blower (Kress,HLG 2000 E). TLC
analyses for radioactive products were carried out on Merck silica
gel HPTLC plates (60 F 254; 5 x 10 cm), with trichloromethane/acetone
(50/40) as the mobile phase. The same solvent system was used for
reversed phase TLC analyses on Merck RP 18 plates (5 x 20 cm).

Low pressure ion exchange chromatography was performed using Q
Sepharose fast flow material (strong anion exchanger, Pharmacia),
using a gradient system of water and a 1 M sodium chloride solution,
or with Pharmacia A 25 material (strong cation exchanger), using an
aqueous tetraethylammonium bicarbonate gradient system. Gel
filtration was performed with Sephadex G-10 material (Pharmacia),
using water as eluent. A P-1 pump, a GP-250 gradient programmer, a
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Frac-100 fraction collector, asingle path monitor UV-1 and uv-1/214,
two PSV-100 switch valves (all purchased from Pharmacia) and a Kipp &
Zonen BD 41 recorder were used for ion exchange and gel filtration.
Column chromatography was performed with silicagel 60 (Merck, 230-400
mesh), with dichloromethane/methanol or petroleum-
ether/dichloromethane as eluent.

Gas-liquid chromatography (GLC) was performed on a Chrompack model
438A instrument, equipped with an FID detector and a wide bore glass
capillary column (50 m, i.d. 0.7 mm) coated with SE 30 (1 um fiim
thickness). Nitrogen was used as the carrier gas, while the oven
temperature was programmed from 70 to 180 °C at 15 °C/min. The
temperature of the detector and injector were 250 and 140 °C,
respectively.

LC-MS spectra were recorded on a Nermag R10-10C quadrupole
instrument, equipped with a TSP ion source (Nermag), which was
coupled with the liquid chromatography system via a Vestec TSP
interface. The mass spectrometer was operated in the positive ion
mode. The temperature of the TSP vaporizer ranged from 250 to 260 °C
during gradient elution, while the ion block was maintained at 230
OC. The scan time was 1 s for m/z 100-450. The liquid chromatography
system comprised an RP-18 reversed phase column with 0.1 M aqueous
ammonium acetate and methanol in varying ratios as eluent.

Electron impact mass spectra were recorded on a VG70-2508 mass
spectrometer in low resolution mode (RP1000, 10% dal); m/z 25-500,
source temp. 300 °C, electron energy 70 eV, direct inlet. The mass
spectrometer was coupled to a HP 5890A gas chromatograph, equipped
with a CPSIL 5CB fused silica capillary column (length 50 m, diam.
0.32 mm, film thickness 0.5 ym).

Fast Atom Bombardment mass spectra were recorded at TNO-CIVO, Zeist,
The Netherlands, on Finnigan Mat90 mass spectrometer.

I4- and 13c-mMR spectra were recorded at 30 °C using a Varian VXR
400S spectrometer operating at 400.0 MHz and 100.6 MHz, respectively.
All spectra were obtained in the Fourier Transform mode, typically
with parameters similar to the following:
for 1H: sweep width 6000 Hz, digital resolution 0.25 Hz, pulse flip
angle 50 tc o0 degrees, pulse interval 73,
for 13C: sweep width 20000 Hz, digital resolution 1 Hz, pulse flip
angle 50 to 60 degrees, pulse interval 25.
Chemical shifts are given in ppm relative to TMS. When DMSO-dg was
used as a solvent, the solvent signal at 2.525 ppm (residual DMSO-dg)
served as reference for 'H, whereas the signal at 39.6 ppm served as
a reference for 13C. When CDCl3 was used as_solvent, the solvent
signal at 77.1 ppm served as reference for C. When D0 was used as
a solvent, the signals of 3-(trimethylsilyl)-1-propane-sulfonic acid
DSS) served as a reference for 'H and '°C. The inaccuracy of the L.
H couplings is estimated at 0.3 Hz.




Gamma irradiations with a ©0cobalt source were performed with a
Gamma cell 100, Atomic Energy of Canada Ltd, Ottawa, Canada.
Radioactive products on TLC plates were scanned with a Berthold model
LB 2723 DC scanner, equipped with a windowless proportional counting
tube. Radio-GC was carried out on a Packard model 438 gas
chromatograph, equipped with a wide bore capillary glass column (30
m, i.d. 0.7 mm) coated with SE 30, and a modified flame ionization
detector. The detector outlet was connected to a simple fraction
collecting device by means of a piece of teflon tubing which was
heated electrically. Packard Carbo-Sorb was used as the SOj trapping
solution (20 ml per GC fraction collected). Radioactivity
measurements were performed on a Packard Tri-Carb Series 4000 Mipaxi
liquid scintillation spectrometer with Picofluor (Packard) as the
scintillation cocktail; counting efficiencies ranged from 90 to 94%.
Solutions of the labelled compounds in dichloromethane were measured
(100 ul), or 1 ml aliquots of the Carbo-Sorb trapping solution.

I1.3. 1353 )Mustard gas

I1.3.1. Synthesis of [33S]mustard gas (first batch) (50)

Hydrogen [3SS]sulfide, cold hydrogen sulfide and ethylene oxide were
handled and transferred in a vacuum manifold system evacuated to a
pressure of 10°~ mmHg. The manifold consisted of a vacuum line to
which were connected a reaction flask, the break-seal ampoule
containing labelled hydrogen sulfide, a graduated flask with cold
hydrogen sulfide and an ampoule containing the cooled ethylene oxide
stock. A mercury manometer was used to measure the pressure of the
various gases in the system as a means of determining their relative
quantities. The reaction of hydrogen sulfide with ethylene oxide was
initiated by irradiation with a 500 W halogen lamp, controlled by a
thyristor power regulator. The lamp was a cheap general purpose type,
purchased on a home-worker market. No further specifications or
indication of type and brand name were stated on its casing.Hydrogen
sulfide (22 ml at 25 °C) was admitted to the evacuated manifold from
the calibrated flask and condensed into the 30 m! reerrion fiack by
cooling the flask in liquid nitrogen. After disconnecting the
graduated flask from the manifold, hydrogen sulfide was allowed to
evaporate into the manifold in order to saturate all possible traces
of grease etc. In this way any subsequent loss of labelled material
by absorbtion was minimized. Next the break-seal ampoule containing
the hydrogen [3SS]su1fide was cooled in liquid nitrogen and opened,
thus condensing the unlabelled compound with the labelled one in the
ampoule. The diluted radioactive hydrogen sulfide was condensed into
the reaction flask, the break-seal ampoule was shut off from the
system, and the pressure of the gas was measured after the system had
adopted room temperature. Hydrogen sulfide was recondensed into the
break-seal ampoule and the ampoule was closed temporarily. Ethylene
oxide wag evaporated slowly into the manifold from the liquefied
stock until slightly more than twice the pressure of hydrogen
sulfide. Finally both ethylene oxlde and diluted latelled hydrogen
sulphide were condensed into the reaction flask and the entire system
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was heated with a hot air blower for ten minutes to facilitate
complete transfer of the reactants.

The reaction flask was then sealed off with a flame and removed from
the manifold, after which it was allowed to slowly reach room
temperature. The small amount of mobile liquid which remained on the
bottom of the flask at room temperature evaporated completely when
the flask was heated with a photo lamp to 80 ©C, as measured with a
thermocouple probe attached to the irradiated outside surface of the
flask. In the course of the heating perioa a condensate reappeared,
this time as a viscous liquid. After 48 h the reaction was considered
to be complete and the flask was cooled and >pened.

Dichloromethane (1 ml) was added and a 1 ul sample of the solution
was removed for analyses. The flask was equipped with a magnetic
stirring bar and a reflux condensor connected to a drying tube. The
solution was refluxed for a few minutes to drive off any remaining
hydrogen sulfide and/or excess ethylene oxide. No escaping
radioactive gases were detected, which indicated the completeness of
the reaction. Next the reaction flask was cooled by immersion into an
ice bath and 0.1 ml of thionyl chloride was added at once with
stirring. After 2 minutes the evolution of gas ceased and another 0.1
ml of thionyl chloride was added, followed after 2 min by a final
portion (0.4 ml). This last addition of thionyl chloride did not
cause any evolution of gas. The reaction mixture was allowed to reach
room temperature in the course of ca. 1 h. Finally it was refluxed
with stirring for 1 h at a bath temperature of 50 °C.

After GC analysis, which confirmed the completion of the reaction,
the major part of the dichloromethane was removed by distillation at
atmospheric pressure. The last traces of solvent and excess thionyl
chloride were removed by vacuum distillation at room temperature and
the -~rude mustard gas was separated from high boiling byproducts by
distillation at 80 °C/10'2 mmHg in a short path micro distillation
apparatus. The yield of crude product was 81 mg., or 51%. A relatively
large amount of black tarry residue, probably consisting of
polymerization and/or decomposition products, remained in the
distillation flask.

Since GC analysis showed the presence of ca. 15% of a higher boiling
compound, a second distillation was carried out. This time the
distillation apparatus was equipped with a small plug of quartz wool,
acting as a fractionating column. Care was taken to avoid the co-
distillation of the byproduct by keeping the distillation speed as
low as practicable at a bath temperature of 60-70 °C and a pressure
of 0.1 mmHg. Two fractions of 24 and 26 mg respectively were
collected, giving a total chemical yield of pure product of 50 mg
(31.5%).

11.3.2.  Analysis of [3%§]thiodiglycol

The 1 ml sample of [3551thiodiglycol, removed from the
dichloromethane solution, was diluted to 10.0 ml with
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dichloromethane, and 100 pl aliquots of this solution were counted in
Picofluor. A total activity of 1,035 MBq (27.9 mCi) was found,
indicating a quantitative recovery (102%) of the radioactivity
purchased as hydrogen [3°S]sulfide.

Radio TLC analyses revealed the presence of a series of radioactive
contaminants. It was suspected that the reaction of hydrogen sulfide
with ethylene oxide had introduced ethoxy groups into the
thiodiglycol, thus providing a possible explanation for the TLC
pattern found. The formation of these byproducts had not been
encountered in previous work under identical reaction conditions
(51). By integration of the peak surfaces a maximum content of 75% of
the desired product was found. To minimize the loss of radioactive
material as much #s possible it was decided to purify the final
product mustard gas, rather than the intermediate thiodiglycol.

11.3.3.  Analysis of [37S)mustard gas

GC analysis of the crude reaction mixture surprisingly showed a
rather clean chromatogram. Approximately 2% of a single higher
boiling compound was present, and contaminants similar to those
present in thiodiglycol were not observed. After the first
distillation however, the amount of this byproduct had increased to
approximately 15%, as determined by integration of the peak surfaces,
while small amounts of two lower boiling compounds were al. o present.
Radio-GC (52) gave poorly reproducible results, as the “.-w of
[3551802 tended to be retarded by the heated teflon tubi.g leading
from the flame ionization detector to the fraction collector. The
resulting memory effect prohibited exact fraction cutting and
determination of the radioactivity in the various effluent peaks. An
approximation of the activity present in the peaks of the impurities
resulted in a quantity of about 15% of the total activity and,
therefore, both the chemical and the radiochemical purity were
estimated to be 85X.

A sample of 20 ng of the product was further investigated with GC-MS
analysis. The mass spectrum (EI) of the major peak was identical with
the spectrum of authentic mustard gas. The spectrum of the higher
boiling contaminant was identified as 1-(2’-chloroethoxy)-2-(2'-
chloroethylthio)ethane, Cl-CyH,-0-CyH,-S-CpH4-Cl, by comparison with
the spectrum of material which had been isolated from technical grade
mustard gas. The identification confirmed the previously suspected
formation of byproducts containing ethoxy groups. Radio-TLC analysis
(53) could not separate the byproduct from mustard gas, neither on
silica gel plates nor on reversed phase plates (Rp 0.72 and 0.76,
respectively). In both systems only one single spot was detected, in
addition to some tailing on the plates which is not uncommon for
highly radioactive compounds.

After the second distillation the two fractions obtained were
examined with GC analysis again. Only the second fraction contained a
detectable amount of the high boiling impurity, while both fractions
contained small amounts of two lower boiling compounds. Calculation
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of the peak svrfaces resulted in a chemical purity of 95%, while the
radiochemical purity was estimated as 98% because only the first of
the two low boiling impurities contained any radioact.vity (< 2%).
The distillation residue contained far more of the high boiling
impurity than mustard gas, which was a further irdication for the
effectiveness of the separation by distillatiow. Due to the above-
mentioned difficulties with radio-GC and radio-TLC no exact figures
could be given.As expected radi.-TLC analyses of the end product
showed again the presence of a single peak in the chromatogram.

The specific activity of the purified mustard gas was determined by
measuring the activity of 10 gl aliquots of a solution of 1 pl of

fra tions 1 and 2 in 1.0 ml of dichloromethane. Assuming a density of
mustar * gas of 1.27, specific activities of 855 MBgq/mmol (23.1
mCi/mmol) and 877 MBq/mmol (23.7 mCi/mmol) respectively were found,
giving a radiochemical yield of approximately 27% (corrected for
radioactive decay) and a chemical yield of 31.5%.

I1.3.4. Synthesis of [3°S]gustard gas (second batch)

The synthesis was repeated as described in 3.1, starting with 740 MBq
hydrogen [3SS]sulf1de (5.74 GBq/mmol ). The material was diluted with
cold hydrogen sulfide to ca. 1 mmol, as described before. Reaction
with a fresh batch of ethylene oxide yielded thiodiglycol in
quantitative yield, but again containing the same impurities.
Chlorination with thionyl chloride afforded a reaction mixture in
which higher boiling impurities were absent. However after a first
disti.lation ca. 15% of the higher boiling impurity was detected with
GC analysis. The second distillation removed this impurity, but the
yield was as low as in the first run. A quantity of 45 mg of mustard
gas was obtained, containing only a small amount of volatile
contaminants (purity ca. 98%, GC). The radiochemical yield of the
intermediate thiodiglycol was essentially quan-titative (758 MBq,
purity ca. 75% radio-TLC), whereas 154 MBq of mustard gas was
obtained (574 MBq/mmol, 21%Z). The chemical yield was 28%.

I1.4. Synthesis of mustard gas derivatives

I1.4.1. - -

Thiodiglycol (122 g, 1 mol) was dissolved in dichloromethane (1 1),
together with dry pyridine (7.9 g, 0.1 mol). A solution of acetyl
chloride (7.85 g, 0.1 wol) in dichloromethane (100 ml) was added
dropwise with stirring at room temperature in the course of 1.5 h.
After stirring for another 2 h at room temperature the reaction
mixture was poured into water (250 ml). The organic layer was washed
three times with water to remove excess of thiodiglycol and
pyridinium salts. HPLC analysis (system A) showed almost complete
removal of thiodiglycol. Distillation of the crude product over a
Fischer microcracking tube column gave 8.7 g (49%, of the desired
product &s a thin, colorless oil, b.p. 131-135 °C/2 mmHg. Isothermal
GC analysis at 100 °C of the product on a short (22 w; 1.d. = 0.7 mm)
columm coated with SE-30, as well as HPLC analysis (system A) showed
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that the purity of the product was ca. 97%, with thiodiglycol and its
diacetate as major contaminants in approximately equal amounts.

LH-NMR in CDCl3:
4.24(t,2H,0CHy], 3.78[t,2H,CHpOH], 2.78[t, 2H,CHpS) 2.77(t,2H,SCHy],
2.10{s,1H,0H}, 2.08[s,3H,CHz]

13c.NMR in GDCl3:
170.9{C=0), 63.4[0CH], 60.8(CHyOH], 35.2[SCHy], 30.3[CHpS],
20.7[CH3]

Thermospray-LC-MS:
m/z=165{MH" ], 182(MNH,*], 224(MNH,t of di-(2-acetoxyetiyl) sulfide]

11.4.2. 2-Acetoxyethyl 2'-chloroethyl sulfide (54)

2-Acetoxyethyl 2'-hydroxyethyl sulfide (20 g, 0.12 mol) was dissolved
in dichloromethane (75 ml) and thionyl chloride (15 g, 0.13 mol) in
dichloromethane (20 ml) was added with stirriug and cooling in ice at
0-3 °C in 45 min. The evolution of gas increased strongly when after
30 min of stirring at 2 °C the temperature was allowed to rise
s.owly. Occasional cooling was therefore re-applied during 2 h until
finally room temperature was reached. The mixture was then gently
refluxed, until no more evolution of gas was evident (45 min).
Evaporation at atmospheric pressure, followed by a simple vacuum
distillation yielded 21.2 g (96.8%) of a slightly yellow oil, b.p.
80-82 ©°C/0.3 mmHg. GC-MS analysis revealed the presence of ca. 1%
mustard gas and ca. 11X di-(2-acetoxyethyl) sulfide. The product was
purified to a gas chromatographic purity of 99.7% by a second vacuum
distillation over the Fischer microcracking tube column. Yield 17.3 g
(79% of colorless oil, b.p. 72-74 °C/0.2 mmHg.

1H-NMR in CDClj:
4.23 [t,J=6.7 Hz,2H,CH»0C(0)}, 3.65(m,2H,CHyCl], 2.92 [m, 2H,CHyS],
2.80 [t, J=6.7 Hz,2H,CH,S], 2.08[s,3H,COCH;]

13c.NMR in CDGl4:
170.8[CO], 63.6[CH)OC], 43.0[CHCl], 34.6{CHpS], 30.9{CHpS],
20.9[GH3C0)

EI-MS (rel.int.):

m/z= 122(32)[Cl-CHy-CHy-S-CH=CHp* - |, 109(5)[c1-cn2-cuz-s-cug+],
73(26){HpC=CH-S-CHa*], 63(11)[Cl-CHy-CHa*], 60(69)[CH3-COOHY],
43(100) [CH3-CO%), 27(27)(CyHqY]

11.4.3. -t- [

Io a solution of thiodiglycol (10 g, 0.082 mol) and triethylamine
(6.7 g, 0.7%1%m0l1) in ether/acetone (50 ml/20 ml) was added with
stirring t-butyl-dimethylchlorosilane (6.2 g, 0.04 mol) in ether (30
ml) at 20 °C. A slightly exothermic reaction raised che temperature
to 23 °C and cooling was applied to maintain a reaction temperature
of 20 °C. At the end of the addition thiodiglycol separated from the
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mixture and acetone (10 ml) was added to dissolve it again. After
standing for one night GC-MS, 4. and 13c-mmm analysis revealed the
presence of mono-ether, di-ether and thiodiglycol in a ratio of
10:1:3, respectively. The reaction mixture was filtered and
evaporated. The remaining oil was dissolved in ether (150 ml) and the
yield of a preliminary synthesis, containing ca. 9 g of 2-t-
butyldimethylsilyloxyethyl 2'-hydroxyethyl sulfide, was added. A
portion of the latter product had been used for extraction
experiments with water, sodium bicarbonate and sodium carbonate, from
which it was concluded that thiodiglycol could be removed by washing
with water whereas the di-ether content was not changed.

The solution was therefore washed with 3 successive portions of water
(50 ml) and evaporated again. The residue was dried by co evaporation
of water with dry acetone and the residue was distilled at the lowest
possible temperature and pressure in a molecular still. Despite the
poor fractionating power of a molecular still, fractions containing
92% (13.3 g) and 80% (3.0 g) of the desired product were obtained at
a distillation temperature of 100 °C and a pressure of 0.001 mmHg.
The main fractions of the molecular distillation were pooled and
distilled again in the Fischer microcracking tube column, yielding
13.7 g of the desired product (b.p. 91-3 °C/0.1 mmHg) with a gas
chromatographic purity of 98%, containing 1.7% of the di-ether.

1H-NMR in DMSO-dg:

4.76(t,=5.6 Hz,1H,0H], 3.73{t,J=6.9 Hz,2H,CHp0Si],3.54[dt,J=5.6 Hz en
J=6.9 Hz,2H,CHyOH),2.64[t,J=6.9 Hz,2H,CHyS], 2.61(t,J=6.9
Hz,2H,CH)S],2.61(t,J=6.9 Hz,2H,CHpS], 0.89(s,9H,C(CH3)3],
0.07[s,6H,Si(CH3)p].

13c-NMR in DMSO-dg:
62.9(S1-0-C], 61.1[C-OH], 34.4[S-C-C-OH], 34.1[Si-0-G-C-S], 25.8[C3-
c}, 17.9[c3-C], -5.3[Si-C2].

EI-MS:
m/z= 221[M-CH3], 205[M-(CH3+CH,)], 179[M-C4Hg), 163[M-(C4Hg+CHy)

I11.4.4. - - i i-
gas) (54)

2-Mercaptoethanol (20 g, 0.25 mol; 95.5% purity) was dissolved in
methanol (150 ml, 0.005% water). Sodium hydride (11 g, 0.25 mol, 60%
suspension in mineral oil) was added in portions with stirring and
cooling in ice within 10 min. After the addition of 1,2-
dichloroethane (150 ml, 0.005% water) the solution was left for 5
days in a refrigerator at 5 °C. Next, precipitated sodium chloride
was removed by decanting the solution, which was then evaporated at
20 °C/15 mmHg. The residue was dissolved in ether (200 ml) and the
solution was washed with ice water (50 ml), dried over MgSO,,
filtered and evaporated again. The residue was quickly washed with
petroleum ether (4 x 50 ml, 0.004% water) to rerove the mineral oil.
After degassing the residue for 10 min at 20 ©C/15 mmHg, ca. 10 g of
crude product remained (28.5%) which was immediately redissolved in
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ether (200 ml). The gas chromatographic purity was 95%. Precipitated
decomposition products were removed by filtration before using the
product for further syntheses. The product was deemed too unstable
for complete analysis. It was identified by means of GC-MS analysis.

EI-MS:
m/z= 140 (M*-), 109 (ClCH,CHpSCHpt-), 104 (M*--HCL)

II.4.5. - i i -

A solution of semi-mustard gas (ca. 10 g) in ether (200 ml, 0.005%
water) was cooled to -60 °C and triethylamine (7.2 g, 72 mmol, 0.01X
water) was added with stirring in the course of 10 min. Next a
solution of bromotrimethylsilane (10 g, 72 mmol) in ether (50 ml) was
added dropwise. The reaction mixture was stirred for 2 h at -50 °C
and was left at -20 °C for 2 days. After bringing the mixture to room
temperature, the precipitate was removed by filtration. The filtrate
was evaporated at reduced pressure and the residue was vacuum
distilled. The yield of colorless liquid was 10.0 g (19% overall{
boiling point 61-2 9C/0.6 mmHg. The purity according to GC- and 3C-
NMR analysis was 93 and 88X, respectively, the main impurity being
semi-mustard. The lower purity as determined by NMR was probably due
to traces of water in the NMR solvent, which caused partial
hydrolysis of the product. Redistillation of the product in the
Fischer column did not improve the quality of the product.

Elemental analysis (GyH1,C1088i; M. W. 212.5):
Calc.: C 39.23% Found 39.36 *+ 0.14%

H 7.95% 8.00 + 0.05%
Cl 17.13% 16.89 + 0.23%
S 15.85% 15.45 + 0.37%

14.NMR in CDCl3:
3.75[t,J=6.6 Hz,2H,CHy-0Si], 3.66[m,2H,CHp-Cl}, 2.90[m,2H,SCHj-
CHyCl], 2.69(t,2H,J=6.6 Hz,SCHyCHp0], 0.13 [s,9H,Si(CH3)3]

L3c.NMR in CDC13:
62.3 [t,CH081], 42.6(t,CHyCl], 34.2[t,SCHp], 34.1[t,SCHp],
-1.0{q,S1(CH3)3]

EI-MS (rel.int.):
m/z= 176(15)[M-HC1]*, 116(4)(HpC=CH-0-Si(CH3)3]*",
103(56) [HpCOSi(CH3)3]*, 93(35){(CH3)S1iCL Y, 73(100){(CH3)3S1]*

I1.5. Synthesis of guanine apnd adenine adducts
11.5.1. N7-(2' -Hydroxyethylthicethyl)-guanine (30)

Guanosine (4.8 g, 16.8 mmol) and mustard gas (3.3 ml, 27.6 mmol) in
acetic acid (60 ml) were reacted at 100 °C. A clear solution was
obtained after 30 min and heating was continueu for a total period of
2 h. After cooling, a small amount of solid material precipitated,
which was collected by filtration. The filtrate was subjected to
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evaporation at reduced pressure, which caused the precipitation of
large amounts of a very fine off-white solid after a short time. This
material was also collected by filtration and the filtrate was
evaporated to dryness. After addition of 1 N aqueous HCl (50 ml) to
the residue, the solution obtained was extracted with dichloromethane
(4 x 10 ml) in order to remove excess mustard gas. Both batches of
solids were added to the washed solution, using another 50 ml of 1 N
HCl to rinse the filters. The combined solutions were heated at 100
9C for 1 h and aqueous hydrochloric acid was removed by evaporation
at reduced pressure. Next the residue was dissolved in water (100 ml)
and the solution was neutralized with conc. ammonia (ca. 5 ml). The
resulting light brown precipitate was collected by filtration and
subsequently extracted with 400 ml of boiling water. The remaining
insoluble brown material was filtered off and the filtrate was cooled
in ice. The precipitated product was collected. After drying in a
vacuum desiccator, a total of 2.1 g of product resulted. According to
thermospray-LC-MS analysis the product consisted mainly of the title
compound (54X%; m/z=256 ,MH*), together with guanine (34%;
w/z~152 , MH*), traces of the di-adduct (m/z=389,MH*:411 ,MNat) and some
further impurities (12%). The insoluble material contained guanine,
together with a small amount of the title compound, a considerable
quantity of a product that eluted somewhat later, possibly the
corresponding di-adduct, and finally, large amounts of a great number
of compounds, eluting only when 100% methanol was used. An amount of
100 mg of raw material was purified on the reversed phase Lobar
columy in batches of 20 mg each, which were dissolved in 1 N HCl
prior to injection onto the column. Elution took place at a flow rate
of 4-6 ml/ min with 25 mM NH,HCO3 in 25% methanol /water. A total of
45 mg of purified product was obtained by evaporation of the pooled
product eluates. This material was further purified by
recrystallization from boiling water, which removed an unidentified
brown material, together with impurities probably originating from
the column. A white crystalline material (35 mg) resulted after
drying in a vacuum desiccator, which had a purity of 97% according to
HPLC analysis (system A) at 254-300 nm. No impurities were detectable
with 1H- or 13C-NMR. M.p.: decomposition >280 °C. Decomposition above
280 °C has also been reported by Brookes and Lawley (30).

1H-MMR in DMSO-dg:

10.83[bs,1H,NH], 7.94(s,1H,C8H], 6.17(s,2H,NHy], 4.78[t,J=5.3 Hz,OH],
4.35 [t,J=6.7 Hz,CH)N], 3.54{dt,J=+5.6 Hz and 6.5 Hz,2H,CHyOH],
2.97(t,J=6.7Hz,2H,N-C-CHpS], 2.59{t,J=6.7 Hz,2H,SCHy-C-OH]

13c.MMR in DMSO-dg:
160.2(C4], 154.6(C6], 152.8([C2], 143.5[C8], 107.9[C5], 60.8[CH,OH],
46.0 [NCHy], 33.8(SCHp-C-OH], 32.2(N-C-CH2S]

Thermospray MS:

m/z=256(MHY), 270 (MH* of product methylated at hydroxyl group;
occurs when MeOH is present in eluent), 298(MHY of product acetylated
at hydroxyl group during thermospray).
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UV spectra:

pH=1 : 249 nm (max)
pH=7 : 284 nm (max)
pH=12: 280 nm (max)

I1.5.2. Di-(2-guanin-7'-yl-ethyl) sulfide (34)

Mustard gas (0.5 ml, 4.2 mmol) was suspended in a solution of
guanosine-5‘-phospate di-sodium salt trihydrate (2 g, 4.3 mmol) in
water (20 ml). The mixture was stirred magnetically at room
temperature for 24 h, during which time the mustard gas slowly
dissolved. After the addition of water (10 ml) and conc. HCl (2 ml)
the solution was heated at 100 °C for 1 h. The hydrolyzed reaction
mixture was left at room temperature overnight and the precipitated
solid material was collected by filtration. LC-MS analysis revealed
the presence of guanosine (m/z = 152 ,MH%*), N7-(2'-
hydroxyethylthioethyl)-guanine (m/z =256 ,MH*), and of the
corresponding di-adduct (m/z =389,MH'). Three successive extractions
with diluted HCl (pH 2) during 15 min left a product containing 862
di-adduct. The product was combined with crude product from a similar
experiment and was recrystallized from boiling aqueous HCL (pH 2).
After drying 115 mg of product was obtained (HPLC 97%, 285 nm; system
A), m.p. 230 °C (decomposition). The IR spectrum clearly showed that
the di-adduct was obtained as its hydrochloride salt and the product
was stored in that form at -20 ©°C, to minimize the risk of possible
instability of the free base.

14-NMR in CF3GOOD:
8.95[s,2H,2C8H), 4.86[bt,J= + 5 Hz,4H,2NCHp], 3.27[bt,J= & 5
Hz,2CHpS |

13c.MMR in CF3C00D (signals of CF3C00D at 115.7 and 162.9 ppm were
used as reference):

154.6{C6]), 154.0[C2], 145.9[C&), 140.7[C8], 109.5{C5], 50.0[NCHp],
32.1 [CHpS]

Thermospray MS:
m/z= 389 (MHY), 411(MNat)

UV spectra:

pH~1 : 249 nm (max)
pH=7 : 284 nm (max)
pH=12: 280 nm (max)

11.5.3. -(2°- VA
deoxyguanosine

I1.5.3.1. -1 - -2 - (55)

To a suspension of 2'-deoxyguanosine (1.33 g, 5 mmol) in dry pyridine
(200 ml) was added acetic acid anhydride (4.6 ml, 50 mmol), &4-
dimethylaminopyridine (60 mg, 0.5 mmol) and triethylamine (7.6 ml, 50
mmol). The mixture was stirred for 20 h at 50 ©°C. Next, 50 ml of
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Walel wao el e the o 2%ed e lution. Tyvoldlioc was ewaperated ot
reduced prcssure and another 100 ml of water was added. Water was
evaporated under reduced pressure until crystallization occurred.
Yield:70% of yellow needles (1.4 g, 3.5 mmol) The purity of the
product was confirmed by Lh-NMR spectroscopy. M.p.: 203-206 °C
[1itt.(55): softening at 190 °C; decomposition at 225 °C}.

LH-NMR in DMSO-dg:

11.7[s,1H,NH], 8.2[s.1H,H8], 6.2[t,1H,H1']; 5.3[d,1HH3'],4.2-
4.3[m,3H,H4' ,H5' H5"], 3.0,2.6(m,2H,H2* H2"], 2.2 [s,3H,NC(O)CH3],
2.1[s,3H,0C(0)CH3], 2.05[s,3H,0C(0)CH3].

13¢c.MMR in DMSO-dg:

173.5, 170.1 and 169.9{3C(0)CH3), 154.8[C6), 148.4{C4],
148.0(C2),137.4({C8), 120.4[C4], 83.0[C1*], 81.8[C4’], 74.4(C3'],
63.6(C5'],35.8 [C2'], 23.8,20.8,20.6(3CH3).

Thermospray-LC-MS:
m/z= 394(MHY), 416(MNat), 432(MK%).

UV spectrum (methanol):
Maximum at 256.5 (255) nm; minimum at 224.5 (224) nm; shoulder at
277.5 (278) nm. [Values from litt.(55) between brackets)

11.5.3.2. '3’ - -06-(2"'- i -2' -
deoxy-guanosine (56,57)
3*,5',N2-Triacetyl -2"-deoxyguanosine (0.8 g, 2 mmol) was dissolved in
8 ml of dry dichloromethane. To this solution, 2,4,6-
triisopropylbenzenesulfonyl chloride (1.2 g, 4 mmol), triethylamine
(1.2 ml, 8 mmol) and dimethylaminopyridine (15 mg; catalyst) were
added. After 30 minutes TLC analysis (eluent 8% methanol in
dichloromethane) showed that the reaction was complete. This is
deduced from the complete disappearance of the 3’,5’ ,N2-triacetyl-2"-
deoxyguanosine spot (Rg=0.1), and the appearance of a new, higher
running spot (Rg=0.8), after vizualization of the spots under UV
light or by spraying with 20% sulfuric acid/methanol and subsequent
heating (which produces black spots). The product was purified by
flash chromatography on a silica gel column (2x8 cm),eluted with
dichloromethane. The intermediate thus obtained was co-evaporated
with dry dioxane to dryness and dissolved in 1 ml of dichloromethane.
2-Acetoxyethyl 2'-hydroxyethyl sulfide (3.3 g, 20 mmol; confer
I11.4.1) was added to this solution and the mixture was cooled to 0
9C. 1-Methylpyrrolidine (0.93 g, 11 mmol) was added and after
stirring for 10 min, 1,8-diazabicyclo(5.4.0)undec-7-ene (DBU, 0.23 g,
1.5 mmol) was added. The mixture was stirred for another 2 h. The
solution was diluted with 50 ml of dichloromethane and washed three
times with a saturated aqueous solution of ammonium chloride.
Dichloromethane was distilled off under diminished pressure and the
residue was purified on a column (3x30 cm), which was filled with
silica gel and saturated with a mixture of petroleum-ether 40-60 and
dichloromethane (1/1,v/v). This mixture was £'so used to elute apolar
impurities from the column, as could be checked with TLC. After this
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purification step the column was eluted with dichloromethane and
methanol. The proguct was eiuted with a gradieu. starting witu 00k
dichloromethane and ending up with 10% methanol in dichloromethane.
The isolated product was still contaminated with starting material,
as was shown with lH-NMR. Further purification was not deemed
necessary.

1I1.5.3.3. -(2'-Hyd i -2 -

After preparing a saturated solution of 3',5' ,N2-triacetyl-06-(2'-
acetoxyethylthioethyl)-2"-deoxyguanosine in dioxane in a 100 ml round
bottom flask, just enough aqueous ammonia (25%) was added to obtain a
homogeneous solution. The flask was closed and set aside at 50 °C for
16 h. Next, the mixture was evaporated to a small volume. A final
purification of the product was obtained by means of gel filtration
on a G-10 column. The column was eluted at a rate of 1 ml/min and 10
ml fractions were collected. The title compound was collected in
fractions 33-47 (checked with HPLC). The combined fractions were
concentrated to a small volume and lyophilized. Some fractions which
still contained N2 acetylated product were heated again with
concentrated ammonia and once more purified on the G-10 column. The
lyophilized product is a white fluffy material. The total yield,
starting with 2 mmol of 3',5',N2-triacetyl-2"-deoxyguanosine was 90
milligrams (0.24 mmol, 12% overall yield). The product is very
hygroscopic and liquefies within minutes when exposed to air. It was
stored in a sealed flask in a refrigerator. According to 14-NMR the
purity of the product is > 95%.

14-NMR in D,0:

8.04[s,1H,H8], 6.31(dd,J=ca.7 Hz,H1'], 4.64 [m,H3'}, 4.62{t,J=6.3
Hz,0CHp], 4.16[m,H4’], 3.82[m,H5',H5"], 3.79[t,J=6.4 Hz,CHyOH],
3.04[t,J=6.4Hz,CH)S], 2.85 (t,J=6.3 Hz,CHpS], 2.53 and
2.80[dd,H2’ H2"].

13¢c.NMR in Dy0:

163.1{C6], 162.1[C2], 155.2(C4], 141.4(C8], 116.9{C5], 89.8[C4’],
86.9(C4’], 73.9[C3'], 68.7[0CH2), 64.4{C5'], 63.0{0H2}, 41.4[C2'],
36.4[SCHp], 32.5 [SCHp].

Thermospray MS:
m/z~ 372(MHY), 256[MH* of 06-(2'-hydroxyethylthiocethyl)-guanine]},
152 (MH' of guanine].

UV spectra :

pH=1 : 288.5 nm(max), 261 nm(min.), 243 nm(max), 232 nm(min.).
pH=7 : 281 nm(max), 262 nm(min.), 247.5 nm(max), 228 nm(min.).
pH=13: 281 nm(max), 262 nm(min.), 247.5 nm(max), 227 nm(min.).

11.5.3.4. =(2"- -
06-(2' -Hydroxyethylthioethyl)-2"-deoxyguanosine (30 mg, 0.08 mmol)

was stirred with 25 ml of 0.1 M HC1 for 10 min in a 100 ml round
bottom flask. HPLC-analysis system A) showed that the starting
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material had almost completelv disappeared. Two new peaks were
visible, probably 06-(2’-hydroxyethylthioethyl)-guanine and guanine.
The reaction mixture was neutralized with ammonia and evaporated
under reduced pressure at 35 °C to a small volume. The residue was
applied to a G-10 columm. The product was collected in fractions 70-
88 (12 ml fractions). The combined fractions were concentrated and
lyophilized. The total yield was 8 mg (0.03 mmol, 39% yield).
According to 14-NMR the purity of the product was >95%.

LH-NMR in DMSO-dg:
7.84(s,1H,H8], 6.2[s,2H,NHy], 4.56(t,2H,CHy0], 3.61[t,2H,CH)OH],
2.96[t,2H,CHpS ], 2.72[t,2H,SCHy].

13c.NMR in DMSO-dg:
159.7, 139.0, 65.1[0CHp), 61.0[CHyOH], 34.3[SCHp], 30.1[SCHp].

Thermospray MS:
m/z= 256(MHY),278(MNa*),152(MH* of guanine).

UV spectra:

pH=1 : 287.5 nm(max), 253 nm(min.)

pH=7 : 281.5 nm(max), 258 nm(min.), 239.5 nm(max), 228 nm(min.).
pH~13: 284 nm(max), 258 nm(min.), 245 nm(sh).

I1.5.4. N3-(2' -Hydroxyethylthioethyl)-adenine (30)

Adenosine (5.0 g, 18.7 mmol) was suspended in acetic acid (65 ml) and
mustard gas (3.5 ml, 29.3 mmol) was added. The mixture was stirred
and heated to 100 °C. When the temperature had reached 75 °C a clear
solution was obtained which was heated for an additional 1.5 h at 100
OC. After cooling and standing overnight at room temperature a small
amount of solid material precipitated. The mixture was evaporated at
reduced pressure, yielding a semi-solid brown residue. After addition
of 1 N HC1 (65 ml) the relatively large excess of unchanged mustard
gas was extracted with dichloromethane (4 x 10 ml) and the washed
solution was heated at 100 °C for 1 h. After 30 min thermospray-LC-MS
analysis showed the presence of adenine (m/z= 136,MH%), together with
two new compounds which eluted later. Both products showed MH' at
m/z= 240, corresponding with (2’'-hydroxyethylthioethyl) adducts of
adenine.

After cooling and evaporation to dryness the residue was taken up in
water and the solution was neutralized with concentrated ammonia,
which caused the colour of the solution to darken. After partial
evaporation, the solution was left at room temperature during the
night. The reaction mixture was evaporated to dryness after
filtration and the residue was taken up in warm ethanol/water (6:1,
v/v). Upon cooling, a second batch of solid was obtained, which
consisted largely of inorganic material (NH4Cl). The mother liquor,
which was freed from more inorganic material by evaporation,
dissolving the residue in methanol and precipitating with twice the
volume of dichloromethane, was finally evaporated. The crude dark
brown residual reaction mixture, containing adenine and the two
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adducts, was dissolved in water (5 ml). Small amounts of both adducts
wer e iouiared Uy wcans of voveroed ghouc HPIF {iystem L) and were
tentatively identified as the N3-and the N9-adducts by means of ly.
NMR. A larger amount of the N3-adduct was isolated by means of liquid
chromatography of 10 portions of 0.5 ml each on a reversed phase
Lobar column (cluens 25% MeOH, 25 mM NH4HCO3, flow 6-10 ml/min,
detection at 254 nm). The combined fractions were evaporated at
reduced pressure and the residual N3-adduct was freed from column
material by extraction with water. (e pooled extracts (5 ml) were
chromatographed again on the Lobar column. Subsequent evaporation,
extraction and freeze drying yielded 51 mg of pale brown solid
material. HPLC analysis confirmed the absence of adenosine and N9-
adduct, purity ca. 98%. M.p.: slow discoloration to 187 °C, melting
and rapid decomposition >188 °C. The product partially turned brown
during freeze drying. This same discoloration was observed earlier in
different stages of synthesis runs. However, small amounts of N3-
adduct remaining in glase ware and on filters did not turn brown on
exposure to light and air for several weeks.

1H-NMR in DMSO-dg:

8.37(s,1H,C2H], 7.9[b,2H,NHp], 7.78(s,1H,C8H], &4.49(t,J=5.7
Hz,2H,NCH2], 3.56 [t,J=6.7 Hz,2H,CHyOH], 3.12(t,J=6.7 Hz,2H,N-C-
CH2S]. 2.64{t,J=6.6 Hz,2H,SCHy-C-OH)

13c.NMR in DMSO-dg:
155.1[C6], 152.4{C8], 149.5{C4], 143.8{C2], 120.3(C5], 60.B[CHyOH],
49.0[NCHp], 33.9(SCHy-C-OH], 30.3[SCHy-C-N)

Thermospray MS:
m/z= 240

UV spectra (58):

pH 1 : 274 nm (max)
pPH 7 : 273 nm (max)
pH 12: 272 nm (max)

1I.6. ' =

IT.6.1. -(2"- - _

Yil-ethyl] sulfide (59)

In a titration vessel of 150 ml, guanosine-5'-phosphate (400 mg, 1
mmol) and mustard gas (0.32 g, 2 mmol) in 100 ml of water were
stirred for 16 h. The pH (4.5) was kept constant during the reaction
time with a pH-Stat using 1.0 N aqueous NaOH as titrating solvent.
The reaction mixture became homogenous after a few hours. At the end
of the reaction the release of hydrochloric acid had stopped since no
further base was used for titration. According to ion pair HPLC
(214/260 nm; system B) two main products were formed, presumably the
mono- and the di-adduct at the N7-position. The presence of starting
material and thiodiglycol in the reaction mixture was verified by
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means of co-injection. The reaction mixture was extracted three times
with dichloromethane in order to remove any residual mustard gas, and
was subsequently evaporated until 10 ml of solution was left. The
reaction mixture was first purified on a column (Pharmacia XK16, 30x2
cm) filled with Sepharose Q fast flow anion exchange material. The
column was filled with an emulsion of Sepharose Q in a mixture of 20%
ethanol /water (off factory). In order to remove ethanol, the column
was flushed with water during 1 h at a speed of 3 ml/min. About 100
mg of crude reaction product dissolved in water (2 ml) was applied to
the column, using the P-1 pump. Wext, the column was washed for 30
min with water, at a flow of 3 ml/min. In this period the N7-adducts
as well as thiodiglycol were flushed off from the column (HPLC).
Subsequently, the sodium chloride concentration was increased to 1 M
in water in the course of 10 minutes and was kept at this
concentration for the next 20 min in order to elute guanosine-5'-
phosphate from the column. Finally, the concentration was decreased
to 0% NaCl and the column was washed for 1 h with water in order to
prepare the column for the next portion of 100 mg of crude product.
After five runs the fractions containing mono- and di-adduct were
combined and lyophilized. Reversed phase HPLC showed that almost all
of the starting material had been removed.

In oruc. *n separate mono- and di-adduct, as well as to remove
thiodiglycol ana unidentifjed impurities, the combined fractions were
rechromatographed on a Lobar C (440x37 mm) column filled with Q
Sepharose fast flow material. This column contains much more anion
exchange material than the earlier mentioned column, which was
considered to be necessary for separating the the mono- and di-
adducts. For the gradient system we used two solvents, i.e., solvent
A: destilled water and solvent B: 1 M aqueous NaCl. During the first
90 minutes the column was flushed with solvent A. Then, the gradient
was Increased to 1% B buffer in the course of 10 min and eluted for
230 min. Next, the concentration of B buffer was increased to 10% in
30 min and was held at this concentration for another 30 min.
Finally, the amount of B buffer was increased to 30% in 60 min and
then to 100X in the course of 60 min. After the eluent had reached a
concentration of 100X B buffer the column was run for another 60 min.
Next, the salt concentration was decreased to 0% in the course of 60
min and the system was eluted for another 60 min with solvent A in
order to clean the column. The eluent was run at a constant speed of
3 ml/min. This purification step was also done batchwise with the
slowly increasing gradient as described because the capacity of the
column was low for the separation of the mono- and di-adducts, and
for the removal of thiodiglycol. The mono-adduct was collected
between 450 and 580 min after the start of the run, whereas the di-
adduct eluted between 580 and 600 min.

In order to separate the mono- and di-adducts from residual
thiodiglycol and inorganic salts, gel filtration was used as a final
purification step. A colum (1 m x 2 cm) filled with Sephadex G-10
matrix was used. Water was used as an eluens at a rpeed of 1 ml/min
and 5-ml fractions were collected. The mono-adduct eluted after ca.
80 minutes (UV detection at 214 nm; chloride ions were detected with
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silver nitvrate’, The pr-ification of this adduct was rather delicate,
hecause the difference in retention times between product,
thiodiglycol and salts was very small. Therefore, only the first 20
ml (four fractions) contained mono-adduct which was free from salts
and thiodiglycol. Impure fractions were recombined and repurified.
The solutions containing pure mono-adduct were evaporated to a small
volume and were subsequently lyophilized. The product has a white
fluffy appearance and is very hygroscopic. Altogether, 120 mg of the
mono-adduct di-sodium salt was obtained, with a purity of 94% (“H-
NMR).

l4-NMR in DMSO-dg: 9.60[s,1H,H8], 7.43[bs,2H,NHp],
4.55+3.0142.66+3.52(all t,J=6 Hz, 8H,NCH)CHySCHCH20], 5.88[d,1=4.6
Hz,lH,H1‘], 4.45[t,1H,H2'], 4.24(t,1H,H3*], 4.16(m,1H,H4" ],
4.0(m,2H,H2-5"]

IH-NMR in Dy0:

9.28[s,1H,H8], 4.7+3.11(m,4H,NCHyCHpS], 2.77+3.74[both t,J=
6Hz,SCHyCH)0], 6.09(d,J=3.6Hz,1H,H1*], 4.7[m,1H H2'],
4.47(t,J=5Hz,1H,H3'], 4.41[m,1H,He'], 4.12+4.24]m. 2H H2-5"].

13¢c.MMR in DMSO-dg:

154.0[C2 or C6], 150.1[C4], 107.3{C5], 156.5[Cé or C2], 137.2(C8],
49.0+431.5+34.0+61 . 3[NCHyCHySCHyCHp0], 89.8[C1'1. 75.3(C2'],
70.1[C3'], 85.0[d,Jpogc=THz,C4"], 63.5[d,Jpoc=4Hz,C5' .

13c.NMR in D,0:

157.4(C2], 152.5(C4], 110.2[c5], 158.5[C6], 138.9({C8],
51.2433.6436.0+63 O[NCHyHoSCHyCHp0], 92.4[C1'], 77.4[C2'], 72.1[C3']
86.9[d,Jpocc=8Hz,C4' ], 66.0[d,Jpgg=4Hz, C5'].

31p.MMR in D0:
1.60

FAB-MS:
m/z= 468(MHY), 490(MNat)

UV spectra:

pH1 : 258 nm (max)
pH 7 : 258 nm (max)
pH 13 : 266 nm (max)

The di-adduct eluted after ca. 30 min from the G-10 column, which
separated the product easily from inorgani: material and
thiodiglycol. A total of 20 mg of the white, fluffy, and very
hygroscopic di-adduct was obtained after lyophilizatior. According to
lH-NMR, the purity was ca. 90X.

1H.NMR in D50:
9.24{s,1H,H8], &4.7+3.12{m,4H,NCHyCHyS], 6.09[d,J=4Hz, 1H,H1'],
4.7(1H,H2'], 4.46[t,1H,H3'], 4.41(m,1H,H4’ ], 4.12+4.23[m,2H,H2-5"]
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Bc.wMr in 0y0:

157.2[C2}, 152.5[C4], 110.2[C5], 158.5(C6], 139(c8],
51.4+33.3[NCHyCHpS}, 92.4{C1*), 77.3[C2'). 72.1[C3"}, 87.0d JpoccH=7
Hz,Cb'], 66.0(d,Jpocy=4 Hz. C5'].

UV spectra:

pH 1 : 266 nm (max)
pH 7 : 260 nm (max)
pH 13 : 266 nm (max)

A solution of 2’'-deoxyguanosine-5’-phosphate (sodium salt; 175 mg,
0.45 mmol) was dissolved in 0.1 M aqueous triethylammonium
bicarbonate* (15 ml) and acetonitrile (2/1, v/v; pH=7.5). Mustard gas
(100 mg, 0.63 mmol) was added and the reaction mixture was stirred
for 16 h at room temperature. The homogcneous reaction mixture was
extracted 3 times with dichloromethane (5 ml) in order to remove
unreacted mustard gas. HPLC (system C) indicated that ca. 40% (UV
detection at 254 nm) of a reaction product had been formed which
eluted more rapidly than the starting material. The product was
isolated by means of chromatography on a column (20 x 2 cm) filled
with Sepharose Q fast flow anion exchange material. After flushing
the columm with starting buffer (1 mM triethylammonium bicarbonate)
for 1 h at 1 ml/min, the reaction mixture was chromatographed at an
elution speed of 1 ml/min, with a linear gradient up to 1 M
triethylammonium bicarbonate in the course of 180 min, collecting 5-
ml fractions. The reaction product was detected in fractions 22-28
(HPLC). These fractions were concentrated and lyophilized to give 35
mg of reaction product.

lH-NMR in Dy0:

8.0[s,1H,H8], 3.75+2.62+2.62+3.64[m,8H,POCH)CH)SCH)CH 0],
6.3{t,1H,H1'], 2.58+2.86(m,1H,H2"], 4.73[m, Lii,H3'}, 4.23[m, 1H H4'},
4.03[m,2H,H2-5"]

13c.MmR in D90:

156.6[C2), 154.4[C4), 119,5[C5}, 161.8(C6], 140.7(C8], 86.5(C1'],
41.4{C2'], 74.0[(C3'], 8%.5(d, Jpocc=8Hz,C4'], 68.0(d,Jpoc=5 Hz,C5'].
68.2(d,Jpoc=4 Hz) + 34.64(d,Jpocc~1 Hz) + 36.7 +

63 .4(POCHyCHySCH)CH,0) .

3lp.MMR in Dy0:
1.1

* A stock solution of 2 M aqueous triethylammonium bicarbonate (pH
7.5) is obtained by bubbling carbon dioxide gas for 8 h through a
mixture of triethylamine (550 ml) and water (1450 ml), cooled at O
OC. The stock solution can be stored at 0-5 °C for several months.
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UV spectra:

pH 1 - 255 nm (max)
pH 7 : 252 nm (max)
pH 13: 267 nm (max)

11.4.3.

A suspension of 2’'-deoxyguanosine 3'5'-cyclic phosphate (50 mg,
sodium salt, 0.16 mmol) in a mixture of 0.1 M aqueous triethyl-
.mmonium bicarbonate (10 ml) and acetonitrile (5 ml) was stirred at
room temperature with mustard gas (100 mg, 0.63 mmol). After a total
reaction time of 16 h, the reaction system had become homogeneous,
whereas the pH had decrcas.d to 3.0, The reaction mixture was
extracted with dichloromethane (3 x 5 ml) in order to remove residual
mustard gas. HPLC (system A) and 1y MR analysis indicated that a
mixture of approximately six reaction products had been formed.
Atrempts to purify the products were not made.

11.6.‘5. = ! - i v 0w _

2’ -Deoxyguanosine (140 mg, 0.5 mmol) in 0.1 M aqueous
triethylammonium bicarbonate (10 ml, pH 7.5) and acetonitrile (2/1,
v/v) was stirred at room temperature with mustard gas (108 mg, 0.7
mmol). After a total reaction time of 16 h the reaction mixture had
become homogeneous. The reaction mixture was extracted with
dichloromethane (3 x 5 ml) in order to remove residual mustard gas.
HPLC (system A; detection at 254 nm) showed ca. 40X conversion into
two reaction products, eluting at 5.6 and 10.3 min (2'-
deoxyguanosine: retention time 4.5 min). A few mg of each product was
isolated with preparative reversed phase HPLC. The fractions
containing the separated product peaks were evaporated several times
with water in order to remove the volatile bicarbonate buffer.
Finally the residues were co-evaporated with D0 for 1H- and 13c-mMR
analysis. The early eluting product peak appeared to be a mixture of
at least four reaction products, which could not be positively
identified. The late eluting minor product peak was identified with
Iy- and 13c-NMR as N1-(2’-hydroxyethylthioethyl)-2"-deoxyguanosine.

1H.NMR in DMSO-dg:

7.94[s,1H,H8), &4.1542.7[both t,4H,NCHyCHpS], 2.7+3.60(both
t,4H,SCHpCHp0], 6.14[,1H,H1*), 2.22+2.58{2H,H2'], 4.36(1H,H3"],
3.83[1H,H4"), 3.55[2H,H5'].

13c.NMR in DMSO-dg:

153.5{C2}, 149.0[C4], 115.9{C5), 156.3[C6], 135.6[C8],
40.8+28.8434.2+61.0[NCH,CHpSCHoCHo0], 82.3[Cl’), 40[C2'], 70.8[C4'],
61.8[C5').

Thermospray-MS:
w/z~ 372 (MH*), 256 (MH' of N1-(2’-hydroxyethylthioethyl)-guanine)




UV spectra:

pH 1 : 261 nm (max)
pH 7 : 257.5 nm (max)
pH 13: 257.5 nm (max)

I1.6.5. thesis of et evulinate

A mixture of levulinic acid (58 g, 0.5 mol), anhydrous ethanol (500
ml) and conc. sulfuric acid (1 ml) was refluxed for 5 h. Next, the
reaction mixture was poured into a separating funnel, toluene (200
ml) was added, and the solution was washed with aqueous sodium
bicarbonate (7.5%, w/v) and water, cespectively. The combined organic
layers were evaporated to a small volume and the residue was
distilled in vacuo to give 57 g (80%) of ethyl levulinate (b.p. 58
©C/0.2 mmHg).

Iy-MMR in CDCL3:
1.25+4.13[CH3CHp0], 2.57+2.75[CHyCHy], 2.19[C(0)CH3)
I1.6.6. e-(0- - ine-

acetal) (60)

A solution of guanosine (2.8 g, 1 mmol), ethyl levulinate (2.9 g, 20
mmol ), triethyl orthoformate (2.5 ml, 15 mmol), dry N,N-
dimethylformamide (40 ml), and of 7 M hydrochloric acid in 1,4-
dioxane (5 ml) was stirred at room temperature for 24 h. Next, the
solution was poured into 400 ml of et .er. The ether layer was
decanted and the oily residue was washed twice with 100 ml portions
of ether. The residue was dissolved in dichloromethane, neutralized
with 2% aqueous NaHCO3, and washed with water. The organic layer was
dried with MgSO; and evaporated to a small volume. The oily residue
was recrystallized from acetonitrile to give 2.6 g (63%) of product,
m.p. 261.5- 264 °C [ref.(60): 262-264 °C].

lH.MMR in DMSO-dg:

10.8({bs,1H,NH], 7.92[s,1H,H8), 6.6[bs,2H,NHy], 5.96[d,1H,H1'],
5.31/dd,J=6.5 and 2.3 Hz,1H,H2'], 5.03[dd,J=~6.5 and 3.0 Hz,1H ,H3'],
4.13(td, J=5.3 and 3.0 Hz, 1H,H4'], 3.52(m,2H,H5'], 5.0[OH],
1.32[3H,CCH3], 2.07+2.46[both t,J=7.5 Hz, &4H,CHpCHp],
4.10+1.22(5H,CHyCH3 | .

13c.NMR in DMSO-dg:

153.7[C2}, 150.7[C4), 116.8(C5], 156.8[C6], 135.9[C8], 88.4[C1'],
83.7[C2’ ), 81.2(C3'], 86.9[C4’], 61.6[C5'], 113.7[0C0], 23.6(CH3],
33.5+28.3({CHyCHp}, 172.5(C(0)0]

UV spectrum (methanol):
254 nm wrx; ref.(60): max. at 259 nm (methanol).




11.6.7. Attempted a lation with musta s of ethyl]
1 linate-(0-2',3"'-gu, ine-a

Mustard gas (6.3 pl, 0.05 mmol) was added to four NMR tubes, each
containing 10 mg (J.025 mmol) of the acetal in 0.8 ml of,
respectively, DMSO~d61 DMF-dg, DMSO-dg with a trace of water, and
glacial acetic acid. *H-NMR indicated that no reaction had taken
place after keeping the solutions for 1 week at a temperature of 80
OC. The experiment was discontinued.

11.6.8. i i imi i i _ - ine-
methyl]l (61-64)

Alkaline solutions were adjusted to a pH of 9.8, 11.2 or 11.4 using
50 ml 0.05 M NaHCO3 and sufficient 0.1 M NaOH (about 25 ml) and water
until a total volume of 100 ml and the desired pH had been achieved.
All reactions were carried out in quartz cuvettes (1x1 cm)
thermostatted at 25 ©C. After mixing 2.97 ml of buffer solution and
0.03 ml stock solution (4 mg/ml) of N7-alkyl-guanosine-5‘-phosphate,
UV-scans were made every 15 or 30 minutes. Half-life times at pH 11.2
were calculated from a plot of the log of the difference between the
absorbancy at a given time and the absorbancy of the completely
imidazolium ring opened (i.r.o.) compound at a certain wavelength,
assuming (pseudo)first-order kinetics. All kinetic runs were
performed in duplicate. The selected wavelength was 266 nm, which is
the wavelength with maximal absorbancy of i.r.o. N7-alkylated
compounds. The absorbancy of the completely i.r.o. compound was
estimated when the difference between two measurements was less than
0.0005 absorbance units. The last measured value then was taken as
the absorbancy of the completely ringopened product. A survey of
paximum wavelengths and pertaining molar extinction coefficients at
pH 11.2 of aqueous ringclosed and completely imidazolium ring opened
(i.r.o0.) N7-(2"-hydroxyethylthicethyl )-guanosine-5' -monophosphate-
(N7-HD-GMP) and of the corresponding N7-methyl derivative (N7 -Me-GMP)
is given in Table 1.
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Table 1. Maximum wavelengths and pertaining molar extinction
coefficients at pH 11.2 of aqueous ring-closed and
completely imidazolium ring opened (i.r.o.) N7-(2"-
hydroxyethylthicethyl)-guanosine-5'-phosphate-(N7-HD-GMP)
and of the corresponding N7-methyl derivative (N7-Me-GMP)

Compound Maximum at  Molar extinction coefficient x 10-3

(nm) _ (1.mol- 1. cm-1y
N7-HD-GMP 284 19
252 12.5
N7-Me-GMP 282 19
258 12.5
N7-HD-GMP 266 17
(i.r.o0.)
N7-Me-GMP 266 15
(i.r.o.)
II.7. s " . . s ‘ *
I1.7.1. Synthesis of valine-methylamide (65)
I1.7.1.1. - -V - -

Triethylamine (12.2 g, 0.12 mol) was added to a solution of valine-
methyl ester hydrochloride (20.0 g, 0.12 mol) in chloroform (170 ml),
cooled at 0 ©°GC. Next, benzyl chloroformate (21.3 g, 0.12 mol) was
added dropwise in the course of 30 min at the same temperature, with
gradual addition of sodium bicarbonate (11.8 g, 0.14 mol). After
stirring for an additional hour at 0 ©°C, the reaction mixture was
left at room temperature for 5 h. Next, pyridine (8.5 ml) was added,
followed by water (100 ml) 1 h later. The organic layer was washed
with 1 N aqueous hydrochloric acid (3x60 ml) and subsequently with
water until neutral. After drying on magnesium sulfate, the organic
layer was concentrated. The oily residue crystallized after
trituration with ethanol and n-hexane. This yields 23.0 g (72.5%) of
the desired product, m.p. 54-55.5 ©C.

Elemental analysis (Cj4Hi1gNO4 MW 265.3):

Calc.: C 63.38% Found: 63.43-63,50%
H 7.22% 7.26- 7.30%
N 5.28% 5.23- 5.30%

lH.MR in cDC13:

7.27-7.34[m,5H,aromatic H's], 5.30[bd,J=8.9 Hz,1H,NH],
5.11[s,2H,C00CHy}, 4.30(dd,J= 4.8 and 8.9 Hz,NHCH],
3.72(s,3H,CO0CH;3], 2.15[m,lH,CH(CH3)2], 0.96+0.89[both d,J=6.9
Hz,CH(CH3)9].

* In this report it is assumed that all amino acids have the natural
L-configuration, unless mentioned otherwise.
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13c.NMR in CDCl3:

172.5[C00], 156.3({CONH], 136.4+128.6+128.2+128.1 aromatic C's].
67.1[COOCH,], 59.1[CHNH}, 52.1[COOCH3], 31.4[CH(CH3)2].
19.0+17.6[CH(CH3)2].

I1.7.1.2. - -valine-met

A 40% aqueous solution of methylamine (15 ml) was added to a solution
of N-benzyloxycarbonyl-valine-methyl ester (3.0 g, 11.3 mmol) in
acetone (5 ml), which resulted in an exothermic reaction. After one
day at room temperature, the precipitated reaction product was
filtered, washed with water and dried. Yield 2.28 g (76%), m.p. 76-77
oC.

14-NMR in DMSO-dg:

7.85(d,1H,NHCH3], 7.42/7.30[m,5H,aromatic), 7.23[d,1H,NHC(0)],
5.06(s,2H,CHy], 3.8(t,1H,CH], 2.61[d,3H,NHCH3], 1.96[m,1H,CHCH3],
0.86{d,d, 6H,CH3CH].

11.7.1.3. VYaline-methylamide hydrochloride

Nitrogen gas was bubbled for 5 min through a solution of N-
benzyloxycarbonyl-valine-methylamide (1.6 g, 6.1 mmol) in methanol
(30 ml). Next, palladium on charcoal (10%;160 mg) and two drops of
concentrated aqueous hydrochloric acid were added to the solution.
Hydrogen gas was led over the vigorously stirred solution for 4 h.
After filtration and evaporation of solvent, the sticky rasidue was
dissolved in chloroform (3 ml). The solution was extracted with 1 N
aqueous hydrochloric acid (6 mi), 0.5 N aqueous hydrochloric acid (3
ml), and with water (2 ml). The aqueous layers were combined and
neutralized (pH 7). Next, the aqueous solution was extracted 3
times with chloroform, with addition of concentrated aqueous sodium
hydroxide (1 ml) after each extraction. Finally, the combined organic
layers were extracted with concentrated aqueous hydrochloric acid.
The two layers were separated after addition of water (1 ml). The
aqueous layer was concentrated, which left 350 mg (44X) of white,
very hygroscopic product, m.p. 159 °C.

lH-NMR in DMSO-dg:
8.62(bq,1H,NHCH3], 8.30(bs,3H,NH3+], 3.57[m,1H,CHC(0)],
2.67(d,3H,NHCH3], 2.09[m,1H,CHCH3], 0.95[d,6H,CH3CH].

L3c_NMR in DMSO-dg:
168.2(C(0)], 57.5[CHC(0)], 29.6[CHCH3], 25.4[CH3NH],
18.3/18.2[CHCH3 ] .

Thermospray MS:
w/z- 131(MH")
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11.7.2. i N- tyl-as tic id-1-met ide
I1.7.2.1. N-acetyl-4-aspartic acid-4-benzyl ester (66)

Aspartic acid-4-benzyl ester (6.0 g, 26.9 mmol) was suspended in 30
ml of glacial acetic acid containing 4.2 ml of acetic anhydride. On
heating, the suspension dissolved. The solution was refluxed for 5
min (o0il bath at 140 ©C). Part of the product crystallized on cooling
to room temperature. Further crystallization occurred after addition
of 30 ml of dry ether and 30 ml of n-hexane. After standing overnight
at 5 °C in a refrigerator the crystals were collected on a glass
filter with suction, washed with 10 ml of ether/n-hexane (1/1, v/v)
and dried in a vacuum desiccator over soda lime and charcoal. Yield
6.30 g (88%), m.p. 258 °C.

Elemental analysis (Cj3H(s5NO5, MW 265.3):

Calc.: C 58.86% Found: C 58.5 + 0.3 %
H 5.70% H 3.6%9 + 0.02
N 5.28% N 5.28 + 0.06%

IH-NMR in DMSO-dg:

12.8[b,1H,COOH], 8.26[d,J=8.1 Hz,lH,CONH], 7.32-7.43{m,5H, aromatic],
5.13[s,2H,C00CHy ], 4.64{dt,J=6.0 Hz and 7.6 Hz,1H,NHCH], 2.86 and
2.74[both dd,2H,CHy], 1.86(s,COCH3]

13c-NMR in DMSO-dg:

172.3 [COOH], 170.1[COOCH»], 169.3[CONH], 136.1, 128.5, 128.1 and
127.9 [aromatic C’'s), 65.8[COOCH2), 48.6[NHCH], 36.1(CHpCO0],
22.4[COCH3 ]

11.7.2.2. N- - i -4 -1-
(67)

To a stirred solution of 5.0 g (18.8 mmol) ~ N-acetyl-aspartic acid-
4-benzyl ester and 2.64 ml (18.9 mmol) of ethylamine in 150 ml of
1,4-dioxane was added 1.87 mlL (19.0 mmol) of ethyl chloroformate in
the course of 0.5 min, Stirring was continued for 15 min at 11 °C.
Methylamine (1.8 ml of 40X aqueous solution, 19.6 mmol) was added and
stirring was continued for 30 min at 11-15 °C and for 60 min at room
temperature. The precipitate of triethylammonium chloride was removed
by filtration. The solvent was removed in vacuo and the crystalline
residue stirred with 80 ml of water during 2 h. The crystals were
collected on a glass filter, washed with 10 ml of water and dried in
a vacuum desiccator over phosphorus pentoxide. Yield 3.36 g, m.p.
140-141 °C. Another 1.51 g (m.p. 140-141 ©C) was obtained after
concentration of the filtrate in a rotation evaporator and treatment
of the residue with 20 ml of water in the same way as above. Total
yield: 4.87 g (93%), m.p. 140-141 °C.

Elemental analysis (C14HigN204, MW 278.3):

Calc.: C 60.42X% Found: C 60.24 + 0.05%
H 6.52% H 6.51 + 0.03%
N 10.07% N 10.01 + C.02%
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LH-NMR in DMSO-dg:

8.17{d,J=8.3 Hz,1H, CONHCH], 7.83[bq,1H,J=4.6 Hz,CONHCH3}, 7.31-7.44
(m,5H,aromatic}, 5.11{s,2H,COOCHy],4.65[dt,J=6.2 and 8.0 Hz,1H,NKCH],
2.82 and 2.61[both dd,AH,Cﬂz], 2.59[d,J=4.8 Hz,3H,NHCH3],
1.85[s,3H,COCH3 ]

13c.NMR in DMSO-dg:

170.7[CHCONH], 170.3[C(0)0], 169.3[CH3CONH], 136.2,128.4,128.0 and
127 .8(aromatic C's], 65.6[COOCHy], 49.4(NHCH], 36.5[CHpCO0],
25.8(NHCH3], 22.6[COCH3]

11.7.2.3. - - i id-1- e (68)

To a solution of 3.5 g (12.6 mmol) of N-acetyl-aspartic acid-4-benzyl
ester-l-methylamide in methanol (150 ml) 1 g of pall.dium on charcoal
(10%) was added. During 20 min, nitrogen was passed over the
vigorously stirred mixture, followed by a stream of hydrogen during 6
h and again nitrogen during 20 win. The mixture was filtered through
a glass filter and the filtrate concentrated in vacuo leaving a
crystalline residue. Thermospray-LC-MS analysis showed the presence
of an impurity identified as the &4-methyl ester of the product (m/z =
203, MHY). The crystals were recrystallized from methanol/ether (1/5,
v/v). According to LC-MS analysis the final product was free from
methyl ester. Yield 2.28 g (96%), m.p. 172-173 °cC.

Elemental analysis (C7HypN9O,, MW 188.2):

Calc.: C 44.68% Found: C 44.72 + 0.06%
H 6.43% H 6.4 +0.12%
N 14.89% N 14.86 + 0.08%

1H-NMR in DMSO-dg:

12.2(bs,1H,COOH], 8.08{d,J=8.1 Hz,1H,CONHCH], 7.74[bq,J=4.6

Hz,1H,CONHCH3], 4.53 (dt,J=6.1 and 7.9 Hz,1H,NHCy], 2.66 and
2.46[both dd,4H,CH2], 2.59(d,J=4.6 Hz, NHCH3], 1.86(s,COCHs]

Thermospray LC-MS:
m/z= 189[MH*], 171(MH* - H,0].

11.7.3. Synthesis of N-agcetyl-glutamic gcid-1-methylamide
I1.7.3.1. N-acetyl-glutamic acid-5-benzyl ester (66)

Glutamic acid-5-benzyl ester (5.0 g, 21.1 mmol) was suspended in
glacial acetic acid (25 ml) containing acetic anhydride (3.5 ml). On
heating, the suspension dissolved. The solution was refluxed for 5
ain (oil bath 140 °C). The product crystallized after addition of
ether (30 ml) and cyclohexane (37 ml). After standing overnight at 5
9C in a refrigerator, the crystals were collected by filtration,
washed with 10 ml of ether/n-hexane (1/1, v/v) and dried in a vacuum
desigcatot over soda lime and charcoal. Yield 4.75 g (81%), m.p. 121-
122 °c.
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Elemental analysis (Cy4Hj7NOs, MW 279.3):

Calc.: C 60.21%2 Found: C 60.0 + 0.3 %
H 6.14% H 6.10 t 0.06%
N 5.02% N 5.07 + 0.08%

lH-NMR in DMSO-dg:

12.6[bs,1H,COOH], 8.13[d,J=7.9 Hz,1H,CONH], 7.31-7.45[m,SH aromatic],
5.11 (s, 2H,CO0CH), 4.25[dt,J=5.1 and 8.4 Hz,1H,NHCH],
2.45(m,2H,CHyC00], 2.04 and 1.86 (both m,4H,CHCHp), 1.87(s,3H,CH3].

13c.NMR in DMSO-dg:

173.3[COOH], 172.1[COOCHp], 169.5[CONH], 136.2,128.5,128.1 and 128.0
(aromatic C's], 65.6[COOCHy], 51.1[NHCH], 30.1[CH,CO0], 26.4[CHCHj],
22.4[CH3].

11.7.3.2. N-Acetyl-glutamic acid-5-benzyl ester-l-methylamide
(67)

Ethyl chloroformate (1.60 ml, 16.2 mmol) was added in the course of
ca. 0.5 min to a stirred solution of N-acetyl-glutamic acid-5-benzyl
ester (4.5 g, 16.1 mmol) and triethylamine (2.26 ml, 16.2 mmol) in
1,4-dioxane (150 ml), cooled at 10 °C with dry ice. Stirring was
continued for 15 min during which the temperature was kept beneath 11
OC. After addition of 40% aqueous methylamine (1.56 ml, 16.8 mmol),
stirring was continued for 30 min at 10-15 °C and 60 min at room
temperature. The precipitate of triethylammonium chloride was removed
by filtration. The solvent was removed in vacuo and the crystalline
residue stirred with water (50 ml) during 1 h. The crystals were
collected on a glass filter, washed with water (10 ml) and dried in a
vacuum desiccator over phosphorus pentoxide. Yield 3.89 g (83%), m.p.
146-148 °C.

Elemental analysis (CysHpON9O4, MW 292.3):

Calc.: C 61.63X Found: C 61.86 t 0.09%
H 6.90X H 6.91 + 0.092
N 9.58% N 9.64 + 0.05%

14-MMR in DMSO-dg:

7.99(d,J=8.1 Hz,1H,CONHCH], 7.83[bq,J=4.6 Hz,1H,CONHCH3], 7.31-
7.43[m,5H, aromatic], 5.10[s,2H,COOCH;], 4.24[dt,J=5.6 and 8.3
Hz,1H,NHCH], 2.60[d,J=4.6 Hz,3H,NHCH3],2.38[t,J=7.9 Hz,2H,CHyG00],
1.96 and 1.79(both m, 2H,CHCHp], 1.87(s,3H,COCH3].

13c.NMR in DMSO-dg:

172.2[C(0)0), 171.5[CHCONH], 169.4[CH3CONH], 136.3, 128.5, 128.1 and
128.0 (aromatic C’s], 65.5[COOCHy], 51.8{NHCH], 30.2[CH,C00},
7.3(CHyCH], 25.5[NHCH3], 22.5[COCH3].

11.7.3.3. N:Acetyl-glutamic acid-1-methylamide (68)

Palladium on charcoal (10X, 500 mg) was added to a solution of N-
acetyl-glutamic acid-5-benzyl ester-l-methylamide (2.34 g, 8.00 mmol)
in 1,4-dioxane (100 ml). Nitrogen was passed for 20 min over the
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vigorously stirred mixture, followed by a stream of hydrogen during 6
h and again nitrogen during 20 min. The mixture was filtered through
a glass filter and the filtrate concentrated in vacuo. The
crystalline residue was recrystallized from ethanol (10 ml) and ether
(60 ml). Yield 1.47 g (91%) of hygroscopic crystals, m.p. 117-119 °C
(with decomposition).

Elemental analysis (CgHy,NpOy4,MW 202.2):

Calc.: C 47.52% Found: C 47.08 * 0.03%
H 6.982 H 7.12 £ 0.08%
N 13.85% N 13.16 £ 0.13%

lH-NMR in DMSO-dg:

12.1[s,1H,COO0H], 7.96(d,J=8.1 Hz,1H,CONHCH], 7.80[q,J=4.4
Hz,1H,CONHCH3], 4.20(dt,J=5.4 and 8.3 Hz,1H,NHCH], 2.59(d,J=4.4
Hz,3H,NHCH3], 2.22[m,2H,CH2C00), 1.90 and 1.72[both m,2H,CHCH7],
1.87[s,3H,COCH3]

13c.NM® in DMSO-dg:
173.9[COOH], 171.7[CHCONH], 169.4[CH3CONH], 51.9[NHCH], 30.3(CH,C00],
27.4[CHGHy], 25.6[NHCH3), 22.6[COCH3)

I1.7.3.4.

methyvlamide

Dicyclohexylamine (0.5 ml, 2.6 mmol) was added to a solution of N-
acetyl-glutamic acid-l-methylamide (0.5 g, 2.5 mmol) in ethanol (10
ml). Crystallization occurred after adding ether (40 ml) to the
stirred solution. The crystals were collected on a glass filter,
washed with ethanol/ether (1/4, v/v) and dried in a vacuum desiccator
over charcoal. Yield 910 mg (96%), m.p. 172-173 °C (with
decomposition).

Elemental analysis (CppH37N304, MW 383.5):
Calc.: C 62.63% Yound: C 61.56 + 0.05%

H 9.73% H 9.7 +0.2%
N 10.96% N10.9 + 0.2 %
11.7.4. -q- - -
1I1.7.4.1. N-a-acetyl-histidipne-ethyl ester hydrochloride (69)

Acetyl chloride (4.4 g, 56 mmol) was added dropwise to a solution of
N-a-acetyl-histidine monohydrate (3.57 g, 17.4 mmol) in dry ethanol,
cooled with an ice bath. After setting the solution aside overnight,
it was heated at 60 °C for 2 h. Next, the solvent was evaporated in
vacuo and the solid residue was redissolved in ethanol at 60 °C.
After cooling to 40 °C, ether (30 ml) was added dropwise. The
solution was decanted after standing overnight in the refrigerator.
After repeating this treatment twice, the solid residue was dried in
vacuo, to give 4.1 g (94%) of the desired product, which was
considered to be sufficiently pure for use in the next reaction step.
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Elemental analysis (CjgHygClN303, MW 261.7):

Calc.: C 45.89%Z Found 43.00 + 0.08%
H 6.16% 6.24 + 0.02%
N 16.06% 15.51 * 0.05%
Cl 13.55% 13.83 % 0.06%

14-NMR in DMSO-dg:

1.85[s,3H,CH3CO], 1.15[t,J=7.1Hz,3H,CH3C], 3.07(dd,J=9.3 and 15.1
Hz,1H,CHH], 3.15[dd,J=5.6 and 15.1 Hz,1H,CHH], 4.09(s,2H,0CH)C],
4.55[ddd,J=5.6,7.5 and 9.1 Hz,1H, CHCHp], 7.45(d,J=1.2 Hz, 1H,C~CH],
9.06[d,J=1.4 Hz,1H,N=CH], B.60[d,J=7.5 Hz 1H.NHC=0), 14.7(broad,2x
NH) .

I1.7.4.2. N-q-acetyl-histidine-methylamide {70)

N-a-acetyl-histidine-ethyl ester hydrochloride (3.04 g, 11.6 mmol)
was dissolved in 40% aqueous methylamine (15 ml). After 2 h a thick
precipitate had formed. Anhydrous ethanol (5 ml) was added and
solvents were removed after 24 h in a rotafilm evaporator. The
residue was dissolved in ethanol (15 ml), which was evaporated after
24 h. After repeating the latter treatment twice, methanol (10 ml)
was added to the residue, and precipitated salts were filtered.
Acetone was added slowly to the filtrate until the solution became
slightly turbid. Upon cooling to 5 °C, a precipitate had formed which
was filtered, washed with methanol/acetone (1/1, v/v) and with
acetone, The air-dried precipitate was recrystallized twice from
methanol to give 1 5 g (64%) of product, m.p. 255-256 °C [with
decomposition; rer.,u: . ... 260 °C].

Elemenial analysis (CgHy4N,07 MW 210.2):
Calc.: C 51.41% Found: 51.22 + 0.04%

H 6.962% 6.94 + 0.02%
N 26.66% 26.36 + 0.01%
Cl 0.00% <0.01%

1H-NMR in DMSO-dg:

1.83(s,3H,CH3C0], 2.57(s,3H,CH3NH], 2.74[dd,J=8.6 and 14.7
Hz,1H,CHH), 2.91 (dd,J=5.4 and 14.9 Hz,1H,CHH), 4.41[dt,J=5.4 and 8.4
Hz,CHCHp), 6.75(s,1H,C=CH), 7.51[d,J=1.2 Hz,1H,N=CH], 7.77[bq,J=b.6
Hz,1H,NHCH3], 8.00(d,J=8.1 Hz,1H,NHC~O], 11.7[broad,>NH].

13c.NMR in DMSO-dg:
173.0{C-CH-N], 171.5[NH-C-CH3}, 135.7[N=C-N], 54.1[GHCHp],
30.0{CCHyCH], 26.5[[CH3NH}, 23.1[CH3CO]}

Thermospray LC-MS:
m/z=211 (MHY), 193 (MH*-H20).

UV gpectrum (methanol):
Maximum at 213 nm.
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I1.7.5. is of N-acetyl-methionine-
I1.7.5.1. -acetyl -methionjine-et te

N-acetyl-methionine (2.0 g, 10 mmol) was added to a solution of
acetyl chloride (4 ml) in dry ethanol (40 ml), cooled at & OC. Next,
the solution was stirred for 24 h at room temperature and
concentrated in vacuo after an additional period of stirring at 50
°C. According to lH-NMR, the sticky residue (2.2 g, 96% yield)
contained ethanol as the only significant impurity. Therefore, it was
used without further purification for conversion into the
methylamide.

li-NMR in DMSO-dg:

4.70[bs,1H,CH], 4.22{q,J=7.1 Hz,2H,CHyCH3], 2.60[m,2H,CH;S],
2.40[s,3H,SCH3], 2.19[m,2H,CHyCS], 2.11(s,3H,CH3C(0)], 1.30[t,J=7.1
Hz,3H,0CCH3].

I1.7.5.2. - - ionine-

Aqueous methylamine (40%) was dropped on sodium hydroxide pellets.
The evolving gaseous methylamine was dried over similar pellets in a
C¢rying tower and was led through a solution of N-acetyl-methionine-
ethyl ester (2.2 g, 10 mmol) in dry ethanol (15 ml) for 30 min at
room temperature. After an additional 60 h reaction time at room
temperature. the solvent was removed in vacud in a rotavapor. The
solid residue was treated with dichloromethane, and the remaining
solids were removed by filtration. Evaporation of solvent from the
clear filtratc left 1.9.L g eof crude product, which was recrystallized
twice by dissolution in ethanol, addition of n-pentane until slight
turbidity, and cooling overnight at -18 ©°C. Yield 0.8 g (39%), m.p.
179-180 °cC.

Elemental analysis (CgHjgN209S, MW 204.2):
Calc.: C 47.0X Found: 4¢.04 + 0.12%

H 7.9% 7.84 £ 0.07%

N 13.7% 13.57 + 0.04%

IH-NMR in DMSO-dg:

8.01(d,J=7.9 Hz,1H,NHCH], 7.82[bq,1H,NHCH3], 4.27[dt,J= 5.1 and 8.4
Hz,1H,HNCHC(0)], 2.59(d,J=4.6 Hz,3H,HCH3], 2.44[m,2H,CHpS],
2.05[s,3H,CH3), 1.87[s,3H,CH3C(0)], 1.76 and 1.90[m,2H,CHyC].

13c-NMR in DMSO-dg:
171.7[HCG(O)NH], 169.4[CH3C(O)NH]}, 51.9[NHCHC(0)), 31.8[CHoCHpS],
29.8[CH2S]), 25.6[NHCH3], 22.6[CH3C(0)},14.6(SCH3].

Thermospray MS:
w/z = 205(MHY), 409 (2MHY).

UV spectrum (H20):
Maximum at 206 nm.




- 65 -

11.8. Reaction of mustard gas with N-acetyl-amino acid-
methylamides in aqueous solution at pH 7.5

A calculated amount of neat mustard gas was added from a syringe to a
well-stirred, aqueous solution of N-acetyl-amino acid-methylamide
(20-50 ml, 0.2-7.7 mM) at room temperature in the titrating vessel of
a pH-Stat apparatus, yielding a desired molar ratio of the two
reaction components. The pH was kept at ca. 7.5 by means of automated
addition of 0.1 N aqueous sodium hydroxide. When the reaction had
subsided after 4-24 h, the aqueous solution was concentrated in vacuo
in a rotafilm evaporator. Addition of dry ethanocl dissolved the
organic reaction products while sodium chloride precipitated. After
filtration the filtrate was analyzed with thermospray LC-MS.

II.9. Synthesis of adducts of mustard gas and N-acetyl-amino

I1.9.1. (2~ i -valine-
171.9.1.1. -{(2'- - ine-

N-(2'-Hydroxyethylthioethyl)-valine (30 mg; 0.14 mmol; purity ca.
80%; see 11.10.2.5 and ref. 71) was treated with diazomethane in
ether (3 ml; 0.3 mM) at room temperature. After 1 h the reacticn was
scopped with formic acid/ether (50/1), and solvents were evaporated.
1g-NMr analysis of the residue indicated a ca. 60% conversion to the
desired methyl ester. The product was used for the subsequent
amidation reaction without further purification.

14-NMR in CD30D:
3.80[s,3H,0CH3], 3.70[2H,CHy0H], 3.56{1H,CHNH], 2.69(2H,SCHyCH)OH],
2.7-3.0[4H,NCHyCHpS], 2.16[1H,CHCH3)2], 0.98+1.06(dd,6H,CH(CH3)2].

11.9.1.2. N-(2'- -valine-

N-(2’-Hydroxyethylthioethyl)-valine-methyl ester (150 mg; purity ca.
60%) was reacted with 40% aqueous methylamine (15 ml) for 4 days at
room temperature. After evaporation of solvent, the residue was
dissolved in methylene chloride (10 ml) and filtered in order to
remove hydrolyzed starting material. After evaporation of the
solvent, the residue was chromatographed on a reversed phase Lobar
column filled with Lichrosorb RP-18, with methanol/water (1l/1,v/v) as
eluent. This gave 10 mg (11X) of the desired product.

1H-NMR in CD30D:

3.67{t,2H,CH,0H], 2.83[d,1H,CHC(0)], 2.76[s,3H,NHCH3], 2.67[m,4H,
NCHCH2S1, 2.65(m,2H,CHyCHoOH], 1.93([m,1H,CHCH3],
0.95{,0.94{d,d.CHCH3).

13c.NMR in CD40D:
177.2[C(0)], 69.5(CHC(0)], 62.6[CHOH], 48.7[NHCHp], 35.1[SCHyCHOH],
33.1[NCHCH;S], 32.7{CHCH3], 25.9[NHCH3], 18.9/19.6[CHCH3].
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Thermospray MS:
m/z= 235 (MH*), 251(MH' of sulfoxide; trace).

11.9.2. N-acetyl -agpartic acid-4-(2'-hydroxyethylthiocethyl)
ester-l-methylamide and ring closure to l-methyl-3-
acetamido-succinimide (72,73)

11.9.2.1. i N- - i id-1-
Xing closure

Mustard gas (80 ul, 640 mmcl) was added to a stirred solution of N-
acetyl -aspartic acid-l-methylamide (105 mg, 0.56 mmol) in water (20
ml). The pH of the well-stirred mixture was kept at 7.5 with 0.1 N
NaOH by means of a pH-Stat. After 4 h the intake of NaOH had stopped.
The solution was concentrated in vacuo by means of a rotation
evaporator, and the residual oil was further dried in a vacuum
desiccator over phosphorus pentoxide. After treatment with dry
ethanol the insoluble crystals of NaCl were removed by filtration.
The filtrate was analyzed by means of LC-MS.

Thermospray-LC-MS:

m/z= 189 (MHY of starting material), 171 and 189 (MH* and MNH,* of 1-
methyl-3-acetamido-succinimide), 123 and 140 (MHY and HNH4+ of
thiodiglycol), 293 [MH' of N-acetyl-aspartic acid-4-(2'.
hydroxyethylthioethyl) ester-1-methylamide; minor peak]).

In another experiment N-acetyl-aspartic acid-l-methylamide (38 mg,
0.20 mmol) was reacted with a fourfold excess of mustard gas (120 gl,
960 mmol) under the same conditions. However, when the reaction was
completed the reaction mixture was not treated to remove NaCl but was
analyzed directly. According to HPLC, a larger fraction of the
starting material had been converted, but only a small amount of the
4-(2’-hydroxyethylthioethyl) ester was present in the reaction
mixture relative to a large amount of the cyciization product.

11.9.2.2. - -3- -

Acetyl chloride (0.60 ml, 8.4 mmol) was added to a solution of N-
acetyl -aspartic acid-1-methylamide (400 mg, 2.1 mmol) in methanol (10
ml), cooled in an ice bath. Reversed phase HPLC analysis showed that
the starting material had been completely converted into the
corresponding methyl ester after 24 h at room temperature. The
reaction mixture was concentrated in vacuo and this procedure was
repeated twice after addition of methanol (5 ml) and 1,4-dioxane (10
ml), respectively, in order to remove hydrochloric acid. The residue
was redissolved in methanol (10 ml). After addition of triethylamine
(0.2 ml, 1.4 mmol), the reaction mixture was set aside at room
temperature for 24 h. Concentration of the reaction mixture in vacuo
and recrystallization of the residue from ethanol/ether (1/2.5, v/v)
gave 230 mg (64%) of the desired product, m.p. 174-176 °GC.
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Elemental analysis (C7H1N903, MW 170.2):

Calc.: C 49.41% Found: 49.3 + 0.0%
H 5.92% 5.9 + 0.1%
N 16.46% 16.35 + 0.05%

l4-NMR in DMSO-dg-

8.51{bd,J=7.3 Hz, lH,NH], 4.42[ddd,J=9.1,7.8,and 5.2 Hz,1H,CH],
2.94[dd,J=17.6 and 9.2 Hz, 1H,ring H-C-H], 2.86[s,3H,NCH3],
2.52{dd,J=17.5 and 5.2 Hz,ring H-C-H], 1.86[s,3H,C(0)CH3].

13c.NMR in DMSO-dg:
176.5 and 175.3[both ring C=0], 169.7[CH3C(0)]. 48.5[(CH]. 35.1[CH2],
24.4[NCH3), 22.2{CH3CO}.

Thermospray-LC-MS:
m/z= 171 (MH*), 188 (MNH,*).

11.9.3.

methylamide ester (74)
Dicyclohexylcarbodiimide (0.48 g, 2.3 mmol) was added to a stirred
solution of N-acetyl-glutamic acid-1-methylamide (0.47 g, 2.3 mmol),
thiodiglycol (0.43 g, 3.5 mmol) and of 4-dimethylaminopyridine (30
mg, 0.25 mmol) in N,N-dimethyl-formamide (45 ml), ccoled to 0 °C in
an ice bath. Stirring was continued for 1 h at 0 °C and for 3 h at
room temperature. After standing overnight at room temperature the
reaction mixture was concentrated in vacuo usiug a rotation
evaporator. The residual semi-crystalline mass was treated with ethyl
acetate (40 ml). The crystalline - ..cipitate (dicyclohexylurea, 0.57
g) was removed by filtration and the solution concentrated in vacuo.
The residual o0il was stirred with ether (40 ml) for 4 h. This
procedure was repeated three times in order to remove thiodiglycol.
Finally, the solid residue was re-extracted with ethyl a.ectate (5
ml). Evaporation of the extract left a sticky residue. Analysis
siiowed ldat It was the desired product, slightly contaminated with
the corresponding di-ester of thiodiglycol with N-acetyl-glutamic
acid-1-methyl -amide.

lH-NMR in DMSO-dg: 8.00[d,J=8.2 Hz,1H,NHCH], 7.83[bq,J=4.6
Hz,1H,NHCH3], 4.79(bt,J=4.8 Hz,1H,CHO0H], 4.22[dt,J=5.6 and 8.2
Hz,1,NHCH], 4.16(t,J=~6.7 Hz,2H,CO0OCHp], 3.56[dt,J=4.8 and 6.6
Hz,2H,CHpOH], 2.76[t,J=6 7 Hz,2H,CHpS], 2.62[t,J=6.6 Hz,2,CHpS],
2.59(d,J=4.6 Hz,3H,CH3NH], 2.31{t,J=7.8 Hz,2H,CHpCO0], 1.75 and
1.93[both m,2H,CHyCH,COO] .

13c.NMR in DMSO-dg:

172.2[C00], 171.5[CONHCH3], 169.4[CH3CONH], 63.3[COOCH;],
61.0[CHyOH], S51.7[CHNH}, 34.2[CHpS], 30.1[CHpCO0]. 30.0[CHS],
27.3[CHyCH)CO0], 25.6[CH3NH], 22.5(CH3CO].

Thermospray MS:
m/z= 307 (MH'), 185 (MH*-thiodiglycol), 491 (thiodiglycol di-ester of
N-acetyl-glutamic acid-1-methylamide; trace).
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I1.9.4

methylamide (75)

N-a-Acetyl-histidine-methylamide (4.3 g, 20 mmol; see II.4.5) was
suspended in dry methanol (1- ml), together with 2-
trimethylsilyloxyethyl 2‘-chloroethyl sulfide (0.9 ml, ca. 4 mmol)
and anhydrous sodium carbonate (1.0 g, 9 mmol). The mixture was
refluxed for ca. 7 days with stirring, after which it was cooled and
stored in a refrigerator overnight. The precipitate was removed by
filtration and washed with methanol. The precipitate was discarded.
The combined filtrates were evaporated to dryness at reduced
pressure. The residue was extracted with dichloromethane. This left a
second batch of mostly unreacted starting material as a solid on the
filter, while the filtrate contained (thermospray-LC-MS) starting
material, two mono-adducts of mustard gas and several late eluting
products. One of the late eluting products was identified as a di-
adduct containing two mustard gas moieties per histidine moiety.
Appacently, the adducts had lost their protective trimethylsilyloxy
moieties during the reaction and work-up procedures. The
dichloromethane extract was concentrated in vacuo, the residue was
separated into two mono-adduct fractions and three late eluting
products by means of reversed phase chromatography on a ".obar RP 18
column using system A as an eluent at a flow of 4 ml/min (detection
at 235 nm). The first eluting adduct was further purified by straight
phase chrom.cogruphy on a Lobar Lichroprep Si-60 silicagel column,
using methanol as an eluent. The yield of 95% pure (HPLC, 220 nm;
system A) solid material was 34 mg. A clearly defined melting point
could not be determined. The product showed sintering and
discoloration on heating, starting at 128.5 °C, until finally at ca.
250 °C complete decomposition and charring took place.

lH-NMR in DMSO-dg:

8.53(d,J= 8.3 Hz,1H,NHCH], 8.27(bq,J=4.6 Hz,1H,NHCH3],
7.57{s,1H,C2H), 6.63[s,1H,C4H], 4.45[dt,J=5.6 Hz and 8.3 Hz,1H,NHCH],
4.09{m,2H,NCHy}, 3.55 (t,J=6.5 Hz,2H,CHyOH}, 2.96(dd,J=5.7 and 15.2
Hz,1H,HCH-CH|, 2.84(t,J=7.2 Hz, 2H,CHpS], 2.79(dd,J=8.9 and 15.5
Hz,1H,HCH-CH}, + 2.58(m,2H,CHpS], 2.58 [d,J=4.6 Hz,3H,NHCH3],
1.83(s,3H,COCH3].

13c.MMR in DMSO-dg:

171.4[CONHCH], 169.3[COCH3), 137.4{C2], 127.4[(C5], 126.5{C4],
61.0{CHOH], 52.2(CHNH], 44.0[CHyN], 34.0[CHS], 32.2{CHpS],
26.5[CHCH], 25.6[NHCH3], 22.5[COCH3].

Thermospray MS:
m/z = 315 (MHY).

EI-MS:
m/z = 314 (M*).




[1.9.5. N-a-acetyl -113-(2’-hydroxyethylthiocethyl)-histidine-
methylamide 5

11.9.5.1. Alkylation with 2-trimethylsilyloxyethyl 2’-
chloroethyl sulfide

The pooled and concentrated second eluting mono-adduct fractions,
obtained by reversed phase Lobar chromatography as described in
11.9.4, were further purified by repeated semi-preparative
separations with reversed phase HPLC (system A). After lyophilization
of the pooled eluates, an oily residue resulted, which solidified
after trituration with dry dichloromethane. The yield of solid
material was 30 mg, m.p. 134.5- 136 ©C. According to reversed phase
HPLC (system A) the product contained 2-3% late eluting impurity.

1H-NMR in DMSO-dg:

8.04(d,J=4.0 Hz,1H,NH-CH], 7.78[bq,J=~ + 4.5 Hz,1H,NHCH3],
7.54[(s.1H,C2H), 6.89(s,1H,C4H], 4.39(dt,J= £ 5 and t 8Hz,1H,CHNH],
4.08[t,J=6.8 Hz,2H,NCHp], 3.54(t,J=6.6 Hz,2H,CHyOH], 2.85(t,J=6.8
Hz,2H,CHpS], 2.69 and 2.83[both m,2H,CHyCH], 2.56[d,J=4.4
Hz,3H,CH3NH], 2.56(t,J=6.6 Hz,2H,CHyS], 1.84[s,3H,CH3CO].

13c.NMR in DMSO-dg:

171.8[CONHCH3), 169.1[COCH3], 137.8[C5], 136.7[G2], 116.3[C4H],
61.0{CHp0H], 52.9 (CH), 46.2[NCHp], 33.9(SCHy], 32.5[SCHp],
30.9(GHyCH], 25.6[NHCH3], 22.7(COCH3].

Thermospray MS:
m/z = 315 (MHY).

11.9.5.2. i ith 2- t ‘- t d
(75)

A mixture of N-a-acetyl-histidine-methylamide (0.46 g, 2.1 mmol), 2-
acetoxy-ethyl 2’-chloroethyl sulfide (0.5 ml, ca. 2.4 mmol; see
I1.4.2), and anhydrous NajCO3 (1 g, > : mmol) in anhydrous methanol
(10 ml) was refluxed for 12 h. Ca. 50% of the starting material had
reacted, while ca. 25% of (2’-hydroxy-ethylthioethyl)-adducts were
present according to LC-MS analysis. The adducts apparently lost the
protective acetate group of the alkylating agent during the reaction.
No further conversion was achieved by continued refluxing. The bulk
of the starting material was removed by repeated extraction of the
evaporated residue with dichloromethane. By chromatography on a Lobar
Lichroprep Si-60 silicagel column with methanol as eluent, the crude
product was separated into three fractions, which were examined with
HPLC. The second fraction appeared to be 90% pure N3-adduct: it co-
eluted with material or the synthesis as described in 11.9.5.
Recrystallization from methanol/ether (17100, v/v; 50 ml) gave 50 mg
of 95% pure product (HPLC, 220 nm), m.p. 135-136 °C. The impurities
were starting material and an unknown earlier eluting compound. No
other adduct was detectable. Analyses of the product were as
described in I1.9.5. The third fraction eluting from the Lobar columm




contained the Nl-adduct, together with large quantities of earlier
eluting starting material.

11.10.

11.10.1.

I1.10.1.1. Val-leu-ser-pro-ala-asp-iys

The N-terminal heptapeptide of the a-chain of hemoglobin was
synthesized as described by Van Denderen et al. (76) using a
Biosearch Sam II automatic peptide synthesizer according to the solid
phase synthesis method essentially as described by Merrifield (77)
with t-butyloxycarbonyl-protected amino acids. Deprotection was
performed with trifluoromethanesulfonic acid/thioanisole/m-cresol in
trifluorocacetic acid. The peptide was purified using liquid
chromatography on G-15 Sephadex (Pharmacia) in 5% acetic acid.
Fractions were analyzed on a Beckman Ultrasphere 5 mm Reverse-Phase
C18 column using a gradient of acetonitrile with 0.1% trifluoroacetic
acid. Fractions containing the peptide of a high purity were pooled
and lyophilized twice. In order to confirm the peptide composition,
amino acid analyses were performed on the hydrolyzed peptide using
precolumn derivatization of the amino acids according to Janssen et
al. (78,79).

I1.10.1.2. N-(2’-hydroxyethylthicethyl)-val-leu-ser-pro-ala-asp-
lys

See 111.11.2 for a description of the N-alkylation of the
heptapeptide with mustard gas, as well as for isolation and full
characterization of the product.

11.10.2.  N-(2'-Hydroxyethylthioethyl)-val-leu-sex
(attempted)

11.10.2.1. 2-Amincethyl 2‘-hydroxyethyl sulfide (80)

2-Bromoethylamine hydrochloride (30.7 g, 0.15 mol) in ethanol (75 ml)
was added to a mixture of mercaptoethanol (23.5 ml, 0.3 mol), 1 M
sodium hydroxide in methanol (150 ml), and ethanol (150 ml). The
reaction mixture was heated with stirring and ca. 200 ml of solvent
was distilled off. Next, ether (100 ml) was added to the reaction
mixture after cooling. After filtration, concentrated agueous
hydrochloric acid (10 ml) and ether (50 ml) were added. After another
filtration, the filtrate was concentrated and the residue was
distilled at reduced pressure to give 11.9 g (66%) of product, b.p.
125-126 °C/3 mmHg.
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Elemental analysis (C4Hy1NOS, MW 221):

Calc.: C 39.64% Found 39.39 = 0.13%
H 9.15% 9.22 £ 0.20%
N 11.56% 11.40 + 0.342

Li-NMR in DMSO-dg:
3.55[t,2H,CHyOH], 2.70[t,2H,CHoNHp], 2.58(t,2H,CHyCH)OH],
2.55[t,2H,CHyCHpNH, ] .

I3¢-NMR in DMSO-dg: 61.0[CHyOH], 41.8(CHNHp1, 35.7[SCH)CHoNHg],
34 .0{SCHyCHpOH] .

Thermospray MS:
m/z = 122 (MHY)

I1.10.2.2. N-(2°-Hydroxye i - - i ide
(81)

A solution of D,L-a-bromoisovaleric acid (1.5 g, 8.3 mmol) and of 2-
aminoethyl 2’-hydroxyethyl sulfide (3.3 g, 27.2 mmol) in chloroform
(5 ml) was set aside at room temperature for 10 days. Next, a 2.17 M
solution of sodium methoxide in methanol (7.6 ml) was added and the
solvents were evaporated at reduced pressure. The residue was
extracted with acetone. After evaporation of this solvent, the
residue was dissolved in 1 M squeous hydrochloric acid (ca. 5 ml).
The solution was used for separation of the products on a Sepharose §
Fast Flow cation exchange column (14x1.5 cm). The eluent was composed
from solvent A (aqueous hydrochloric acid, pH = 3) and solvent B (0.1
M aqueous sodium chloride). The column was eluted at a rate of 1
ml/min during 60 min with solvent A, for the next 30 min with a
linear gradient increasing to 100X solvent B, and finally for 60 min
with 100X solvent B. The product eluted after 70-80 min. After
lyophilization of the fractions containing the product, most of the
sodium chloride in the residue wns removed by trituration with
ethanol . Evaporation of the solvent left the product as a slightly
brownish-colored powder (200 mg, 11%), m.p. 125-128 °C, containing
ca. 5.8% sodium chloride according to atomic absorption spectrometry.
Addition of NaOD to a solution of the product in Dy0 caused a shift
to higher field of N-neighbouring hydrogen signals in the LH-NMR
spectrum. It follows that the product was isolated as the
hydrochloride salt.

lH.NMR in D0:

3.81{d,1H,CHC(0)], 3.76[t,2H,CHy0H], 3.33[m,2H,NHCH,],
2.93(m,2H,CHyS], 2.77(t,2H,SCHy}, 2.33(m,1H,CH3CH], 1.09 and
2.04{dd,J= 4.2,6.0,and 6.9 Hz,6H,2CH3]

Thermospray MS:
m/z - 222 (MHY)

EI-MS:

m/z = 203 (M-Hy0), 178(M-CqH7), 176(M-COOH), 160(203-C3Hj), 130(M-
CH2SCH)CHoO0H), 105, 102, 84, 36.



11.10.2.3. Optical resolution of D.L-a-bromojisovaleric acid
(82).

A solution of (-)-a-phenylethylamine (6.6 g, 0.056 mol) in ether (15
ml) was added to a solution of (i)-a-bromoisovaleric acid (19.5 g,
0.11 mol) in ether (35 ml). The reaction mixture was set aside for 3
days at 5 9C. Next, the precipitated salt was isolated by filtration,
washed with ether and dried. Yield 13.3 g (81.6%), [a]p = -21.9° (c =
0.010, acetone). According to LH-NMR in CDCl3 [CH-Br,d, 3.72 ppm,
(+,-)-isomer; 3.74 ppm, (-,-)-isomer] the product contains 10-15% of
the (-,-)-isomer. Four recrystallizations from acetone gave 8.0 g
(48%) of the (+,-)-salt, [a]lp = -22.7° {c = 0.012, acetone; ref. 82:
[e]lp = -22° , ¢ = 1, acetone}, m.p. 130-131 °C, optical purity 992
(1H-NMR) . The product was dissolved in 50% aqueous hydrobromic acid
(25 ml) and extracted with toluene. The combined organic phases were
dried on anhydrous sodium sulfate. Evaporation in vacuo of the
solvent yielded (+4)-a-bromoisovaleric acid (3.1 g, 65%), [a]p =
+18.9° (¢ = 0.09, CHClj), m.p. 41-42 °C.

11.10.2.4. N-(2-hydroxyethylthiocethyl)-D-valine

A solution of (4)-a-bromoisovaleric acid (1.81 g, 10 mmol) and of 2-
aminoethyl 2'-hydroxyethyl sulfide (4.08 g, 34 mmol) in chloroform (5
ml) was set aside for 12 days at room temperature. Next, aqueous 2 M
hydrochloric acid (12 ml) was added, and subsequently all solvents
were evaporated in vacuo. The solid residue was washed with acetone
and dissolved in water (5 ml). The product was purified on a
Sepharose 5 cation exchange column as described in II.10.2.2, with
replacement of solvent B by aqueous ammonia (pH = 8). The product
eluted after 30-40 min, i.e., before application of the gradient.
Yield 250 mg (11.3%; Zwitter ion), m.p. 234-235 ©C, [a]p = +18.7° (c
- 0.0055, water).

1H-NMR in DMSO-dg:

3.55(t,2H,CHp0H], 3.13[d,1H,CHC(0)], 2.63-2.94[m,4H,2CHy],
2.60[m,2H,SCHy], 2.03(m,1H,CH3CH], 0.94 and 0.96(dd,J= 6.7 and 4.6
Hz,6H,2CH3] .

Thermospray MS:
m/z = 222 (MHY).

11.10.2.5. N-(2'-hydroxyethylthioethyl)-valine (71)

After addition of aqueous 10 N sodium hydroxide (0.4 ml) to a
solution of valine (1 g, 8.6 mmcl) in water (7 ml), the solution was
ileateu to 50-70 °C. Next, a solution of 2-chloroethyl 2‘-hydroxyethyl
sulfide (see 11.4.4) in ether (50 ml) was added to the stirred
solution in the course of 1 h. During the addition, the pH of the
reaction mixture was maintained at 8.5 (phenolphthalein indicator) by
means of addition of 10 N aqueous sodium hydroxide. Nitrogen was
bubbled through the reaction mixture in order to accelerate the
evaporation of diethyl ether. After an additional reaction period of
2 h at 70 °C, the reaction mixture was cooled and subsequently
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extracted with chloroform (3x7 ml). Next, the pH of the solution was
lowered to 2.7 by means of addition of concentrated aqueous
hydrochloric acid, and the solution was washed with ether (2x10 ml).
After evaporation of the aqueous solution to dryness in vacuo, the
solid residue was washed with isopropanol (10 ml) and was
subsequently extracted with the same solvent in a Soxhlet apparatus
for 50 h. Cooling and filtra-tion of the organic solvent gave 0.6 g
(31%) of product, m.p. 225-227 °C, purity 80% (LH-NMR).
Recrystallization of the product did not improve the purity;
chromatography on a Sepharose S column was not attempted.

H-NMR in D,0:

3.75(d,2H,CHy0H], 3.13{d,1H,CHC(0)], 2.63-2.94{m,4H,2CHy],
2.60{m,2H,SCHy], 2.03[m,1H,CH3CH], 0.94 and 0.96[dd,J= 6.7 and 4.6
Hz,6H,2CH3 ]

Thermospray MS:
m/z = 222 (MH'), 118 (valine), 326 (N-di-adduct), and other
impurities.

11.10.2.6. Chiral lH-MMR of N-(2'-hydroxyethylthicethyl)-valine

(83)

Ytterbium-(S)—carboxymethyloxysuccinate (5.6 mg, 15.5 mmol; gift from
Dr. Peters, Technological University, Delft, The Netherlands)
dissolved in Dp0/DCl (0.2 mi, pH 3.2) was added to a solution of N-
(2’ -hydroxyethylthioethyl)-valine (1 mg, 4.5 pmol) in the same
solvent (0.8 ml).

I1.10.2.7. N-benzyloxycarbonyl -leu-ser-ethyl ester

Concentrated aqueous sulfuric acid (0.1 ml) was added to a solution
of N-benzyloxycarbonyl-leu-ser (3.5 g, 10 mmol) in dry ethanol (50
ml). After a reflux period of 30 min, the solvent was evaporated in
vacuo. The residue was dissolved in ether (15 ml) and washed
successively with aqueous 0.05 N sodium hydroxide (2 x 5 ml) and
water (1 x 5 ml). After drying of the solution on anhydrous magnesium
sulfate, evaporation of the solvent left 2.6 g (68%) of product, m.p.
112-113 ©°c.

lH.NMR in cDCl4:

6.85(d,1H,0C(0)NH}, 5.24[d,1H,CHC(0)H], 5.09[m,2H,CHp0],
4.60(m,1H,CHCH O], 4.24(m,2H,0CHyCH3 ), 4.20(m,1H,CHCH)CH]
3.93(d,2H,CHyOH], 1.7[m,1H,CHCH3)3], 1.54/1.68( [m,2H,CHCH,CH]
1.29(t,3H,CHyCH3], 0.94/0.95(dd,6H,2CH3].

Thermospray MS:
m/z = 38L(MH*), 398(MNH,*), 363(MHt - H20).

I1.10.2.8. Leu-ser-ethyl ester hydrochloride (68)

After bubbling nitrogen gas for 5 min through a solution of N-benzyl-
oxycarbonyl-leu-ser-ethyl ester (1.0 &, 2.6 mmol) and of concentrated




aqueous hydrochloric acid (0.25 ml) in dry ethanol (25 ml), 10%
palladium on charcoal (100 mg) was added. Next, the solution was
heated to 50 °C and hydrogen gas was led over the solution for 3 h.
Filtration of the reaction mixture and evapora-tion in vacuo of
solvent gave a solid product, which was recrystallized from ethanol
(10 ml)/ether (65 ml). Yield 350 mg (55%), m.p. 153-154 °C.

Elemental analysis (CpiHp3N»0,Cl, MW 282.8):
Calc.: C 46.71% Found: 45.23 + 0.03%

H  8.20% 8.22 + 0.14%
N 9.90% 9.62 + 0.07%
Cl 12.55% 11.91 + 0.18%

1i-NMR in DMSO-dg:

8.90(d,1H,NHCH], 8.00[bq,3H,NHt], 5.18[t,1H,CH,0H], 4.42[m,1H,NHCH],
4.13{m,2H,Cl,Cl, ], >.28{t,1H,CHCHyCH], 3.69/3.80[m,2H,CHyOH],
1.74[m,1H,CH(CH3) ], 1.64/1.56[m,1H,CHCHyCH], 1.21[t,3H,CHyCH3],
0.93/0.96{dd, 6H,2CH3].

Thermospray MS:
w/z = 267(MHY), 229(MH* - Hy0), 201(MH' - ethanol).

11.10.2.9. Attempted synthesis of N-(2'-hydroxyethylthioethyl)-D-
val-leu-ser (84)

A solution of leu-ser-ethyl ester hydrochloride (10.8 mg, 38 ummol)
and triethylamine (5.37 ul, 38 pmol) in N,N-dimethyl-formamide (1 ml)
was added to a solution of N-(2’-hydroxy-ethylthioethyl)-D-valine
hydrochloride (9.8 mg, 38 umol) in N,N-dimethylformamide (1 ml).
After cooling on ice, dicyclohexyl-carbodiimide (7.88 mg, 38 umol)
was added. The solution was kept for a further 2 h at 0 °C and was
subsequently stirred for 24 h at room temperature. Thermospray MS
analysis of the reaction mixture indicates <5% conversion to the
desired product (m/z = 450,MH*), whereas the major peak at m/z = 428
pertained to MH' of the addition product of N-(2'-
hydroxyethylthicethyl)-D-valine and the diimide. A similar reaction
between N-(2'-hydroxyethyl-thioethyl)-D-valine (5.7 mg, 26 pmol),
leu-ser-ethyl ester hydrochloride (7.3 mg, 26 umol), and 1-(3-di-
methylaminopropyl)-3-ethylcarbodiimide (4.9 mg, 26 umol) in N,N-
dimethyl -formamide (2 ml) led to the observation in the thermospray
mass spectrum of the reaction mixture of MH' - Hy0 (m/z = 359) of the
addition product of N-(2'-hydroxyethylthioethyl)-D-valine and the
diimide, without observation of the desired tripeptide product.

11.10.3. - - - -5-(2'-

11.10.3.1. -
estexr-1-amide (67)

Ethyl chloroformate (0.32 ml, 3.35 mmol) was added to a stirred and
cooled (-15 °C) solution of cbz-gly-gly-gly (1.06 g, 3.28 mmol) and
triethylamine (0.46 ml, 3.3 mmol) in N,N-dimethylformamide (20 ml).
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After 10 min of stirring, during which triethylammonium choride
crystallized, a solution of glutamic acid-5-t-butyl ester-1-amide
(3.36 mmol) in N,N-dimethylformamide (15 ml)* was added. The reaction
mixture was stirred for another 20 min at -15 °C and for 1 h at room
temperature. After filtration through a glass filter the filtrate was
concentrated in a rotation evaporator. The product crystallized by
dissolving the residual oil in 30 ml of ethanol and slowly adding 60
ml of water to the stirred solution. The crystals were collected on a
glass filter, washed with ethanol/water (1/2, v/v) and dried in a
vacuum desiccator containing phosphorus pentoxide. Yield 1.21 g
(73%), m.p. 142-150 9C.

l4-MMR in DMSO-dg:

8.18 and 8.12[both t,J=5.7 Hz,2H,2xNHC=0], 7.9(d,J=8.1
Hz,1H,C(O)NHCH], 7.45(t,J= 5.9 Hz,1H,NHC=0),7.30-7.42(m,5H,
aromatic], 7.27 and 7.07[both bs,2H,C(O)NHp], 5.06[s,2H,CHy0],
4.21{dt,J=5.0 and 8.5 Hz,1H,CHNH], 3.78[m,2H,CHpNH], 3.77[d,J=5.6
Hz,2H,CHoNH]{, 3.70[d,J=6.0 Hz,2H,CHyNH], 2.22[m,2H,CHpC00], 1.95 and
1.75[both m,2H,CH,CH], 1.41(s,9H,3CH3].

13¢_NMR in DMSO-dg:

173.1[CONHp], 171.7(CO0}, 169.7, 169.3 and 168.7(3CONH],

156.6{ (NHCOO], 137.1, 128.4 and 2x127.8[aromatic C's},79.7[C(CH3)3]),
65.6[CHyCgHs ], 51.7[CHNH], 43.7, 42.2 and 42.1[3CHyNH], 31.4[CHyCO0],
27.8[3CH3], 27.2[CH)CH].

Thermospray MS:
m/z = S08(MHY), 4o0(MH' - CgH5CHyOH) , 344(Cbz~g1y-g1y-g1y-glu-NH2.H+
minus CgH5CHpOH), 452(Cbz-gly-gly-gly-glu-NHy .HY (possible impurity).

I1.10.3.2. Gly-gly-gly-glutamic acid-1-amide trifluoroacetic acid
salr (85)

Over a well stirred solution of cbz-gly-gly-gly-glu-5-t-butyl ester-
amide (320 mg, 0.63 mmol) in N,N-dimethylformamide (10 ml),
containing 400 mg of 10% palladium on charcoal, a stream of nitrogen
was passed for 20 min, followed by a stream of hydrogen for 4 h and
again nitrogen for 20 min. The reaction mixture was passed through a
glass filter (D4) with suction which afforded only a partial removal
of the charcoal. The filtrate was concentrated in vacuo and the
residual oil dissolved in trifluorocacetic acid (30 ml). After 16 h at
room temperature the mixture was filtered through a glass filter to
remove the remaining charcoal and the filtrate was cor entrated in
vacuo. The semi-crystalline oil was crystallired from absolute
ethanol /dry ether (1/5, v/v, 30 ml). The hygroscopic crystals were
dried in a vacuum desiccator over charcoal and phosphorus pentoxide.
Yield 0.27 g (99X%).

* This "solution" was obtained by adding triethylamine (0.56 ml, 3.87
mmol) to a suspension of glutamic acid-5-t-butyl ester-l-amide
hydrochloride (0.99 g, 3.36 mmol) in N,N-dimethylformamide (15 ml).
The mixture was shaken until the large crystals of the glutamate had
been replaced by the smaller crystals of triethylammonium chloride.
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LH-NMR in DMSO-dg:

8.67[t,J=5.7 Hz,1H,NHC=0), 8.24[t,J=5.7 Hz,1H,NHC=0],
8.07(bs,3H,NH3*}, 7.95{(d,J=8.1 Hz,1H,C(O)NHCH], 7.34 and 7.08[both
bs,2H,C(O)NH,], 4.23[dt,J=5.2 and 8.3 Hz,1H,NHCH], 3.87(d,J=5.8
Hz,2H,NHCH,CO' 3.79[m,1H,NHCHyCO], 3.64(s,2H,COCHpNH3*],
2.24(m,2H,CHyC00], 1.96 and 1.76(both m,CHCH ]

13¢c.NMR in DMSO-dg:
174.0{C00), 173.2[{CONHp}, 168.8, 168.7 and 166.5[3CUNH,, SL.8[NHCH],
42.0{2NHCHy}, 40.2{CHyNH3*], 30.2{GHpC00], 27.3[CHGHp].

Thermospray MS:

m/z = 318(MHY), 300(MH'-H20), 147(H-glu-NHy.H*), 346(H-gly-gly-gly-
glu-NHy-5-ethyl ester.H¥; minor impurity due to recrystallization),
391(dioctyl phthalate.H%)

In order to remove dioctyl phthalate, an aqueous solution of the
product was extracted with ethyl acetate and lyophilized.

11.10.3.3. - - - -5-(2*-

ester-l-amide hydrochloride (69)
By means of heating and occasional shaking 200 mg (0.46 mmol) of gly-
gly-gly-glutamic acid-l-amide trifluoroacetic acid salt was dissolved
in thiodiglycol (4.0 ml, 39 mmol). After cooling to room temperature
acetyl chloride (0.18 ml, 2.5 mmol) was added with shaking. The
reaction mixture was kept at room temperature and the disappearance
of the starting peptide us well as the formation of the peptide ester
was monitored by means of HPLC (system A}. After five days the
reaction mixture was shaken with ethyl acetate (40 ml). The insoluble
oily substance was allowed to settle on the bottom of the flask,
after which the supernatant liquid was decanted. This treatment with
ethyl acetate was repeated twice with soiutlons of the precipitates
in dry ethanol (5 ml). Crystallization occurred when the precipitate
was finally treated with acetonitrile (10 ml). However, when
collecting the crystals on a glass filter, the apparently very
hygroscopic compound turned into an oily substance (ca. 150 mg, 71X%),
which was analyzed.

1H-NMR in DMSO-dg:

8.74[t,J= ca.5.8 Hz,1H,NHC=0], 8.3(t,J=5.8 Hz,1H,NHC~O], 7.98{d,J=8.1
Hz,1H, NHCH}, 7.38 and 7.10{both s,2H,CONHy}, 4.24(dt,J=5.0 and 8.5
Hz,1H,NHCH), 4.17{t,J=6.8 Hz,2H,COOCHy], 3.85(d,J=5.5 Hz,2H,NHCHz].
3.78(m,2H,NHCH 1, 3.62(s,2H,CHoNHat], 3.56([t,J=6.7 Hz,2H,CHo0H],
2.77(t,J=~6.8 Hz,2H,CHyS], 2.63{t,J=6.6 Hz,2H,CHpS],
2.34({m,2H,CH2C00), 2.00 and 1.81[both m,2H,CHCHy).

13c.NMR in DMSO-dg:

173.0{CONHy}, 172.3[C0O0}, 168.7[2xCONH], 166.5[CO(NH)CHoNH3*1,
63.3(C(0)OCH; ), 61.1[CHpOH], S1.6[CH), 42.1{NHCH,],
42.0[{NHCH)C(O)NHCH|, 40.3[CHoNH4*], 34.2{CHoCHoOH], 30.1[CH,C00],
30.0{CHpS|, 27.2[CH)CH].
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Thermospray MS:
m/z ~ 422(MH*), 300(MH'-thiodiglycol), 189(H-gly-gly-gly-NHy . H').

I1.11. ifi i o) d gas-ad to calf- u
DNA and DNA of human white blood ¢ells
11.11.1. i i - d A

Calf-thymus DNA was soaked overnight in distilled water (>20 mg/ml).
The DNA was then dissolved in phosphate-buffered saline (PBS; 0.14 M
NaCl, 2.6 mM KC1, 8.1 mM NapHPO, and 15 mM KHoPO,, pH 7.4; 1 mg/ml).
To generate single-stranded DNA, the double-stranded calf-thymus JNA,
or DNA isolated from white blood cells (WBC; see section II.11.4}),
were heated for 10 min at 100 °C. The amount of single-stranded DNA

was measured spectrophotometrically (eggopm =~ 8,580 1.mol 1l co-;
expressed per mol nucleotide).

I1.11.2. = it d

A solution of double- or single-stranded DNA in PBS (1 mg/ml) was
treated with mustard gas or (335 Jmustard gas in acetone (0.1-1000 uM
mustard gas; 37 °C; 30-60 min; final acetone concentration: 1%). The
specific radioactivity of the batch at the day of preparation was
determined (850 MBq/mmol) and the specific activity at the day of use
was calculated, taking in account a half life of 87 days. aicer
treatment with mustard gas the DNA was purified by alcohol
precipitation (in the same way as described for DNA of human WBC in
section II.11.4.) and dissolved in a buffer. In certain experiments
this solution was sonicated before further use.

I1.11.3. TIxeatment of human blood with mustard gas and the
isolation of blood cells

Blood of human volunteers (10 ml) was collected in evacuated glass
tubes, containing 15 mg NajEDTA. The blood was treated with mustard
gas or [3SS]mustard gas in acetone (10-1000 mM mustard gas; 37 °C;
30-60 min; final acetone concentration 1%).

Separation of serum and blood cells
The blood was centrifuged (15 min; 4 ©C; 480 g) and the serum

collected. The cells were washed twice with PBS (4 ©°C) and the
supernatant was removed. The cells were resuspended in PBS.

of erythrocytes and white blood cells (WBC)
Lysis of the erythrocytes was brought about by incubation of the cell
suspension at 0 °C with three volumes of freshly prepared lysis
buffer (155 mM NH,Cl, 10 mM KHCO3, 0.1 mM NapEDTA, pH 7.4). After
centrifugation for 15 min at 400 g (4 °C), the supernatant,
containing the hemoglobin was removed. The pelleted WBC were washed
twice with PBS and finally resuspended in the buffer used in the
experiment.
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1I.11.4. isolation white 00 e W

WBC from 10 ml blood, isolated as described in I11.11.3., were
resuspended in 2.5 ml 10 mM Tris-HCl, 1 mM NagEDTA, pH 7.8. Sodium
dodecyl sulfate (SDS; final concentration 1% w/v) was added to lyse
the cells. Proteinase K (250 pg/ml) was added, to digest protein. The
lysates were incubated overnight at 37 °C. DNA was purified by phenol
extraction (15 min gently shaking with an equal volume of phenol,
saturated with 10 mM Tris-HCl, 1 mM NajEDTA, 0.1 M NaCl, pH 7.8,
followed by separation and removal of the phenol layer). After
addition of 0.1 volume ¢f 3 M sodium acetate, 1 mM NaEDTA, pH 5.5,
the DNA was precipitated with two volumes of absolute ethanol, pre-
cooled at -20 °C. With a glass pipet the DNA was collected, washed in
80X ethanol and dissolved in 2.5 ml of the Tris/NagEDTA buffer. RNAse
a (final concentration: 75 ug/ml, heated at 80 °C for 5 min to
destroy any DNAse activity) and RNAse Tl (Boehringer; final
concentration: 75 units/ml) were added to digest the RNA (2 h;

37 ©C). The DNA was purified by extraction with an equal volume of
chloroform/isoamylalcohol (24:1) and alcohol precipitation as
described above. The DNA was dissolved in the buffer used in the
experiment. The amount of double-stranded DNA was measured
spectrophotometrically (ejgonm = 6,600 1.m01'1.cm'1, expressed per
mol nucleotide).

I1.11.5.  Ihe degradation of mustard gas-treated DNA into
nucleosides

DNA isolated from 10 ml WBC or 100-400 ug calf-thymus DNA treated
with mustard gas was dissolved in 0.5 ml 10 mM Tris-HCl, 0.1 mM
NagEDTA, 4 mM MgCly, pH 7.2, to which was added ZnSO; (to a final
concentration of 0.2 mM), 50 ug nuclease Pl (dissolved in 30 mM
sodium acetate, pH 5.3, at a concentration of 1 mg/ml) and 30 units
deoxyribonuclease I (dissolved in the Tris-HCl buffer at a
concentration of 3000 units/ml). The solution was incubated overnight
at 37 9C. Next, the digest was heated for 5 min at 100 °C to
inactivate deoxyribonuclease I and to release the N7-alkylated
guanines and N3-alkylated adenines. In case the degraded DNA had to
be used in ELISA’s, before the heat-inactivation, the solution was
incubated with 0.35 mg proteinase K (2 h; 37 °C), to destroy also
nuclease Pl which is heat-resistant (intact nuclease Pl causes a high
background in the ELISA). Proteinase K is inactivated by the
subsequent heating. To digest the nucleotides to nucleosides, 1 ul 1
M Tris-HCl, pH 9.0 was added and the solution was incubated for 24 h
at 37 °C with 4.5 units of alkaline phosphatase, type III (3.1
units/10 ul in 2.5 M (NH4)950,). After heating (5 min; 100 °C) and
centrifugation, the supernatants were analyzed by means of HPLC; they
were injected as such. The amount of nucleosides was measured
spectrophotometrically (€260nm =~ 11,000 I.mol'l.cm“l).
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I1.11.6. C conditio c ides and alkylated
nucleosides

The nucleosides and alkylated nucleosides were injected onto HPLC.
The HPLC equipment consisted of two pumps (Beckman 114), a gradient
mixer (Beckman 340), a gradient controller (Beckman 421), a Rheodyne
injector with a 500 ul sample loop, an ODS Reverse-phase column
(Beckman; 250 x 16 mm; 5 um particles RP 18), a UV-Vis detector
(Beckman 165 Variable wavelength detector or Pye Unicam LC-UV
detector), and an integrator (Spentra Physics 4100). The various
compounds were separated by gradient elution of the column. Buffer A
contained 25 mM NH,HCO3, pH 8, whereas buffer B contained 25 mM
NH4HCO3 in 80% methanol. The gradient was linear, as follows: 0-20% B
from 0 to 20 min; 20% B from 20 to 25 min; 20-60% B from 25 to 45 min
The flow rate was 1 ml/min and the wavelength at which the eluate was
monitored was 285 nm. In experiments with DNA treated with
[?7S]mustard gas, the eiuate was collected in 0.5 ml fractions in 6-
ml polyethylene vials (Packard) with a fraction collector (Pharmacia,
Frac-100). Picofluor 30 (Packard; 4 ml) was added and the
radiocactivity was determined in a scintillation counter (Mark III,
Packard, Searle, USA), connected with a tape deck. The results (cpm)
were recorded on a tape, and the disintegrations per minute (dpm)
were calculated by external channel-ratio correction on the computer
(VAX). The elution pattern of the 353 was combined with the UV-
profile to locate the adduct peaks in relation to the unmodified
degradation products of DNA.

I1.12. Detection of crosslinks in DNA of pustard gas-treated
mammalian cells

I1.12.1. Cell cultures

Chinese Hamster Ovary (CHO) cells were cultured in monolayer in Ham's
F-10 medium (Flow Laboratories, Irvine, UK), supplemented with 15%
newborn calf serum (NCS; Flow), NaHCO3 (final concentration: 14 .3
mM), glutamine (final concentra-tion: 1 mM), hypoxanthine (final
concentration 30 uM), penicillin (final concen-tration: 100 U/ml) and
streptomycin (final concentration 0.1 mg/ml), in a humidified
atmosphere of 5% COy in air at 37 ©C).

11.12.2.  Survival of mustard gas-treated cultured cells

CHO cells were cultured in monolayer as described in I1.12.1. in cell
culture flasks (75 cmz; Costar). Cells were trypsinized and
resuspended in medium (1000 cells/ml). In Petri dishes (Costar;
diameter: 6 cm), 100 cells were incubated in 3 ml of medium for 4 h
in an incubator (37 °C; 5% COj) to become attached to the dishes.
Subsequently, the medium was removed and the cells were treated with
3 ml of a mustard gas solution (0.5-2.5 pM mustard gas in FlO0-medium
containing 20 mM HEPES and 1% acetone) for 20 min at 37 °C. For each
mustard gas concentration, six dishes were used. CHO-cells, iicubated
with only F-10 medium with 20 mM HEPES with or without 1% acetone
served as control. After exposure to mustard gas the medium was
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removed and the cells were incubated in complete F10-medium in a 37
OC incubator. After six days of incubation, the cell colonies were
stained with 1% methylene blue in Fl0-medium for 2 h. After the
removal of the medium the dishes were dried for 30 min in the open
air and then washed with tap water. For each dish, the number of
colonies was determined (only colonies consisting of more than 50
cells were counted). Percentage survival was calculated on the basis
of the relative colony count.

11.12.3. Detection of crosslinks induced by mustard gas in DNA
of cultured cells

s

Interstrand DNA-DNA crosslinks were detected by application of the
alkaline elution technique, which was performed according to Shiloh
et al. (86), Van der Schans et al. (87) and Plooy et al. (88). With
this technique, single-strand DNA-breaks can be detected on the pasis
of the elution of alkaline denaturated DNA through membrane filters.
The presence of interstrand crosslinks results in a lower elution
rate (see 1I1.12.4.). CHO cells were seeded in Petri dishes (Costar;
diameter: 3 cm) and labelled for 16 h with [l4C]thymidine (0.075
uCi/ml; each Petri dish received 0.06 ml). In parallel cultures weant
to serve as controls (to check the method), CHO cells were seeded in
75-cm? tissue culture flasks and labelled for 16 h with [3H]thymidine
(1.0 gCi/ml; 0.25 ml was added per flask). After a chase period of 1
h with fresh medium, the medium was removed. For 20 min the | “C]
labelled CHO cells were incubated with F10-medium without NCS con-
taining 20 mM HEPES, 1% acetone and mustard gas at concentrations
varying from 0-2.5 uM. After treatment with mustard gas, the dishes
were placed on ice in cold complete F1Q-medium (with 15% NCS). The
cells were irradiated with 0 or 4 Gy 60co-y-rays and scraped off in
ice-cold medium. Untreated CHO cells prelabelled with [3H]thymidine
were scraped off and to each dish with mustard gas-treated CHO cells
the same amount of untreated cells was added. The mixed cell
suspension in each dish was transferred onto a polyvinyl chioride
membrane filter (Miliipore; 25 mm, 2 um pore size), which already had
been washed with ice-cold PBS. The solvent was allowed to pass
through the filter by gravity; than the cells were lysed by
incubation for 1 h at 20 °C in 3 mi lysis buffer (0.2% sarkosyl, 2 M
NaCl, 0.02 M NajEDTA, pH 10, and, freshly added, 0.5 mg/ml of
proteinase K). Following lysis, the solution was removed by passage
through the filter by gravity and the filter was washed once with 3
ml of 0.02 M NajEDTA, pH 1C. The DNA was eluted through the filter by
slow pumping (0.03 ml/min) of a solution containing 0.04 M EDTA, 0.1%
SDS and tetrapropylammonium hydroxide to yield a pH of 12.1. Then
2.7-ml fractions (~ 90 min) were collected in scintillation vials.
The solution remaining on the filter was pumped at high speed in
fraction 10, and the filter itself was transferred to a scintillation
vial and incubated for 1 h at 70 °C in 0.5 ml of 1.0 M HCl. After
cooling to rcom temperature, 2 ml of 0.4 M NaOH was added. The filter
holders and pump lines were each washed four times with 2 ml of 0.4 M
NaOH, which was collected to form two additional fractions. To all
scintillation vials 14 ml of Picofluor 30 (Packard, USA) was added
and the radioactivity was counted in a liquid scintillatic: counter




(MARK III, Packard, Searle, USA), using a double-label programme.
Elution patterns for [14C] and [jH] were constructed by plotting the
logarithm of the radioactivity remaining on the filter as a function
of the fraction number. The logarithm of the ratio between the
fractions of [3H]—radioactivity and [lAC]-radioactivity retained on
the filter at fraction 9 served as a measure for the number of
single-strand breaks (SSB; in arbitrary units) in each sample. The
amounts of breaks (in arbitrary units) induced by the irradiation was
calculated from the averaged slope over the first five fractions of
the eiution pattern of {1 Clthymidine-labelled irradiated but
untreated cells, from which the slopes of the unirradiated untreated
[3H]-1abe11ed controls were subtracted (Figure 2). From the [14C]-
elution pattern the amount of crosslinks present in the DNA of the
mustard gas-treated [ -?C)]-labelled CHO-cells was calculated according
to the method described below. In this method, a comparison is made
between the elution profiles of the treated and untreated irradiated
cells, respectively. The reduction in the amount DNA modified by DNA
relative to that of the untreated DNA, at the elution volume where
80% of the latter had passed the filter, is a measure of the extent
of crosslinking due to mustard gas.




Figure 2.
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dpm remaining on filter (%)

fraction number

Model for the calculation of DNA crosslinks from the
elution pattern obtained by the alkaline elution method.
The relative amount of radioactivity remaining on the
filter (logarithmic scale) is plotted as a function of
fraction number. r, elution pattern of DNA from the
unirradiated, untreated control cells; R, elution pattern
of DNA from the irradiated, untreated cells; e, elution
pattern of the crosslinked DNA from irradiated cells
treated with mustard gas. On curve R, the elution volume is
determined at which 80.1X of the radioactivity (i.e., 80.1%
of the DNA) from the untreated, irradiated cells has passed
through the filter (vg g; the slope of line R is a measure
of the number of single-strand breaks induced by the
radiation). Next, ¢g g is read from curve e, by estimation
of the proportion of DNA eluted at this volume. cg g is a
measure for the average number of crosslinks, which is half
the number of links (%) relative to the average number of
radiation-induced breaks (p), both per molecule of single-
stranded DNA with molecular weight M, as is described in
Appendix A. The value for x/p is obtained with the help of
curve c in Appendix A, Figure Al, where cg g has been
plotted as a function of x/p. The cg g value of the
crosslinked samples should not be too small, because in
that case the determination of x/p becomes exceedingly
inaccurate.
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11.12.4. Calculation of the number of interstrand crosslinks in
DNA of CHO-cells

Alkaline elution is a method to measure the amount of single-strand
breaks or alkali-labile sites induced by alkylating agents or
irradiation. However, this method is also suitable for the detection
of interstrand crosslinks. When interstrand crosslinks are present in
DNA that contains a known number of single-strand breaks (induced by
gamma rays), interconnected single-stranded DNA fragments will not
separate upon the alkaline denaturation, which results in a slower
elution and in a seemingly smaller number of single-strand breaks as
calculated from the elution rate compared to untreated DNA with the
same number of single-strand breaks. A method to calculate the amount
of crosslinks has been described by Van der Schaas et al. (89) and a
modification of this method is presented in Appendix A of this
report. This method resulted in a curve (Figure Al, curve c) which
was used for the calculation of the amount of crosslinks. From this
curve the ratio x/p, corresponding to the experimentally determined
value of cg g (see Figure 2) was read; x/p is the ratio between the
number of interstrand links (x) and the number of y-ray-induced
single-strand breaks (p), both per unit length of single-stranded
DNA. Because p had been derived from the elution pattern found for
the untreated irradiated ceils (see above), x could then be computed.
The rumber of crosslinks for the same length of double-stranded DNA
amounts tc x/2.

11.12.5. i f q ind rossli in C
gells

To study the repair of crosslinks induced by mustard gas, the cells
which had been treated with mustard gas (as descrited in 11.12.3.),
were incubated in fresh F-10 medium with 15% NCS at 37 ©C for 0 to 4
h before irradiation to allow rep.ir processes to proceed. After the
selected incubation tiwe. the cells were placed on ice and v-
trradiated. The further proced—re was as described in I1.12.3 and
11.12. 4.

11.12.6. petection of crosslinks ipnduced by mustasrd gas in DNA
of human white blood cells

The alkaline elution method for the detection of mustard gas-induced
interstrand crosslinks in DNA of huwan WBC was a modification of the
one described by Schutte et al. (90). Venous blood was collected from
volunteers in 10 mi evacuated glass tubes containing 15 mg N&jEDTA.
Portions of 4 mi of total blood were incubatcd for 30 min at 37 O¢
with mustard gas at various concentrations (0.5-10 uM mustard gas:
final acetone concentration: 1%). Untreated hlood and blood incubated
with 1% acetone nnly served as controls. Also blood of four Iranian
patients. who were su,posed to have been exposed to mustard gas in
the Gulf War three weeks earlier, was investigated, evidently without
turther treatment. In the first experiments, the various blood cells
(erythrocytes, granulocytes, lymphocytes) were separatzd by
centrifugation through a Percoll-gradient (Pharmacia, Uppsala.
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Sweden). The blood was diluted (1:1) with a 0.9% NaCl solution. Four
ml of diluted blood was added slowly on top nf a linear Percoll-
gradient (d = 1.055-1.110). The gradient was centrifuged (20 min at
1.8 Kg; 4 °C). The plasma layer containing thrombocytes and lipids
was removed, and the lymphocytes forming a broad band half-way down
and the granulocytes banding just above the erythrocytes pellet were
withdrawn separately by pipetting. The cells were freed from Percoll
by dilution and washing twice with PBS and resuspending in PBS. In
later experiments, total WBC were isolated by lysis of the
erythrocytes. To this purpose, the blood was cooled to 4 °C and
diluted with three volumes of freshly prepared ice-cold lysis buffer,
containing 155 mM NH,Cl, 10 mM KHCO3 and 0.1 mM NapEDTA, pH 7.4. the
blood solutions were mixed gently and after 10 min of lysis of the
erythrocytes the blood was centrifuged (15 min; 700 g; 4 °C). The WBC
were washed twice with RPMI-medium (RPMI1640, GIBCO) with 10% Foetal
Calf Serum (FCS; Flow) and finally suspended in RPMI-medium with 10%
FCS to a final concentration of 1.8x10° cells per ml and placed on
ice. The amount of WBC was counted in a counting-chamber by light
microscopy. The cells were irradiated with 0 nr 4 Gy °YCo gamma rays.
Polycarbonate membrane filters (Nuclepore 25 mm, 5 gm pore wize) held
in funnels were washed once with PBS and then 0.5 ml of a solution of
0.2% sarkosyl, 2 M NaCl, and 20 mM NaoEDTA, pH 10, was applied. The
WBC suspension (0.5 ml: 0.9 x 106 cells) was transferred to the
filters and incubated for 10 min to induce cell lysis. After 10 min
the solution was removed by passage through the filter by gravity.
DNA was further released by treatment for 1 h at 20 °C in 3 ml buffer
(0.5% SDS, 10 mM NaCl, 10 mM Tris-HCl, 10 mM NajEDTA and, freshly
added, 0.5 mg/mi of proteinase K to remove proteins possibly
crosslinked to DNA). Following this treatment, the solution was
allowed to drip through the filter and the filter was washed twice
with 0.02 M NajEDTA, pH 10. The DNA was eluted through the filter by
slow pumping (0.03 ml/min) of a solution containing 0.06 M NaOH ard
0.01 M NagEDTA, pH 12.6. Six 4.5-ml fractions (= 150 min) were
collected in glass vials. The solution then remaining on the filter
was pumped at high speed in fraction 6. The filters were transferred
to vials and after the addition of 4.5 ml of the elution buffer they
were ilrradiated with 100 Gy of 60¢q gamma rays. All fractions were
neutralized with a buffer containing 0.6 M NaOH, 1 M NaHyPO,, 4 M
NaCl, pH 7.4, and Hoechst 33258 (0.5 mg/1). The amount of DNA in the
eluted fractions and those of the filters was measured
fluorometrically (excitation: 370 nm; emission: 430 nm) in a Pye
Unicam LC-FL detector. The background buffer contained 9 volumes of
the elution buffer and 1.6 volumes of the buffer used for neu-
tralization. Elution patterns were constructed by plotting the
logarithm of the fluorescence remaining on the filter as a function
of the fraction number. The untreated blood samples and the blood
samples treated with 1X acetone, both irradiated with 4 Gy, served as
the controls to indicate the maximum of radiation-induced SSBs. With
both types of irradiated controls, straight elution curves were
obtained. The interstrand crosslinks induced by the treatment with
mustard ge~ mask part of the SSBs induced by the 4 Gy irradiationm,
which results in curved elution graphs. From the graphs the amount of
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interstrand ~rgsslinks in DNA can be calculated as described in
11.12.4. (see also ref. 89 and Appendix A).

17.13. I ical m ds fo detection c¢f mustard
gas in DNA

I1.13.1. r ion o clo tiserum against DN,

treated with mustard gas

For raising an antiserum against DNA treated with mustard gas, an
immunogen was prepared by the treatment of double-stranded calf-
thymus DNA (ds-ct-DNA; 1 mg/ml) or single-stranded calf-thymus DNA
(ss-ct-DNA; 1 mg/ml; prepared as described in I1.11.1.) with 1 mM
mustard gas in 12 acetone for 45 min at 37 ©°C. The DNA was
precipitated with 0.1 volume of 3 M sodium acetate, 1 mM NajEDTA, pH
5.5 and 2 volumes of 100% ethanol cooled at -20 °C. After collection
of the DNA with a glass pipet and wasning in 80% ethanol, the DNA was
dissolved in PBS to a concentration of 1 mg/ml and sonicated for 30
sec. The ss-ct-DNA and ds-ct-DNA with mustard gas (ss-ct-DNA-HD and
ds-ct-DNA-HD) were coupled to a carrier protein, i.e., methylated
bovine serum albumin (1 mg complex/ml PBS). Rabbits were immunized
intracutaneously with 250 ug complex of ds-ct-DNA-HD in complete
Freund’s Adjuvant and boostered once with ds-ct-DNA-HD in complete
Freund’'s Adjuvant (after 4 weeks), once with ds-ct-DNA-HD in
incomplete Freund'’s Adjuvant (after 8 wrzks) and once with ss-ct-DNA-
HD in incomplete Freund's Adjuvant (afiter 14 weeks). Three weeks
after the last booster, the blood of the rabbits was collected and
the serum was isolated, which was stored at -70 °C.

I1.13.2.  lmmuncassay with a polyclopal antiserum: Enzyme-Linked
Imounosorbent Assay (ELISA)

Microtiter plates (96 wells; polyvinyl chloride; Costar) were
precoated with poly-L-lysine (50 ul of 10 ug/ml PBS per well;
overnight at 4 ©°C) and washed once with PBS. The wells were coated
overnight at 37 ©°C with ss-ct-DNA (50 pl of 1 ug/ml in PBS per well),
treated with 10 uM mustard gas (1 h; 37 °C) or with untreated ss-ct-
DNA (the latter only in controls for aspecific binding in the direct
ELISA) and washed three times with 0.05% Tween 20. After the coating
with DNA, the plates were incubated with 50 ul PBS containing 0.5%
gelatin/well for 60 min at 37 °C and washed again with 0.05% Tween
20. Antiserum dilutions (direct ELISA) or competition mixtures
\competitive ELISA) in PBS containing 0.05% Tween 20 and 0.1% gelatin
were Incubated in the wells in duplicate for 40 min at 37 °C. The
competition mixtures contained various amounts of inhibitor DNA (ss-
ct-DNA-HD or ss-ct-DNA) in the range of 0.1-10,000 ng/ml and the
appropriate amount of polyclonal serum (final dilution 1:40,000). As
controls, incubations without both the antiserum and the competitor
DNA were done, and for the maximal response incubations were done
with the antiserum but without competitor DNA (100X noint). The
competition mixtures were preincubated for 30 min at room
temperature. The plates were washed 3 times with PBS containing 0.5%
Tween 20 and 50 ul of con jugated second antibody (goat-anti-rabbit-
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IgG-alkaline phosphatase; 1:1000 diluted in PBS containing 0.5%
gelatin, 5% FCS and 0.05% Tween 20) was added, followed by incubation
for 40 min at 37 ©°C. The wells were washed three times with PBS
containing 0.05% Tween 20 and once with 0.1 M diethanolamine, pH 9.8.
As substrate for alkaline phosphatase a solution of 4-
methylumbelliferyl phosphate (MUP; 0.2 wM in 10 mM diethanolamine, pH
9.8, 1 mM MgCly) or 4-nitrophenyl phosphate (PNP; 1 mg/ml in 10 oM
diethanolamine, pH 9.8, 1 mM MgCl)) was added. With MUP, a
fluorescent product is formed, and with PNP, a colored product. In
the competitive ELISA, incubation was continued until 30% of the
highest detectable level of the fluorescence in the sample without
inhibitor DNA (the 100% point) was reached. In the direct ELISA the
absorbance or fluorescence was read after 1-2 h of incubation. The
fluorescence (excitation: 355 nm; emission: 480nm) was recorded with
a Fluoroskan (Eflab, Finland) and the absorbance at 405 nm with a
Titertek Multiskan (Flow). The data of the competitive ELISA (only
the fluorometric detection was applied) were recorded on a tape deck
and the amount of inhibition was calculated by computer (VAX)
according to

fluorescencagample ~ fluorescencepackground
1 inhibition = (1 - ) x 100%

fluorescenceiggl point -~ fluorescencepackground

I1.13.3. Preparation of DNA from blood treated with mustard gas
for the competitive ELISA

Various isolation procedures were carried out to obtain DNA from
mustard gas treated blood cells with an optimal accessibility of the
DNA-damage for the antibodies. All procedures were applied on WBC
isolated from blood (as described in 1I1.11.3.) which had been treated
with mustard gas (0.1 or 1 mM in 1% acetone) for 45 min at 37 9C.

Ixeatment with alkali

A WBC suspension (0.15 ml; 3.106 cells) in PBS was added to 0.8 ml
"alkali"-solution (1.3 M NaCl, adjusted to pH 12.1 with 1 M NaOH) and
the mixture was incubated for 30 min at room temperature. The
solution was sonicated for 20 sec., to prevent annealing of the DNA-
strands, and, subsequently, neutralized with 0.15 ml 250 mM KH)PO,.
Finally, 0.1 ml 0.2% SDS in PBS was added to prevent adsorption to
the wall of the tubes. These samples were used in a competitive
ELISA.

Ireatment with 2x SSC/70%

WBC suspension (0.1 ml; 2.10° cells) in PBS was treated with 0.3 ml
SS5C/formamide solution, resulting in a final concentration of 2xSSC
(0.3 M NaCl, 0.03M sodium citrate and 70X formamide. The solution was
incubated for 30 min at 56 °C and then directly sonicated for 10 sec.
A 0.05% SDS solution (0.1 ml) was added. The samples were used
directly in the competitive ELISA on the same day.
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Isolation of DNA by phenol-extraction and ethanol-precipitation

DNA was isolated from the WBC as described in I1.11.4. and finally
dissolved in PBS. The DNA-concentration was measured
spectrophotometrically. Parallel to these treatments tc isolate DNA
from WBC, ss- and ds-ct-DNA-HD were treated in the same way to study
the influence of the treatment on the outcome of the ELISA. Also DNA
was isolated from WBC and afterwards treated with mustard gas to
compare these samples with ds- and ss-ct-DNA-HD.

I1.13.4. Detection of single-strandedness in a competitive
ELISA

The DNA from WBC treated with mustard gas, which had been isolated
with any of the procedures described in I1.13.3., was tested on
single-strandedness in a competitive ELISA (91). The 96-well
microtiter plates (polyvinyl chloride; Costar) were precoated with 50
sl poly-L-lysine (1 pg/ml; overnight at &4 °C) in PBS and washed once
with PBS. The wells were coated overnight at 37 ©C with 50 nl of a 1
#g/ml ds-ct-DNA solution which had been treated with 0.8% 0s0, for 10
min at 55 °C and washed three times with 0.05% Tween 20. The
modification of the single-stranded coating-DNA by 0s0O4 was required
in order to decrease the affinity of the D1B antibodies for the
coating material, thus preventing transfer of D1B antibodies
originally bound to the competitor DNA to the immobilized antigen
(91). After the coating with DNA, the plates were incubated with PBS
containing 1X FCS (1 h, 37 °C) and washed three times with 0.05%
Tween 20. The competitor DNA (DNA from the WBC treated with mustard
gas) was heated for 3 min at 56 °C, diluted in PBS + 0.01% SDS (0.01-
10 ng/well) and preincubated (1:1) with monoclonal antibody D1B
(1:1000 diluted in PBS + 0.01% SDS + 0.1X% FCS), which recognizes
single-stranded DNA, for 30 min at room temperature. A portion of
this competition mixture (50 ul) was transferred to the microtiter
plate and incubated for 40 min at 37 ©°C. The plates were washed three
times with 0.05% Tween 20. The conjugated second antibody (50 ul),
i.e., goat-anti-mouse-Ig-alkaline phosphatase (diluted 1:1000 in PBS
+ 0.05% Tween 20 + 5% FCS), was added and incubated for 40 min at 37
°C. The wells were washed three times with PBS containing 0.05% Tween
20 and once with 0.1 M diethanolamine pH 9.8. As substrate for
alkaline phosphatase a solution of 4-methylumbelliferyl phosphate
(0.2 mM in 10 wM diethanolamine pH 9.8, 1 mM MgCly) was added and
incubated for 2 h at 37 °C. The fluorescence was recorded and the
percentage inhibition was calculated, using the background
fluorescence and the fluorescence of the sample without competitor
DNA (100X point), as described in 11.13.2.

I1.13.5. -(2%- - -

Keyhole limpet hemocyanin (KLH; Calbiochem) and bovine serum albumin
(BSA) were dialyzed against PBS (4 ©°C, 16 h), and UV spectra were
taken. 7-(2"-Hydroxyethylthioethyl)-5’-monophosphate-guanosine (GMP-
7-HD; 10 pmol; sez II.6.1) or guanosine 5’'-monophosphate (GMP;
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10 umol) were dissolved in water, containing 10 umol NalIO4. The final
volume was 300 ul. The solution was shaken for 20 min in the dark at
room temperature. Ethylene glycol (100%; 10 ul) was added to
inactivate NalQ,. The solution was incubated for 10 min. The GMP-7-
HD- and the GMP-solutions, respectively, were added to the proteins,
either KLH or BSA, in the ratio 1:1, 1:10, 1:25 and 1:100 (w/w,
nucleotide/protein). Sodium carbonate (0.2 M) was added to adjust the
pH to 8. The solutions were incubated for 2 h in the dark at room
temperature. In this way the carrier protein was coupled to the
adduct. The resulting instable sugar ring structure was stabilized by
reduction with 0.1 M aqueous NaBH,, in equimolar amounts with respect
to GMP-7-HD or GMP. The solutions were again incubated for 2 h at
room temperature and finally dialyzed against PBS (4 ©°C; 16 h). UV
spectra were taken to check the coupling.

I1.13.6. i -{2"- i - ine -

KIH was dialyzed against 0.125 M N-methylimidazole, pH 6. KLH was
added to 3 samples of GMP-7-HD in 0.5 M N-methylimidazole, pH 6 (100
mol GMP-7-HD/mol KLH, i.e., 0.67 pmol GMP-7-HD/mg KLH). The final
volume of each sample was 413 ul. While the sample was slowly
vortexed, a solution of EDC [1-(3-dimethyl-aminopropyl)-3-
ethylcarboddimide] in 0.5 M N-methylimidazole, pH 6, was dropwise
added to each of the samples up to a ratio of 50, 100 or 250 mol
EDC/mol GMP-7-HD. The solutions were shaken slowly for 45 min at room
temperature and dialyzed against PBS (4 °C; 16 h). UV spectra were
taken to check the coupling.

11.13.7. Monoclopal antibodies

Eight mice (female BALB/c, 14 weeks old) were immunized
intraperitoneally (ip) with 50 ug of immunogen (GMP-7-HD-KLH,
described in II.13.6.) precipitated onto alum, and also
subcutaneously (sc) with 50 ug of the same immunogen in complete
Freund’'s Adjuvant in the foot pad sole of the foot (25 ug in both
soies of the hind legs). Four mice were immunized with the immunogen
of KLH coupled with 50 mol ¥MC/mol GMP-7-HD and four mice with KLH
reacted with 100 mol EDC/mol GMP-7-HD. After eight days blood samples
of all the mice were taken to test the serum for antibody response
against ss-ct-DNA treated with 10 gM mustard gas in a direct ELISA.
The mouse with the serum showing the best response against mustard
gas-treated DNA was chosen for isolation of the cells which should be
used for fusion. At four weeks after the immunization all mice were
boostered, ip, with 50 pg of immunogen without alum and sc in the
sole of the foot with 50 ug of immunogen in incomplete Freund's
Adjuvant. On the fourth day after the booster injection, both spleen
cells and lymph-node cells of one mouse were isolated for fusion with
SP2/0 plasmacytoma cells. Also a blood sample was taken from this
mouse to test the serum for antibody response. The SP2,/0 plasmacytoma
cells were grown in RPMI)640-medium (GIBCO), supplemented with 10%
FCS, sodium pyruvate (final concentration: 1 mM), glutamine (final
concentration: 1 mM), penicillin (final concentration: 100 U/ml),
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streptomycin (final concentration: 0.1 mg/ml) and B-mercaptoethanol
(final concentration: 50 mM). Spleen cells, lymph-node cells and
$P2/0 cells were washed twice in RPMI-medium without serum. Then,
1.108 spleen cells were added to 2.107 SP2/0 cells and 4.107 lymph-
node cells were added to 9.10% SP2/0 cells and centrifuged (20 min at
10-20 g). The supernatant was removed and the cells were exposed to
fusion conditions by brief consecutive incubations of a mixture of
these cells in 41% and 25% poly(ethylene glycol) (PEG 4000) as
follows. The cell pellets were resuspended for 11 min in 0.5 ml of a
417 PEG-solution, then 0.5 ml of a 25% PEG-solution was added and
shaken slowly for 1 min. RPMI-medium without serum (4 ml) was added
twice and the cell suspension was shaken slowly for 2 min. The cell
suspension was incubated for 15-30 min at room temperature and then
centrifuged (20 mwin at 10-20 g). The supernatant was removed and the
pellet resuspended in RPMI-medium with 10% FCS. The cells were seeded
in 75-cm* culture flasks and incubated overnight. After 24 h of
incubation the cells were centrifuged (20 min at 10 g) and the cells
were resuspended in 30 ml of complete RPMI-medium with 10% FCS (the
same medium as used for SP2/0 cells) supplemented with HAT-medium,
i.e.: hypoxanthine (final concentration: 0.1 mM), thymidine (final
concentration: 16 puM) and aminopterine (final concentration: 0.4 uM).
In this HAT-medium hybridomas are selected because they can grow in
this medium whereas SP2/0 cells do not survive, and lymph-node cells
and spleen cells cannot be cultured. The cells were seeded in 96-well
polystyrene plates (COSTAR) in which macrophages of mice had been
seeded as feeder-layer, two days before the fusion (5.10° macrophages
per well in HAT-medium). Hybrid cells were ciultured and refreshed in
this selective HAT-medium and their supernatants were screened for
specific antibody production in a direct ELISA and in a cell-ELISA
(as described in I1.13.9.). Cells producing specific antibodies
against ss-ct-DNA treated with mustard gas were recloned twice by
limiting dilution as described in 1I1.13.8.

11.13.8.  Cloning of hybridomas by limiting dilution

Cells of the fusion mixture producing specific antibodies against ss-
ct-DNA treated with mustard gas were counted by light-microscopy and
diluted in HAT-medium to a concentration of 50, 10 and 5 cells/ml.
Per well of 96-well plates which already contained macrophages, 0.1
ml of one of these solutions was added resulting in 5, 1 and 0.5
cell/well. The plates were incubated for eight days without
refreshing the medium. Then the amount of clones per well was
counted. The supernatants of wells with only one clone were tested
for specific antibody activity against ss-ct-DNA treated with mustard
gas. Clones showing a positive result were recloned once again by
limiting dilution to make sure that monoclonal antibodies would be
obtained.
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11.13.9. i h ido supernatant

11.13.9.1. ELISA

The supernatants of the hybridomas were screened in a direct ELISA
(see section II.13.2.). There were a few modifications. As coating-
DNA, ss-ct-DNA treated with 10 uM mustard gas was used next to
untreated ss-ct-DNA. During the first screening of the 96-well
plates, an aliquot of 50 ul of the undiluted supernatant was
transferred to the ELISA-plates. In later stages, the cells were
seeded in 24- or 6-well plates or in culture flasks, and tie
supernatants were diluted 1:10 for screening. Goat-anti-mouse-Ig-
alkaline phosphatase (1:500 diluted) was used as a second antibody
with 4-nitrophenyl phosphate as a substrate for this enzyme.

I1.13.9.2. Competitive ELISA with monoclopal antibodies

Antibody-saturated supernatants of the hybridomas or purified
monoclon.l antibodies were tested in a competitive ELISA as described
in section II.13.2. There were a few modifications. The supernatants
of the hybridomas were diluted 1:1,000 in PBS containing 0.05X Tween
20 and 0.1X gelatin. The purified monoclonal antibodies were diluted
in PBS containing 0.05% Tween 20 and 0.1X gelatin; the extent of
dilution was chosen such that 30% of the highest detectable level of
the fl:orescence was reached after 2 h of incubation for the sample
without inhibitor DNA (the 100% point).

11.13.9.3. Cell-ELISA

For immunofluorescence microscopy specific antibodies are needed that
perform well under the conditions of this type of microscopy; the
cell-ELISA was developed to screen monoclonal antibodies for this
use. The principles of this test are that the wells of a 96-well
microtiter plate arc coated with WBC that have been treated with
mustard gas. Next, these cells are treated in the same way as should
occur during preparation for immunofluorescence microscopy. The test
is performed as follows. The 96-well microtiter plates are precoated
with poly-L-lysine (10 pg/ml, overnight at 4 °C) and washed once with
PBS. The cells used for the coating are WBC, isolated from human
blood which was treated with 1 mM mustard gas (45 min at 37 °C), or
with untreated WBC. After washing of the WBC, they are resuspended in
freshly prepared 70% ethanol. Tre wells are coated with 40 ul WBC
(1.10% cells/ml in 70% ethanol). The plates are dried overnight at
room temperature. When the plates are dry, 50 pl of hydration buffer
(50 ®M Tris-HCl, 1 M KCl, pH 7.2, and 3 ml Triton X-100/1) is added
and the plates are gently shaken for 30 min at room temperature.
After washing three times with TBS (20 mM Tris-HCl, 150 mM NaCl, pH
7.4), per well 50 ul RNAse A (0.1 mg/ml in TBS) are added and the
plates are incubated for 60 min at 37 °C. After washing with TBS the
cells are incubated with 50 ul 2xSSC,/70% formamide (as described in
[1.13.3.) for 15 min at 56 9C. Next, the plates are washed for 2 min
with, r-spectively, 70%, 90% and 96% ethanol, and are air-dried for
60 min at 37 °C. Proteins are digested by incubating the preparations
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with 50 gl proteinase K (1 pg/ml in 20 mM Tris-HCl. 2 mM CaCl,, pH

7 4; 10 min; 37 °C) and afterwards the plates are washed with TBS.
From here on, the ELISA is carried out exact as described for the
direct ELISA (section I1.13.9.1.), but for PBS being substituted for

TBS.

11.13.9.4. - identification of e monoclonal

The Ig-subclass is determined with an ELISA that is almost the same
as the direct ELISA described in II1.13.9.1. The main variations
relate to tue second antibodies that are used. These are rabbit-anti-
mouse antibodies which are (sub)class-specific (IgM, IgGl, IgG2a,.
IgG2b, IgG3, k and i; 1:500 diluted). These antibodies are detected
with a third antiserum, viz., goat-anti-rabbit-IgG-alkaline
phosphatase as described in II.13.2.

11.13.10. ifi i tj ies wi in A
column

After cloning twice by limiting dilution (see section II.13.8) ten
monoclonal cell cultures were obtained that produced antibodies.
Cells were grown for two weeks without refreshing the medium, and 100
ml of the antibody-saturated supernatant was collected. The
supernatants were centrifuged (20 min; 700 g) to remove cell debris.
The supernatants were placed on ice and stirred, while a 100%
saturated (NH4),S0,-solution was dripped slowly into the solution to
precipitate proteins. The solutions were placed overnight at &4 °C for
complete precipitation and the next day they were centrifuged (30
min; 13,600 g; 4 °C). The supernatants were discarded and the pellets
were dissolved in a small volume (4-6 ml) PBS and dialyzed overnight
against PBS at 4 OC. The dialysates were centrifuged (20 min; 400 g;
4 °C) to remove precipitates. The monoclonal antibodies in the
supernataut were purified by chromatography over a protein A column
(Pharmacia; 7.5 x 1 cm). The columns were washed with 30 ml binding
buffer (1.5 M glycine, 3 M NaCl, pH 8.9). Thec monoclonal antibody
solution was diluted 1:1 with this buffer and the column was loaded
(6 drops/min). After loading, the column was washed with the binding
buffer until Ajgp pp was less than 0.1. The eluate was collected in
2-ml fractions. The protein-containing fractions were pooled to be
tested for anti-HD-adduct activity. Then, the antibodies were eluted
from the column with 0.1 M sodium citrate buffer, pH 4.7, until
A280nm was below 0.1. Afterwards, the column was regenerated with 30
ml of 0.1 M Tris-HCl, 0.5 M NaCl, pH 8.5, and with 30 ml 0.1 M sodium
acetate, 0.5 M NaCl, pH 4.5. The fractions containing the monoclonal
antibodies were pooled and dialyzed overunight against PBS (4 9¢C). The
volume of the munoclonal antibody solution was reduced by dialysing
against a solution of PEG 20,000 (3:7, w/v in PBS) for 4-5 h and then
the suviution was dialyzed against PBS for 48 h at 4 °C. Samples were
taken apart at each purification step for testing antibody activity.
The protein content of the monoclonal antibodies was determined by a
Bio-Rad protein assay, as described in I1.13.11.
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II.13.11. iQ- assay for in_con t

Bovine serum albumin (BSA) was diluted in distilled water to a
concentration of 100, 75, 50, 25, 10, 5 and 1 pg/ml to be used for a
calibration curve. The protein solutions to be tested were diluted in
distilled water to fall within this range. Wells of a 96-well
polystyrene plate were filled with 100 sl BSA- or protein solution in
duplicate. The Bio-Rad agent (Bio-Rad protein assay; dry reagent
concentrate; Bio-Rad Laboratories GmbH) was diluted in distilled
water (4:6, v/v) and 100 ul was added to the wells. The plate was
incubated for 20-30 min at room temperature and the absorbance was
measured with a Titertek Multiskan (Flow) at 580 nm. The protein
concentration of the monoclonal antibody solutions was calculated by
using the BSA-calibration curve.

II.14. Djgrribution of radioactivity in blood treated with
{7°Slgustard gas

Blood of human volunteers (10 ml) was collected in evacuated glass
tubes containing 15 mg NajEDTA. The blood was treated with 0.1 or 1
mM [35S]uustard gas (same batch as described in section 11.11.2.) for
45 min at 37 °C. The serum was collected as described in IT1.11.3. and
the blood cells were washed three times with PBS. The supernatants of
these washing-steps were added to the serum fraction. The hemoglobin
was collected after lysis of the erythrocytes as described in
IT.11.3. and the WBC were washed three times with PBS. The
supernatants of these washing-steps were added to the hemoglobin
fraction. The serum proteins were collected by precipitatiin in 10 mM
HC1 in 99% acetone (-20 °C) and centrifugation (15 min, 400 g). The
precipitate was dissolved in distilled water and the precipitation
step was repeated. The supernatants of both precipitations were
combined. The proteins were dissolved in distilled water. The globin
was precipitated from the hemoglobin-solution according to the same
procedure as used to isolate the serum proteins. The DNA was isolated
Zuom the WBC as described in II.11.4. The radiocactivity was
determined in & scintillation counter as described in II.11.6. in 100
sl samples of each of the fractions obtained. The radioactivity
present in the different fractions was expressed as the percentage of
the radioactivity measured in whole blood.

II.15. Identification of reaction products of mustard gas in
proteins of erythrocytes

I1.15.1. lsolation of hemoglobin from human blood

Blood of human volunteers (10 ml) was collected in evacuated glass
tubes, containing 15 mg NagEDTA. The blood was centrifuged (15 min;
400 g; 4 °C) and the serum was discarded. The cells were washed twice
with PBS and finally resuspended in PBS. The erythrocytes were lysed
with three volumes of lysis buffer as described in II1.11.3. The
solution was centrifuged (15 min; 400 g) and the sujernatant
containing the hemoglobin (Hb) was collected. The Hb-solution was
ultracentrifuged for 45 min at 50 kg at 20 °C to remove cell debris
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and non-lysed erythrocytes. The supernatant was dialyzed against
water (48 h; 4 °C) and stored at -70 ©C.

11.15.2. Isolation of globin from hemoglobin

Isolated Hb (2 ml) from human blood or commercially obtained Hb,
dissolved in water (10 mg/ml), was added dropwise to 20 ml of ice-
cold 10 mM HCl in 99% acetone, which was stirred and was placed in a
bath of solid COp/ethanol. Hydrochloric acid in 99% acetone (10 mM)
was added to a final volume of 30 ml. The suspensions were cooled for
some time (2-16 h) at -20 °C to precipitate the globin completely and
then centrifuged (15 min; 700 g; 4 °C). The supernatant containing
the hem-fraction was discarded and the globin was dissolved in
distilled water after air drying (10 min at 37 ©C). The precipitation
procedure was repeated. To remove traces of HCl and acetone the
globin was freeze-dried. The prcparations were stored at -20 °C.

IT.15.3. TIrypsin hydrolysis of globin

Isolated globin (10 mg) was dissolved in 3 ml of water. An aqueous
solution of trypsin (2 mg/ml; 100 ul) was added followed by 600 ul of
0.5 M NH,HCO3. The pH was adjusted to pH 8.5 + 0.2. The solution was
incubated for 2 h at 37 ©C. Next, the pH was adjusted to 6.4 with 1 M
HCl and the volume was brought to 5 ml. Acetonitrile (10 ml) was
added and the solution was left overnight at 4 °C to precipitate the
large fragments. The solution containing the smaller peptides was
centrifuged (15 min; 700 g). The supernctant was collected. To reduce
the volume, acetonitrile was removed by flushing with a gentle stream
of nitrogen. The solution was used for chromatographic separation of
the peptides; it was directly injected onto HPLC.

11.15.4.  Ireatment of hcmoglobin with mustard gas

Hemoglobin (commercially obtained and isolated Hb from human Llood)
was dissolved in water (1-5 mg/ml) and was treated with [358]mustard
gas (0.1-1 mM in 1% acetonitrile) for 2 h. The pH was checked with
pH-paper and adjusted with 5 N NaOH to pH 7. After the treatment,
globin was isolated, digested with trypsin (I1.15.3.) and analyzed on
HPLC.

T1.15.5. iti 2L ypsiniz lobi tide

Solutions of synthetic peptides or the trypsin fragments of globin
were injected onto a HPLC system as described previously (column:
RP18, corasil, 250 x 16 mm; 5 um particle size). Gradient elution was
applied: buffer A contained 0.1% trifluoroacetic acid (TFA) in water
wheras buffer B consisted of 0.1% trifluorcacetic acid in 70%
acetonitrile. A linear gradient was applied, which varied depending
on the type of analysis. The flow rate was 1 ml/min and the
absorbance was detected at wavelength 220 nm. In experiments with
353-1abelled proteins, fractions were collected and the radioactivity
was determined as described in II.11.6.
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11.15.6.  Amino acid analysis

Amino acid analysis of the peptides was perfcrmed as described by
Janssen et al. (78,79). The peptide (1-1.5 nmol) was gas-phase
hydrolyzed in 6 N HC1-1% phenol medium for 24 h at 110 °C and the
amino acids liberated were reacted for 20 min at room temperature
with 20 pl of a 10% phenyl isothiocyanate (PITC) solution
[acetonitrile-water-TEA (triethylamine)-PITC = 6:2:1:1 v/v].
Subsequently, the samples were dried in vacuo to remove excess of
reagent. The dried samples were dissolved in 250 gl of the starting
HPLC buffer solution and 100 ul was injected onto HPLC. The PTC-amino
acids (phenylthiocarbamyl amino acids) were analyzed by HPLC on a
Supelcosil LC-18DB (250 x 4.6 mm) column. Elution was with a gradient
of buffer A containing 0.7 M NaOAc + 2.5 ml TEA /1 and HOAc to adjust
pH to 6.4, and buffer B containing acetonitrile-water (80:20, v/v).
The flow rate was 1 ml/min. The column was kept at 45 ©C and the
amino acids were detected at 254 nm. The calculation of the amino
acid ratios was performed versus a calibration mixture of 23 amino
acids run under identical conditions.

11.15.7. Stability of mustard gas adducts to hemoglobin and
globin under acidic, glkaline and neutral
clrcumstances

Human blood was treated with 1 mM [3SS]mustard gas in 1% acetonitrile
(final concentration) for 60 min at 37 °C and pH 8, and Hb was
isolated as described in II.11.3. A part of the Hb was precipitated
and slobin (Gb) was isolated (II.15.2). Hb and Gb we.e incubated for
several hours at 37 ©C with 1 and 5 N of, respectively, NaOH,
methanesulfonic acid (MSA) and HCl. Treatment of Hb with the 5 N
solutions led to precipitation of the protein. Hence, only the
incubations with the 1 N solutions were continued. In addition, Hb
isolated from blood treated with [3SS]mustard gas was incubated at pH
7 for several days to study its stability under this condition. The
treatments were terminated by neutralizing the solutions with NaOH or
HCl and/or by precipitation of the proteins with ice-cold 10 mM HCl
ir 99X acetone. The radjoactivity was determined in the supernatants
(containing the hem group -if present- and the alkali- and acid-
labile adducts) and in the precipitated "globin fraction" after it
had been dissolved in water. The percentage of alkali- and acid-
lahile adducts was calculated.

11.16. Imsunochemical methods foyx the detection of mustard
gas_adducts to proteins of exrythrocytes

I1.16.1. Preparatijon of & polyclonsl antiserum against hemoglobin
D.L-valine coupled to KLH

Two immunogens were prepared to immuunize rabbits. Hb (2 mg/ml) was
treated with 1 mM mustard gas (60 min at 37 °C, in 1% acetonitrile
(final concentration). This protein was not coupled to a carrier
protein. N-(2'-hydroxyethylthioethyl)-D,L-valine (val-HD) was coupled
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to KLH with EDC [1-(3-dimethylaminopropyl)-3-ethylcarbodoimide] as
described in I[I.13.6. With each immunogen, one rabbit was immunized
intracutaneously, with 250 pug of the immunogen in complete Freund's
Ad juvant and boostered once with 250 ug of the immunogen in complete
Freund's Adjuvant after 4 weeks and once with 250 ug of the immunogen
in incomplete Freund’s Adjuvant after another 4 weeks. Two weeks
after every immunization, blood samples were taken to test antibody
activities. Two weeks after the last booster, the rabbits were
sacrificed and the serum was collected.

11.16.2. i the polye tiser

The polyclonal antisera were tested in a direct ELISA against Hb
treated with mustard gas (0, 0.1, 1 mM), globin isolated from mustard
gas-treated Hb, human serum albumin (HSA) and chicken gamma globulin
(CGG) treated with mustard gas (0, 0.1, 1 mM) and the N-terminal
heptapeptide of Hb, untreated and treated with 5 mM mustard gas (pH
8.5; 60 min; 37 ©°C). The ELISA was performed as follows. The 96-well
microtiter plates (polyvinyl chloride; Costar) were precoated with
poly-L-lysine (10 ug/ml; overnight at 4 ©C) and washed once with PBS.
The proteins and peptides were diluted in PBS (0.5-5 pg/ml) and 50 pl
per well was added and incubated for 30 min at room temperature. The
plates were washed three times with PBS with 0.05% Tween 20. Next,
the plates were incubated with PBS containing 0.5% gelatin for 60 min
at room temperature and again washed three times. The polyclonal
antisera were diluted (10-100,000 times in PBS with 0.05% Tween 20
and 0.i% gelatin} and 50 1l was added per well and incubated for 60
min at room temperature. After washing, the second antibody, viz.
goat-anti-rabbit-IgG-alkaline phosphatase (1:1000 diluted in PBS with
0.05% Tween 20, 0.5% gelatin and 5% FCS) was added (50 ul/well) and
the plates were incubated for 60 min at room temperature. After three
washings with PBS with 0.05X% Tween 20, the plates were washed once
with 0.1 M diethanolamine, pH 9.8. As substrate for alkaline
phosphatase, 50 ul of a solution of 4-methylumbelliferyl phosphate
(0.2 mM in 10 mM diethanolamine, pH 9.8, 1 mM MgCl)) was added and
incubated for 2 h.
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711 RESULTS
IIT.1. Synthesis of {3°$]-mustard gas

Radiocactively labelled mustard gas was needed to study its in vitro
and in vivo binding to DNA and proteins. Therefore it was essential
to obtain material with a high SgeCific activity and radiochemical
purity. For economical reasons 3°S was chosen as the most appropriate
radioactive isotope, rather than C. ’H was considered to be less
suitable because of possible exchange reactions during the
investigations. The synthesis involved the reaction between hydrogen
{355]su1fide at the highest specific activity which was commercially
available with ethylene oxide to give thiodiglycol, followed by
conversion to mustard gas. This reaction sequence was carried out
according to the method of Boursmell et al. (50) with slight
modifications (51), according to the reaction scheme in Figure 3:

Hy'S +CHy — CH, — = HO -~ S5\ gy
~N 7
0
SOCl,

(‘s =3s) C,/”\,/§~\v/~\ o

Figure 3. Reaction scheme for the synthesis of [3SS]mustard gas

An alternative for the first reaction step is the reaction of 2-
bromoethanol with sodium sulfide (92). Apart from the higher cost of
sodium [358]sulf1de. the method involves the laborious removal of
water from thiodiglycol, which makes it somewhat less attractive.
Prior to the high specific activity syntheses, several cold runs of
the second reaction step using thionyl chloride were carried out,
which gave yields of 90% or more of mustard gas with a gas
chromatographic purity exceeding 98%. The first reaction step had
been evaluated and was found to give quantitative yields of pure
product during previous work on several syntheses of low specific
activity [3SS]mustard gas (51), as well as in the 1 mmol scale
synthesis of deuterated thiodiglycol, which was prepared analogously.

Unexpectedly, the radiochemical yields in the present two synthesis
runs (21-27%) were much lower than previously (>60%; 51). As shown
in Figure 4, thin layer radiochromatography of the crude thindiglycol
revealed the presence of a series of radioactive contaminants.
Mustard gas obtained from this material contained ca. 15% (GLC) of a
radiocactive contaminant which was identified as 1-(2-chloroethoxy)-2-
(2’ -chloroethylthio)ethane, Cl-C)H,-S-CoHy-0-CoHy-Cl. Therefore, we
ascribe this decrease in yield tentatively to the formation in the
first reaction step of higher homologues of thiodiglycol containing
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extra oxyethvlene groups. This may be due to the usc of a haloper
photo lamp for heating of the gaseous reaction components in the
first reaction step. instead of the 500 W incandescent lamp used :in
previous runs.

— = DPM

2

front stan

Figure 4. Thin layer radiochromatogram of [3581thiodig]ycol (crude
reaction product)

A final distillation of the labelled mustard gas gave satisfactory
products with radiochemical purities of 98% and chemical purities of
ca. 95%, and with specific activities of 855 and 877 MBq/mmol, i.e.,
23.1 mCi/mmol and 23.7 mCi/mmol, respectivelyv

TI1.2. Synthesis of protected derivatives of thiodiglycol and of
semi-gustard gas

In the course of our synthetic work for this project, we felt the
need for derivatives of mustard gas and thiodiglycol which allow
their use for the specific purpose of obtaining products which result
from a reaction with only one of the two tunctional groups in these
molecules. The instability of semi-mustard gas, HO-CpH4-S-CoHg4-Cl,
almost prohibits its use in a reasonably pure state. Therefore, we
developed two types of protective groups which block & 2-hydroxyethyl
moiety of thiodiglycol or semi-mustard gas in a reversible way
(Figure 5). The trialkylsilyl group in the first type of derivative
can be removed under acidic conditions, whereas the hydroxy group in
the acyl-protected derivative is regenerated under basic conditions.




Ry (Ry)y Si 0~ ™7™ x [ Ry = Me or tHu, R, - Me. X = Or or ¢ ]
- ~S ~
CHy C{0) 0"y [ X = 0morci}]

Figure 5. Chemical structures of reversibly protected derivatives of
thiodiglycol and of semi-mustard gas

111.2.1. ialkylsi derivatives

2-Trimethylsilyloxyethyl 2’-hydroxyethyl sulfide was readily obtained
from the reaction in acetone at -40 °C of thiodiglycol with equimolar
trimethylsilyl chloride and triethylamine, according to the reaction
scheme in Figure 6. However, the product could not be purified due to
disproportion/decomposition reactions during distillatrion, which left
substantial amounts of thiocdizlyeol and of the di-trimothylcily?
Geiivative in atl fractions. The t-butyldimethyl-silyl monoether,
prepared in the same way as the trimethylsilyl derivative, is more
stable towards hydrolysis than the latter derivative. Therefore, the
t-butyldimethylsilyl derivative could be washed with water prior to
distillation in order to remove thiodiglycol and acidic impurities.
Subsequent fractionel distillation gave the desired product in > 38%
yield with a purity (GLr) of 98%. The new product has been fully
characterized by means of MS (EI), L. and 13c-nMr spectroscopy and
is stable for months at -20 °C.

(3 T™MS-Ct
HONTINNON oy (CHSIn0 S om

Figure 6. Reaction scheme for the synthesis of 2-trimethylsilyloxy-
ethyl 2'-hydroxyethyl sulfide

The hitherto undescribed compound 2-trimethylsilyloxyethyl 2'-chloro-
ethyl sulfide was prepared from reaction of crude semi-mustard gas,
trimethylsilyl bromide, and triethylamine in ether at -60 to -40 °C
according to the reaction scheme in Figure 7. Work-up and
distillation of the reaction mixture gave the desired product in 19%
yield and a purity of 93X (GLC), with semi-mustard gas as a major
impurity. The product was fully characterized by means of MS (EI),
1H- and C-NMR spectroscopy, and elemental analysis. It appeared to
be stable for monthis at -20 °C.

T™MS-Br
WNINNG > Es-0 TN

Figure 7. Reaction scheme for the synthesis of 2-trimethylsilyloxy-
ethyl 2'-chloroethyl sulfide
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i1r.2.2. Acyl derivatives

2-Acetoxyethyl 2‘-hydroxyethyl sulfide was obtained from the reaction
at room temperature of equimolar acetyl chloride and pyridine with a
tenfold excess of thiodiglycol in dichloromethane, according to the
reaction scheme in Figure 8. Excess of thiodiglycol was conveniently
removed by washing with water. The desired product was obtained in
49% yield and a purity of 95Z (GLC) by means of distillation. The new
product is stable upon storage at -20 9C and was fully characterized
by means of MS (thermospray), 4- and 13c-NMR spectroscopy.

2-Acetoxyethyl 2'-chloroethyl sulfide has been reported by Seligman
et al. (54). These authors obtained the product from the reaction of
semi-mustard gas with acetic anhydride. No analytical data were
presented, other than the refractive index. We have obtained the
desired product by conversion of 2-acetoxyethyl 2'-hydroxyethyl
sulfide with thionyl chloride at 0-20 ©C, according to the reaction
Schiefic in If.gure (. After two distillations the product was obtained
in 79% yield and with a purity of 99.7% (GLC). It was fully
characterized by means of MS (EI), 1. and 13c.mr spectroscopy. The
product is stable ior months at -20°C.

0
Pyridine {
HO - S on +  CHC(O)C! 3 CHyC— 0 I on
20 °C
)
1 oo
2
mﬁc—-O/’\v’s\w/\\a

0-20 °C

Figure 8. Reaction scheme for the synthesis of 2-acetoxyethyl 2’-
hydroxyethyl sulfide and subsequent conversion into 2-
acetoxyethyl 2'-chloroethyl sulfide

II1.3.

Early investigations by Lawley et al. (30-35) have suggested that
primarily the N7 nitrogen in guanine bases of DNA and RNA is
alkylated by mustard gas, leading to N7-(2’-hydroxyethylthiocethyl)-
guanine, as well as to the corresponding intrastrand and interstrand
di-adduct di-(2-gusnin-7’-yl-ethyl) sulfide, whereas Ludlum et al.
(37) suggest that traces of 06-(2’-hydroxyethylthioethyl)-guanine are
also formed. So far, these adducts were only characterized on the
hasis of similarity of their UV spectra with those of analogous

alkyl -substituted purines, and only the isolation of the N7 guanine
mono-adduct has been explicitly described by Brookes and Lawley (30).
In order to identify the adducts of mustard gas with bases in DNA in
a definitive way, we have resynthesized these adaucts and have
characterized them fully by way of spectroscopic and chromatcgraphic
techniques.
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111 3.1. N7-(2‘-Hydroxyethylthioethyl )-guanine

In our early attempts to prepare the desired N7 guanine mono-adduct
bty the reaction of mustard gas with guanosine in glacial acetic acid
at 100 °C (30), followed by hydrolysis in aqueous hydrochloric acid
according to the reaction scheme in Figure 9, we found (thermospray-
LC-MS) that the desired product was indeed present in the reaction
mixture (MHY, m/z = 256). In spite of increasing the molar excess of
mustard gas and prolongation of the reaction time, the ratio between
reaction products and unreacted guanine did not increase.

0 0
. -
N NH HO/\/\/\N' N
B! E+
LA, A A
HoCH o a ~S~~a. Hoth o
Acetic Acid
oH OH o4 OH
Ho"
1
HO,AV'S\/\NT T
(A,

Figure 9. Reaction scheme for the synthesis of N7-(2'-hydroxy-
ethylthioethyl)-guanine from guanosine

The reversed phase HPLC chromatogram of the crude reaction mixture
with diode array detection (Figure 10) showed, in addition to guanine
(peak 3), two reaction products with identical UV spectra. We
suspected that these were the N7 mono-adduct (peak 4) and the
corresponding di-adduct (peak 5), respectively. Reversed phase HPLC
on a semi-preparative scale yielded enough material to positively
identify both the N7 mono- and di-adducts. Thesc experiments learned
also that this method was too time consuming to isolate sufficient
amounts of product for full characterization. Similar problems were
encountered with ion exchange HPLC on SAX-type columns. Attempts to
purify the product by means of repeated recrystallizations and
extractions of the crude material with various solvents and dilute
aqueous hydrochloric acid gave a product with a purity < 60%.
Finally, the best results were obtained with a commercial medium
pressure liquid chromatography system (Lobar, Merck) usiug the
largest glass colummn available (44x3.7 cm) packed with reversed phase
silica gel (RP 18). This system allowed sample loads of up to 20 mg
crude material, containing ca. 34X of the desired mono-adduct. In
this way, 100 mg of crude material gave a yield of 35 mg of the
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product as mono-hvdrate after one additional recrvstallization trom
water .
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Figure 10. Reversed phase HPLC chromatogram with diode array
detection after hydrolysis of the crude reaction mixture
resulting from the alkylation of guanosine with a 100%
molar excess of mustard gas in glacial acetic acid. The
chromatogram was measured at a set wavelength oi 204 nm;
the UV spectra of the major peaks, measured on-line, are
also given. The column (250x5 mm) was packed with
LiChrosorb RPi8 (particle size 5 pm). Eluent: 25 mM
ammonjux bicarbonate in water/methanol (3/1, v/v)

According to reversed phase HPLC (UV detection at 254 nm) the purity
of the product was 96-97%. The UV cpectra (lpay 284 nm at pH 7.0; 249
am at pH 1.0) and melting point (dec > 280 9C) were identical with
those reported by Brookes and Lawley (30). As mentioned above
thermospray MS of the product showed MHY at m/z 256, whereas electron
impact MS showed a small peak at m/z 255 (M*) and major peaks at m/z

237 (M-H20, loss of water from 2'-hydroxyethylthioethyl group) and at
m/z 151 [M-(CH~CH-S-CHp-CHy-OH).

The structure of the product followed uncquivocally from ly. ang 13c-
NMR spectroscopy (Figure 11). The long range couplings found between
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N-CH) and C-5/C-8 clearly show thar the 2*-hvdroxvethylthioethvl
moiety is attached to N7.
a b
478 --- HO ?H
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354 - - - H,C 60.8 ?Hz
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Figure 11. Chemical shift assignments and coupling constants for the
hydrogen (400 MHz; a) and carbon atoms (100.6 MHz; b) of
N7-(2'-hydroxy-ethylthioethyl)-guanine in DMSO-dg. C-H
couplings within the 2'-hydroxyethylthioethyl grecup are
not given

111.3.2. Di-(2-guanin-7'-yl-ethyl) sulfide

When the above-mentioned reaction conditions for the synthesis of the
N7 guanine mono-adduct of mustard were changed to equimolar amounts
of reactants in order to optimize the yield of the corresponding di-
adduct, a maximal conversion to ca. 10% of di-adduct was observed
with reversed phase HPLC. No further improvemints were achieved by
varying the reaction conditions. An alternative route of synthesis
was sought in the conversion of crude mono-adduct with thionyl
chloride to the corresponding N7-(2'-chloroethylthioethyl)-guanine,
followed by conversion of this product to di-adduct with remaining
guanine in the reaction mixture, according to the reaction scheme
given in Figure 12. Although the chloro-compound was probably furmed,
as observed by the formation of the corresponding acetoxy derivative
in thermospray-LC-MS of the reaction mixture in acetate buffer, the
formation of the desired di-adduct was not observed.

A third method of synthesis was evaluated, according to Brookes and
Lawley (93), besed on the reaction of equimolar mustard gas and
guanosine-5'-phosphate (guanilic acid) in water, followed by acid
hydrolysis to obtain the free base, as shown in the reaction scheme
given in Figure 13

Although a non-homogeneous reaction mixture is obtained due to the
slight solubility of mustard gas in water, the reaction proceeds
smoothly a* room temperature. However, again a maximum conversion to
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Figure 12. Reaction scheme for the attempted synthesis of di-{2-guan-
7'-yl-ethyl) sulfide via chlorination of the 2'-hydroxyl-
ethylthioethyl moiety of N7-(2’-hydroxyethylthiocethyl)-
guanine and subsequent alkylation of guanin

R ORI S aa=28

)i: I NH
J\Nl N) kN lN;LNW

Figure 13. Reaction scheme for the synthesis of di-(2-guan-7'-71-
ethyl) suifide via alkylation of guanousine-5'-phosphate
with mustard gas and subsequent hydrolysis

NHy

only 10X of di-adduct was observed. Initial attempts to purify the
di-adduct from the crude reaction mixture by means of chromatographic
tzchniques were poorly reproducible. Separations were inadequate and
collected eluates were sometimes f und to contain no product. When we
found out that these problems were due to the extreme low solubility
of the di-adduct in water, these complications were used to our
advantage. Repeated extractions of crude material with dilute aqueous
hydrochloric acid removed virtually all contaminants and starting
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material . The residual di-adduct was obtained as analyticallv pure
hydrochloride salt by means of recrystallization from boiling aqueous
hydrochloric acid (pH 2). The UV spectrum showed maxima at ?84 nm (pH
7.0y, and at 249 nm (pH 1.0), i.e., identical with the spectrum of
the mono-adduct (vide supra). Under optimal conditions with regard to
the temperature of the tip of the probe (ca. 2350 °C), thermospray MS
of the product showed only MH' at m/z = 389 and MNa' at m/z = 411.

The structure of the product followed unequivocally from ly- and L3c-
NMR (Figure 14), using CF3C00D as solvent. The long rang~ rouplings
between N-CH2 and C-5/C-8 indicate that the side chain is attached to
N7.

H,C 7——CH2—-7* S—-

o 50.0 321
H,C fAcH[~*S~—-
3Hz

1095 N 2 M.

rstjl§§§§ ////J::::: 07
b
1459 N
9Hz

Figure 14. Chemical shift assignments and coupling constants for the
hydrogen (400 MHz;, a) and carbon atoms (100.6 MHz; b) of
di-(2-guan-7’-yl-ethyl) sulfide in CF3C00D

I11.3.3. -(2'- thi -2 -

Our first efforts to obtain this product were based on the work of
Ludlum et al. (37,94,95). These authors reported the synthesis of the
desired product, and of the corresponding (2‘-ethylthioethyl)
derivative, in unqualified yields from the reaction of 6-chloro-
3',5'-di-0-acetyl-2'-deoxyguanosine with the (mono)sodium salt of
thiodiglycol and of ethyl 2-hydroxyethyl sulfide, respectively. In
our hands this route of synthesis did not give the desired 06-
derivative of mustard gas. Only when we used the sodium salt of 2-
trimethylsilyloxyethyl 2'-hydroxy-ethyl sulfide instead of
thiodiglycol, mass spectrometry (positive CI,isobutane) of the crude
reaction mixture showed peaks at m/z = 256 and 238, corresponding




Las

wioh MY of 06-(2'-hydroxyethylthioethyl)-gusnine and loss of water
from the latter product. Attempts ta isolate the Ob-derivative from
the reaction mixture by means of reversed phase HPLC were
unsuccessful .

Since the direct reaction of 2'-deoxyguanosine with mustard gas is
expected to give only traces of alkylation at 06 due to the soft
character of the episulfonium ion electrophile, we concenirated our
efforts on a route of synthesis of O6-derivatives of 2'-dvoxy-
guanosines as developed by Gaffney and Jones (55,56), and modified by
Van Boom (57). The sequente of reactions as shown in Figure 15
involves reaction of 3’,5' ,N2-triacetyl-2’'-deoxyguanosine (1)

with 2,4,6-triisopropylbenzenesulfonyl chloride to yield the
06-sulfonylated derivative (2), in which the sulfonyl ester moiety is
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Figure 15. Reaction scheme for the 06-alkylation of 2'-deoxy-
guanosine. TPS-Cl = 2,4,6-trijsopropylbenzenesulfonyl
chloride; NMP = N-methylpyrrolidine; R = acetyl or
t-Bu(Me),Si; DBU = 1,8-diazabicyclo-(5.4.0)-undec-7-ene
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readily replaced by a l-methvl-pyrrolidinium group to give 3). Th-
latter group is displaced in turn by the appropriate alcohol in the
presence of the strong basc 1.8-diazabicyvclo-(5.4.0)-und ¢-7-ene

(DBU) to yield 4), which is deprotected with aqueous ammonia (o give
the Jdesired product (5). First, we explored this route of synthesis
using the t-butyldimethylsilyl derivative of thiodiglycol [R -
tBu(Me))Si-; see IIT 2.1]. It was concluded that this route was
viable, but the insolubility of the silylated derivative of 2'-
deoxyguanosine in water complicated the purification of the end
product. Therefore we used subsequently the monoacetylated derivative
of thiodiglycol [R = MeC(O)-; see Iil.2.2]. This turned out to
provide a smooth synthesis, in which a one-step deprotection removed
all four acetyl groups to give (5) in ca. 12% overall yield.
According to reversed phase HPLC (UV detection at 214 nm) the purity
of the product was 98.6%, whereas IH.NMR confirmed that tne overall
purity was >95%.

The structure of the product follows from the route of synthesis and
was confirmed in several ways. The UV spectra at pH 7 and 14 show
maxima at 247 and 281 nm. These maxima shift to 243 and 288 nm at pH
1, ir. accordance with the UV spectra of other O6-alkylated 2'-deoxv-
guanosine derivatives (58). The thermospray mass spectrum of the
product shows peaks at m/z ~ 372 (MH'), 256 [MH* of 06-(2’-hydroxy-
eciyithioethyl) guanine), and at 152 (MHY of guanine). See
experimental part for a full assignment of the Iy. and 13c-NMR
spectra of the product in D50.

I11.3.4. -(2'- L -

According .o Ludlum et al. (37,94,95) it is impossible to depurinate
06-(2'-hydroxyethylthioethyl)-2"-deoxyguanosine by means of acidic
hydrolysis since this results in simultaneous loss of the Z'-hydroxy-
ethylthioethyl group at 06. We have found, however, that depurinatiomn
in 0.1 N aqueous hydrochloric acid for 100 min at room temperature
leads to almost complete depurination and only to partial
dealkylation at 06 (Figure 15). A one-step purification step on a
Sephadex G-10 column gave the desired product in 39% yield with a
purity > 95% (IH-NMR)‘ The thermospray mass spectrum of the product
shows peaks at m/z = 278 (MNat), 256 (MHY), and 152 (MH*, guanine).
See experimental part for a full assignment of the ‘H- and L3c-nr
spectra of the product in DMSO-dg.

I1r.4. Synthesis of mustard gas gdducts with adenine

Alkylation of adenosine with excess of mustard gas in glacial acetic
acid at 100 °C, by analogy with the alkylation of guanosine (see
[11.3.1) was followed by hydrolysis of the reaction mixture in 1 N
aqueous hydrochloric acid. Reversed phase HPLC analysis with
photodiode array detection of this mixture (Figure 16) led to the
identification of peak 4 as adenine, based on retention time and uv
maximum (Apax 259 nm). Peak 6 was tentatively assigned as N3-(2'-
hydroxyethyl-thioethyl)-adenine (Aggx 274 nm), and peak N7 as N9-(2'-
hydroxyethylthioethyl)-adenine (Ag,x 262 nm). The tentative
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Figure 16.

Reversed phase HPLC chromatogram with diode array
Jetection after hydrolysis of the crude reaction mixture
resulting from the alkylation of adenosine with mustard
gas in glacial acetic acid at 100 °C. The chromatogram was
measured at o set waveleight of 267 nm; the UV spectra of
the major peaks, measured on-line, are also giver.. Th~
column (250x5 mm) was packed with LiChrosorb RP.8
(particle size 7 pm). Eluent: 25 mM ammonium bicarbonate
in water/methanol (2/1, v/v)

assignments of the latter twc peaks were corroborated by means of
thermospray-LC-MS, which showed prntonated parent ions at m/z = 240,
as expected for 2'-hydroxyethylthivethyl wornn-adducts of adenine. The
prcduct corresponding with peak 6 was isolateca by means of two
successive purifications on a reversed phase medium pressure Lobar
column, which gave the product in ca. 1% overall yield. A final proof
of the structure was obtained from 'H- and C-NMR spectroscopy
(Figure 17). The assignments of the carbon signals are based on




108
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and €-2/C-4 indicate that the 2’ -navdroxvethvithioethvi mojery i«
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Figure 17. Chemical shift assignments and coupling constants for *he
hydrogen (400 MHz; a, and carbon atoms (1C9.6 MHz; b) of
N3 (2'-hydroxyethyl-thioethyl)-adenin - in DMSO-dg,
excluding C-H couplings within the 2'-hydroxyethylthio-
ethyl group

Simultaneousiy with the N3 adduct. a small quantity of the supposed
N9 adduct was isolated from the Lobar column. The structure of this
product was tentatively assigned by means of ly.NMR as the N9 adduct
(data not given). We assume that this adduct ha: been formed du- to
partial depurination during the alkylation reaction in glacial acetic
acid, which makes the N9 position available for alkylaition. We found
no evidence for the formation of an N1 adduct of adenine. while this
product has been isolated from the reaction of 2'-deoxyguanosine-5'-
phosphate (35) and of adenine (34) with semi-musta.d gas in aqueous
solution.

IT1.5. Lttempted synthesis of N7-adducts of 2'-deoyyguanosine-5 -
phosphate

One of the mwost straig:tforw rd approaches to obte’n haptens for the
gereration o) monoclonal antibodies against adducts of mustard gas
with DNA is the synthesis of nucleotide addicts corresponding with
the major adducts which have been identified, followed by coupling to
a rotein of such nucleotide adducts via the phosphate moiety in
£ to raise antibodies. In this context we have started our

ctorts to obt- 1 haptens with attempts to synthesize the N7 mono-
adduct of mustard gas with 2'-deoxyguanosine-5'-phosphate, since the
N7 mono-adduct of guanine appears t> be the most abundant addu-t upon
aikylation of h..man and calf-thymus DNA with mustard gas (corfer
IT11.15).

Reaction of 2'-deoxyguanosine-5'-phosp'ate with a 50% molar excess of
m.stard gas in a 0.7 M aqueous triethylammoniam bic rl.onate/-
acetonitrile qixture (2/1, v/v; pH 7.5) at room temperature for 16 L
gave conversion to ca. 40% of one major reaction product, according
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to anion exchange HPLC analvsis. This product was isolated by wmeans
of anion exchange chromatograpii on a Sepharose Q column, using 4
gradient increasing from 0.1 to 1.0 M aqueous triethylammonium
bicarbonate. This gave the purified reaction product in ca. 16%
overall yield. Attempts to obtain thermospray or El mass spectra of
the product were unsuccessful. The YV maxima of the adduct in aqueous
solution at pH 1, 7. and 13 were ai 255, 252, and at 267 nm,
respectively. The similarity of these spectra with those of
unsubstituted 2'-deoxyguanosine (58) and the absence of a rapidly
exchanging hydrogen atom at C8 in the Ly NMR spectrum of the product
in D0 indicated that the desired N7 adduct had not been obtained.
Chemical shifts and coupling constants in the Iy and 13c-NMR spectra
of the product in D0 are summarized in Figure 18. The s€11tt1ngs in
the lH- decoupled 13coNMR spectrum, which are due to

couplings, clearly indicate that the 2’-hydroxyethy1th10ethyl moiety
is attached to phosphate. It follows that alkylation of the phosphate
moiety of 2'-deoxyguanosine-5’-phosphate by mustard gas has taken
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Figure 18. Chemical shift assignments and P-C coupling constants for
the hydrogen (400 MHz; a) and carbon atoms (100.6 MHz: b)
of 5'-(0-(2"-hydroxyethylthioethyl) phosphate]-2'-deoxy-
guanosine in D)0
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place almost exclusively with formation of 5'-!0-(2"-hydroxyvethyl-
thioethyl) phosphite]|-2‘-deoxvguanosine.

We assume that this preference for alkylation of phosphate instead of
the N7 position of the guanine base is caused by the ionization of
the weakly acidic (pKy; 6.4) and strongly nucleophilic secondary
hydroxyl group of the phosphate moiety at the pH (7.5) of the
reaction (59). Reaction at acidic pH in order to protonate the
hydroxyl group is not feasible in view of the rapid depurination of
2’ -deoxyguanosine derivatives at acidic pH (96). Therefore, we
attempted the alkylation at N7 of 2'-deoxyguanosine-3’,5'-cyclic
phosphate, which has only a strongly acidic, weakly nucleophilic
group at the phosphate moiety. If successful, the reaction product
can be hydrolyzed with phosphodiesterase, 3',5'-cyclic nucleotide
(E.C. 3.1.4.37) (97), to give the desired end product, according to
the reaction scheme given in Figure 19. The reaction was performed
under the same conditions as those described above for 2'-
deoxyguanosine 5'-phosphate. Anion exchange HPLC a< well as LH-NMR
analysis of the crude reaction mixture after replacement of solvents
by D0 revealed that a mixture of at least 6 reaction products had
been formed. No attempts were made to isolate individual products. As
expected, depurination occurred when it was attempted to alkylate the
cyclic phosphate derivative at acidic pH (pH 4.5).
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Figure 19. Reaction scheme for the attempted synthesis of N7-(2"-
hydroxyethyl -thicethyl)-2'-deoxyguanosine-5'-phosphate via
alkylation of 2'-deoxy-guanosine-3',5'-cyclic phosphate
with mustard gas and subsequent enzymatic hydrolysis of
the cyclic phosphate moiety
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A final attempt was made to obtain the desired N7 mono-adduct of
mustard gas with 2'-deoxynucleoside-5'-phosphate by means of
alkylation at N7 of 2‘-deoxy-guanosine, followed by phosphorylation
of the 5'-position with nucleoside phosphotransferase by analogy with
the published procedure for the N7 methyl adduct (98). The reaction
scheme is given in Figure 20.
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Figure 20. Reaction scheme for the attempted synthesis of N7-(2"-
hydroxyethylthioethyl)-2’-deoxyguanosine-5’-phosphate via
alkylation of 2'-deoxy-guanosine with mustard gas and
subsequent enzymatic phosphorylation at the 5'-position

2’ -Deoxyguanosine was reacted with mustard gas as described above for
2’ -deoxy-guanosine-5'-phosphate. Cation exchange HPLC of the crude
reaction mixture shows (Figure 21), in addition to the peak of
unreacted starting material, two peaks of reaction products. Small
amounts of these products were isolated by means of preparative
reversed phase HPLC on an RP18 columm. 1H-NMR of the first reaction
product indicated that this was N7-(2'-hydroxyethylthioethyl)-
guanine, contaminated with other unidentified products. We assume
that N7-(2'-hydroxy-ethylthioethyl)-2’'-deoxyguanosine has been
formed during the reaction, but that depurination has proceeded
during work-up.
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Figure 21. Cation exchange HPLC chromatogram of the crude reaction
mixture resulting from alkylation with mustard gas of 2'-
deoxyguanosine in 0.1 M aqueous triethylammonium
bicarbonate (pH 7.5)/acetonitrile (2/1, v/v). The column
(300x2 mm) was packed with Partisil-10 SAX. Eluent:
aqueous KH9PO4 with a linear gradient increasing from
0.001 M to 0.3 M in 30 min. UV detection at 254 nm.

Peak 1: 2"-deoxy-guanosine; peak 2: N7-(2'-hydroxyethyl -
thioethyl)-2"deoxyguanosine(?) and other products; peak 3:
N1-(2‘-hydroxyethylthioethyl)-2"-deoxyguanosine

Analysis of the lH- and 13¢-NMR spectra in DMSO-dg of the last
eluting minor product revealed unequivocally that a hitherto
undescribed adduct of mustard gas had been isolated, i.e., N1-(2’-
hydroxyethylthioethyl)-2"-deoxyguanosine. The assignment of the
carbon signals is based on single frequency decoupling experiments
and on a two-dimensional heteronuclear chemical shift correlated
spectrum (HETCOR; see Figure 22). The assignment of C2 and the
hydroxylated carbons was concluded from the observed splittings after
addition of Dy0 (ratio H0/D70 ca. 1/1). The long range couplings of
approximately 3 Hz found between N-CHp and both C6 and C2 indicate
that the 2’'-hydroxyethylthiocethyl moiety is attached to N1. Chemical
shift assignments and some coupling constants for the hydrogen and
carbon atoms of the N1 adduct are summarized in Figure 23. The
thermospray MS spectrum of the Nl-adduct had major peaks at m/z = 372
(MH*) and at m/z ~ 256 [MH' of N1-(2’-hydroxyethylthioethyl)-
guanine}, in accordance with the assigned structure.
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Figure 22. Heteronuclear chemical shift correlated (HETCOR) spectrum
of N1-(2'-hydroxyethylthioethyl)-2"-deoxyguanosine in
DMSO-dg
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Figure 23. Chemical shift assigmments and coupling constants for the
hydrogen (400 MHz; a) and carbon atoms (100.6 MHz; b) of
N1-(2'-hydroxyethylthioethyl)-2"-deoxyguanosine in

DMSO-dg
11I.6. Synthesis of N7 mono- and di-adducts of guanosine
—derivatives

Experience with the attempted synthesis of N7 mustard gas-adducts of
2'-deoxy-guanosine-5'-phosphate had learned that alkylation at
neutral pH leads to almost exclusive alkylation of the weakly acidic
phosphate moiety, whereas attempts to perform the synthesis under
conditions of complete protonation of the secondary hydroxyl moiety
at phosphate lead to depurination of starting material and of
reaction products. Since guanosine-5'-phosphate depurinates more
slowly than the corresponding deoxyribose derivative under acidic
conditions and since haptens derived from guanosine adducts for
generation of antibodies against deoxy-guanosine adducts have a
similar or even better affinity than antibodies raised against the
actual adducts of 2‘-deoxyguanosine (98), we decided to attempt the
synthesis of mustard gas-adducts of guanosine-5'-phosphate at pH 4.5,
1.e., at full protonation of the weakly acidic phosphate moiety (pKg
6.4).
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111.6.1. Synthesis of N7-(2"-hydroxyethylthiocethyl)-guanosine-5'-
ethyl] sulfide

A 10 mM aqueous solution of guanosine-5'-phosphate was alkylated with
20 mM mustard gas for 16 h at room temperature, while the pH was kept
at 4.5 by means of automatic titration with a pH-Stat apparatus.
Reveised phase HPLC of the crude reacticn mixture (Figure 24) rhowed.
in «idition to starting material and thiodiglycol, three peaks
presumably corresponding with mono- and di-adducts of mustard gas. A
pre-separation of reaction products from unreacted starting material
was obtained by means of anion exchange chromatography on a Sepharose
Q column. By using water as an eluens, the reaction products and
thiodiglycol are eluted whereas starting material remains on the
column, A separation between peaks 3 asnd 5 (confer Figure 24),
corresponding with N7 mono-adduct and di-adduct, respectively (vide
infra), was obrained by re-chromatography on the same type of column
using a 0-1 M gradient of aqueous sodium chloride. Finally, gel

Detector signal
m

Figure 24. HPLC chromatogram of the crude reaction mixture obtained
after reaction of guanosine-5'-phosphate with a 100X molar
excess of mustard gas in aqueous solution at room
temperature, pH 4.5. Reversed phase chromatography on an
RP 18 column (300x2 mm). Eluent: 4 mM (n-Bu),NHHS0,4 and
0.3 M KHyPO4 in water/methanol (3/1, v/v). UV detection at
260 nm. Peak 1, thiodiglycol; peak 2, guanosine-5‘-
phosphate; peak 3, N7-(2"-hydroxyethylthioethyl)-
guanosine-5'-phosphate; peak 4, unknown; peak 5, di-
[2{(guanosine-5'-phosphate)-7-yl}-ethyl| sulfide
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chromatography on a Sephadex G-10 column removed thiodiglycol and
inorganic salts from the two adducts. The mono-adduct was obtained in
ca. 23% yield with a purity of ca. 94% (estimated from LH-NMR).
whereas the di-adduct was isolated in ca. 4.5% yield, purity ca. 90%
(estimated from 1H-NMR). The UV spectra of the mono-adduct in aqueous
solution have maxima at 258, 258, and 266 nm at pH 1, 7, and 13,
respectively, whereas the corresponding maxima of the di-adduct were
found at 266, 260, and 266 nm, respectively.

The FAB-MS spectrum of the mono-adduct (Figure 25) shows peaks at m/z
490 (HNa+) and at 468 (MH+), whereas additional peaks are probably
related tothe glycerol/thioglycerol matrix. Several attempts to
obtain a FAB-MS spectrum of the di-adduct were unsuccessful.

h1e ]
236 9 XE+Q”
188

801
468.0

200 2350 320 350 4082 450 500 550

Figure 25. Fast atow bombardment (FAB) mass spectrum of N7-(2"-
hydroxyethylthioethyl)-guanosine-5‘-phosphate. The
product was ionized from a glycerol/thioglycerol matrix
with Xenon atoms (7-8 kV acceleration voltage)

Analysis of the 14- and 13c-NMR spectra of the mono-adduct (Figure
26) shows unequivocally that N7-(2"-hydroxyethylthioethyl)-guanosine-
5’-phcsphate has been obtained. The assignment of the carbon atom
signals in DMSO-dg is based on single frequency decoupling
experiments. Long range H-C couplings found between N-CHy and both C8
and C5 indicate that the 2'-hydroxyethylthioethyl moiety is attached
to N7. Moreover, the LH-NMR spectrum in D90 shows exchange of the
hydrogen atom at C8 with deuterium. This exchange of the acidic
hydrogen atom at C8 is characteristic for N7 adducts of guanosine and
guanosine-5’-phosphate adducts (99).
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Figure 26. Chemical shift assignments and coupling constants for the
hydrogen (400 MHz; a) and carbon atoms (100.6 MHz; b) of
N7-(2"-hydroxyethylthioethyl)-guanosine-5’-phosphate in
DMSO-dg. Assignments marked with an asterisk may be
interchanged

The lH-NMR spectrum of the di-adduct gives little characteristic
information. An analysis of the 13c.NMR spectrum of the di-adduct in
Hy0/Dy0 is given in Figure 27. The assignment of the carbon atom
signals is tentative. The assigned structure, i.e., di-{2((guanosine-
5'-phosphate)-7-yl)-ethyl] sulfide, was concluded from the close
similarity of the chemical shifts to_those of the N7 mono-adduct. In
order to facilitate comparison, the 13c_NMR spectrum of the mono-
adduct in Hy0/D90 is also given in Figure 27. The ly-NMR spectrum of
the di-adduct in D0 shows also the exchange of the acidic hydrogen
atoms at C8, similar to that in the mono-adduct.

It should be noticed that the di-adduct decomposed within a few
months upon storage of the neat solid material at -80 °C, whereas the
mono-adduct was stable under such conditioms.




Figure 27. Tentative chemical shift assignments (a) for the carbon
atoms (100.6 MHz) of di-[2{(guanosine-5'-phosphate)-7-yl}-
ethyl} sulfide in Hy0/D90. For comparison the
corresponding data for N7-(2"-hydroxy-ethylthioethyl)-
guanosine-5’-phosphate in Hp0/D70 are also given (b).
Assignments marked by an asterisk may be interchanged

111.6.2. is 1 -

Rupprecht et al. (100) have synthesized 2',3'-0-[1-(2-carboxyethyl)
ethylidene]-N7-methyl -guanosine 5'-diphosphate (see Figure 28) for
coupling of its carboxylic function to AH-Sepharose 4B, in order to
obtain an affinity column for the purification of eukaryotic
messenger ribonucleic acid cap binding protein. Since coupling of
carboxylic acid functions to proteins is supposed to be an efficient
method of coupling (101), we have attempted (see reaction scheme in
Figure 29) to obtain the analogous hapten 2',3’-0-[1-(2-carboxyethyl)
ethylidene)-N7-(2' ' -hydroxyethylthioethyl)-guanosine via alkylation
of 2',3’-0-[1-(3-ethoxy-3-oxo-propyl)ethylidene] guanosine with
mustard gas. Due to insolubility of the latter derivative in water,
the alkylation was attempted in DMSO-dg and in glacial acetic acid.
Even if traces of water were added to these solvents ard even if the
solutions were heated to 80 °C for a week, no reaction could be
observed according to Ly nvr spectroscopy. It was concluded that the
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reactiviry of mustard gas in nonaqueous solvents was insufficient to
alkvlate the N7 position. This reaction route was abandoned.
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Figure 28. Chemical structure of 2',3‘-0-{1-(2-carboxyethyl)-
ethylidene]-N7-methyl -guanosine 5’-diphosphate
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Figure 29. Attempted reaction scheme for the synthesis of 2',3'-0-[1-
(2-carboxyethyl Jethylidene]-N7-(2"-hydroxyethylthioethyl)-
guanosine

I111.7. i i (2" -

Adducts at N7 of gusnosine and their 5'-phosphate derivatives are
reasonably stable in neutral aqueous solution. However, as shown in
the reaction scheme in Figure 30, such compounds depurinate under
acidic conditions whereas alkaline reaction conditions cause ring
opening of the imidazolium ring. Especially the latter type of
reaction may complicate the immunochemical detection of N7

adducts of guanine in DNA, for example when alkalire conditions are
uged to obtain single-stranded DNA (confer 111.14.2).
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Figure 30. Decomposition reactiuns of N7-alkyl-guanosine-5'-
phosphates (R = alkyl) in acidic aqueous medium
(depurination) and in alkaline aqueous medium (imidazolium
ring opening)

For this reason, we have measured the rate of ring opening of 7-(2"-
hydroxyethylthioethyl)-guanosine-5‘-phosphate under alkaline
conditions. For comparison we have also measured the reaction rate of
the corresponding N7-methyl derivative. All reactions were measured
spectrophotometrically in ca. 86 uM aqueous solution at pH 11.2,

25 °C, which appeared to be convenient conditions to measure the
reaction rates. As shown in Figure 31, the UV spectra in the course
of the reaction show sharp isosbestic points over a time course of
several half lives, which indicates that a well-defined reaction of a
sufficiently pure substrate is being measured. Very similar spectra
are obtained with the corresponding N7-methyl derivative under the
same reaction conditions.

(Pseudo) first order rate constants were calculated from a plot of
the lrg of the difference between the absorbancy at a given time and
the absorbancy of the completely imidazolium ring opened compound. We
measured this difference at 266 nm, i.e., at the wavelength of
maximal absorbance of the ring opened product (Figure 31). A
representative exampie of such a plot, pertaining to run 1 in Table
2, is given in Figure 32.




abserption

wavesength {(nm)

Figure 31. UV spectra of N7-(2"-hydroxv-thylthioethyl)-guanosine-5'-
phosphate (86 uM) in the course of imidazolium ring
opening in an aqueous sodium carbonate buffer, pH 11.2,
25 ©C. The spectra were taken after 0 (1), 30, 60, 90,
120, and 360 (6) min

The measured absorbancies (A;) at 266 nm and the calculated
differences (A« - Ap) between this absorbancy and the absorbaucy A,
for comylete r' ng opening ot the two N7 adducts as a function of
reaction time a-e given in Tables 2 and 3, fcr two duplicate runs.
Rate constants cclculs ced from data points measured within the first
ha!f life time of tue reaction were not significantly different from
those calculated over several half 1if times. The calculated rate
constants and half lives are summarized in Table 4.
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Figure 32. Plnt of reaction time versus natural logarithm of the
difference “»etween the absorbancy (266 nm) at a given *time
(A¢) and the absorbancy of the completely imidazolium ring
opened N7-(2"-hydroxyethylthioethyl)-,uanosine-5'-
phosphate (A,) in aqueous solution, pH 11.2, 25 ©C. Data
taken from Table 2, run 1

The reproducibility of the measurements, as evidenced by the data in
Table 4 suggest that it may be concluded that ring opening of the N7-
(2'-hydroxyethyl -thiocethyl)-derivative is slightly but significantly
faster than that of the corresponding N7-methyl derivative. Such an
order of reactivity should be expected (61-64) since the electron
withdrawing character of the (2'-hydroxy-ethylthioethyl) moiety is
presumably slightly larger than that of the met .yl group.




Table 2. Measured absorbancies at 266 nm (Ap) and calculated
differences (A, - Ag) between this absorbancy and the
absorbancy A, for the complete ring opening of N7-(2"-
hydroxyethylthioethyl)-guanosine-5'-phosphate (86 uM) in a
buffered aqueous solution, pH 11.2, 25 ©C.

Time Ay (266 nm) -ln (Ag-Ag)
(min) Run 1 Run 2 Run 1 Run 2
0 0.4731 0.5685 0.6990 0.5416
5 0.5154 0.6158 0.7879 0.6264
10 0.5501 0.6552 0.8673 0.7030
15 0.5795 0.6897 0.9398 0.7752
20 0.6062 0.7205 1.0106 0.8444
25 0.6314 0.7491 1.0823 0.9133
30 0.6538 0.7751 1.1507 0.9803
35 0.6745 0.7992 1.2184 1.0467
40 0.6940 0.8224 1.2866 1.1150
45 0.7122 0.8440 1.3548 1.1832
50 0.7294 0.8632 1.4238 1.2479
55 0.7448 0.8822 1.4899 1.3164
60 0.7602 0.8995 1.5606 1.3831
65 0.7742 0.9164 1.6296 1.4529
70 0.7870 0.9315 1.6972 1.5196
75 0.79% 0.9470 1.7673 1.5931
80 0.8101 0.9612 1.8363 1.6655
85 0.8220 0.9740 1.9092 1.7356
90 0.8318 0.9864 1.9776 1.8085
95 0.8414 0.9968 2.0495 1.8741
100 0.8504 1.0082 2.1219 1.9512
105 0.8588 1.0185 2.1946 2.0265
110 0.8667 1.0280 2.2682 2.1013
115 0.8742 1.0371 2.3434 2.1786
120 0.8811 1.0457 2.4180 2.2576
125 0.8875 1.0538 2.4925 2.3382
130 0.8938 1.0614 2.5718 2.4202
end 0.9702 1.1503
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Table 3. Measured absorbancies at 266 nm (A¢) and calculated
differences (A, - Ay) between this absorbancy and the
absorbancy A, for the complete ring opening of N7-methyl-
guanosine-5’-phosphate (86 uM) in a buffered aqueous
solution, pH 11.2, 25 ©C

Time Ap (266 nm) -ln (Ag-Ap)
(min) Run 3 Run &4 Run 3 Run 4
0 0.8495 0.8064 0.3279 0.9054
5 0.8894 0.8251 0,3849 0.9527
10 0.9280 0.8440 0.4433 1.0029
1 0.9650 0.8621 0.5027 1.0535
20 1.0001 0.8794 0.5625 1.1044
25 1.6327 0.8960 0.6214 1.1558
30 1.0634 0.9120 0.6802 1.2080
35 1.0931 0.9280 0.7407 1.2630
40 1.1208 0.9441 0.8005 1.3216
45 1.1471 0.9588 0.8609 1.3783
50 1.1720 0.9732 0.9216 1.4372
55 1.1952 0.9874 0.9816 1.4988
60 1.2174 1.0004 1.0427 1.5587
65 1.2390 1.0134 1.1059 1.6225
70 1.2594 1.0260 1.1696 1.6885
75 1.2782 1.0377 1.2320 1.7539
80 1.2965 1.0495 1.2968 1.8245
85 1.3138 1.0607 1.3622 1.8965
90 1.3298 1.0711 1.4267 1.9683
95 1.3464 1.0818 1.4983 2.0479
100 1.3611 1.0920 1.5664 2.1303
105 1.3751 1.1024 1.6358 2.2219
110 1.3884 1.1115 1.7065 2.3096
115 1.4008 1.1208 1.7773 2.4079
120 1.4124 1.1300 1.8483 2.5158
125 1.4244 1.1394 1.9276 2.6395
130 1.4354 1.1481 2.0062 2.7694
end 1.5699 1.2108
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Table 4. Calculated (pseudo)first-order rate constants (k: min- 1y,
half lives (min) for imidazolium ring opening of two N7-
alkyl-guanosine-5’-phosphates. in aqueous buffer at pH 11.2,

25 °¢

Run k Half life

(min'l) (min)
18 0.01410 49 .16
248 0.01413 49 .05
Averaged? 0.01411 49.10
3b 0.01277 54.30
4b 0.01279 564.19
Averagedb 0.01278 54.25

2 Alkyl = 2'-hydroxyethylthioethyl
b Alkyl = methyl

II1.8. Synthesis of model peptides™

In order to find out which type of products can be expected upon
reaction of mustard gas with proteins, we have synthesized several
simple model peptides of single amino acids having functional groups
in the side chain which may be prone to alkylation. Based upon early
investigations on the reactions of mustard gas and other alkylating
agents with proteins and amino acids (40-43,49), valine, aspartic
acid, glutamic acid, cysteine, methionine and histidine were
selected. The structures of the peptide derivatives are shown in
Figure 33.

X—NH—CH(Y)—C(O)NHCH; X= H ; Y = CH(CHj),
CH3C(0) : CH,COOH
CHyC(0) : CH,CH,COOH
CH3C(0) CHgSH
CHsC(0) . CH,CH,SCHy
CHyC(Q) CHy—lm

Figure 33. Chemical structures of model peptides synthesized for
investigation of the alkylation of various side chains of
amino acids

In the case of valine, the a-amino group was left unprotected in
order to find out which products can be expected upon reaction with
wustard gas of the terminal amino group of a protein, e.g., the amino
group of valine in the a-chain of hemoglobin (65). In all other amino
acids both the a-amino and the a-carboxylic acid group were protected
as amides by means of acetylation and derivatization with

* In this report it is assumed that all amino acids have the natur-l
L-configuration, unless mentioned otherwise.
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methylamine, respectivelv. In this way only the nucleophilic groups
in the side chains are available to react with mustard gas (102).

The synthesis of the model peptides was straightforward. Valine-
methylamide was obtained via trans-amidation of N-benzyloxycarbonyl -
valine-methyl ester with methylamine, followed by hydrogenolysis of
the benzyloxycarbonyl group, according to the reaction scheme in
Figure 34. Both the histidine and methionine. peptides were
synthesized from the corresponding N-a-acetyl derivatives via
esterification by means of the mixed anhydride method with acetyl
chloride, followed by trans-amidation of the ester with methylamine
as shown in Figure 35.
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Figure 34. Reaction equation for the synthesis of valine-methylamide
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Figure 35. Reaction scheme for the synthesis of N-a-acetyl

a-wethylamide derivatives of methionine (R=CHySCH3) and
histidine (R~Im)

The peptide derivatives of aspartic acid and glutamic acid were
obtained by means of the reaction sequence given in Figure 36. The
amino acid in which the side chain carboxylic acid functiom is
protected by means of a benzyl ester is N-acetylated with acetic
anhydride. Next, the a-carboxylic acid function is esterified with
ethanol by means of the mixed anhydride method with ethyl
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chloroformate, and is trans-amidated with methylamine. Finally
hydrogenolysis, catalyzed by palladium on charcoal. removes the
prorective benzyl group.The synthesis of N-acetyl-cysteine-
methylamide will be described in the final report of this grant.

o

H 0 O HHDO i
11 Ac0 [ | CyHs0--C —Cl
HaN— C~ C— OH —— CHy~C—-N-C—C—0H —m —)
| | CH3NH,
(c':mn (CHy ),
{
O HHO 0O HHO
111 Hp/Pd 11
CHy~C—N—C-C~ NHCHy ———) CHy — C~ N— C— C—NHCH,4
I {
(sz)n (CHz )p
{

o=c—o—cu,—@> O=C—OH n=12

Figure 36. Reaction scheme for the synthesis of N-a-acetyl
a-methylamide derivatives of aspartic (n~=l) and
glutamic (n=2) acid

III.9. i d

Reactions of the model peptides with varying molar ratios of mustard
gas were performed in aqueous solution at 25 °C. Depending on the
reactivity of the model peptide relative to water, hydrochloric acid
is produced from mustard gas due to alkylation of the peptide and
hydrolysis to thiodiglycol. In order to maintain an approximately
physiological pH, the solution was titrated automatically during the
reaction with 0.1 N NaOH to pH 7.5, by means of a pH-Stat apparatus.
This procedure is preferred over the use of a buffer since this would
involve the complication of alkylation of the buffer components in
competition with the model peptide (compare III.11.2).

When the reaction had subsided after 4-24 h, the aqueous solution
(20-50 ml) was concentrated to a small volume. Addition of ethanol
dissolved the organic reaction products while sodium chloride
precipitated. The filtered solution was used for analysis with
reversed phase LC and thermospray-LC-MS detection. The usual eluent
was 0.1 M aqueous ammonium acetate/methanol (1/1, v/v). It was
observed in several cases that chlorine in reactive 2-chloroethyl-
thioethyl moleties was replaced by acetate due to reaction in the
thermospray MS detector.
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Valine-pethylamide (65)

An aqueous solution of valine-methylamide (0.38 M) was reacted with
equimolar mustard gas for 24 h. The thermospray-LC-MS chromatogram is
given in Figure 37, together with the thermospray mass spectra of the
various peaks.

Figure 37.
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Thermospray-LC-MS chromatogram and mass spectra of the
various peaks after reaction of valine-methylamide

(0.38 M) with equimolar mustard gas in aqueous solution,
pH 7.5, 25 °C

As mentioned above, it is assumed that 2-acetoxyethyl 2'-hydroxyethyl
sulfide (peak 1) is formed by replacement of chlorine in semi-mustard
gas. In a similar way, peak 5 corresponding with N-(2'-acetoxyethyl-




thioethyl)-valine-methylamide (MH*, m/z = 277), may have been formed
from N-(2'-chloroethylthioethyl)-valine-methylamide. The lartter
product is the obvious intermediate needed for the subsequent
formation of the di-adduct bis[2-(isopropyl-N-methylcarbamoylmethyl -
amino)ethyl] sulfide corresponding with peak 7 (MHY; m/z = 347),
whereas hydrolysis of this intermediate would lead to the formation
of N-(2'-hydroxyethylthioethyl)-valine-methylamide (peak 6; MH' at
m/z = 235). Obviously, the latter product may also have been formed
by alkylation of valine-methylamide with semi-mustard gas. The
product corresponding with peak 4 (MHY, m/z = 217) has been
tentatively assigned the structure N-(vinylthiocethyl)-valine-methyl-
amide. It may have been formed either by elimination of hydrogen
chloride from N-(2'-chloroethylthioethyl)-valine-methylamide or by
elimination of water from N-(2’-hydroxyethylthioethyl)-valine-
methylamide. Without isolation and subsequent NMR-analysis of the
product corresponding with peak 4, the possibility cannot be excluded
that it has a cyclic structure instead of a vinyl group. The cyclic
product, i.e., 4-(isopropyl-N-methylcarbamoyl)methyl-tetrahydro-1,4-
thiazine may have been formed by an internal alkylation reaction of
N-(2-chloroethylthioethyl )-valine-methylamide, according to the
reaction scheme shown in Figure 38.

CHy © CHy O
CHj - (I:H- CH - é- NHCH; ———) CHy~ (I:H— CH - g— NHCH,
;JHNS\/\CI rL
»

Figure 38. Proposed reaction scheme for the tentative formation of
4-(isopropyl -N-methylcarbamoyl )methyl -tetrahydro-1,4-
thiazine during the alkylation of valine-methylamide with
mustard gas in aqueous solution, pH 7.5, 25 °C

The formation of a large number of reaction products under the
reaction conditions as described above does not permit to conclude
which reaction products are of primary importance. Therefore the
experiment was repeated with a 10-fold lower concentration of mustard
gas, 1.e., with a large excess of valine-methylamide. As shown in
Figure 39, the thermospray-LC-MS chromatogram now clearly shows that
N-(2'-hydroxyethylthioethyl)-valine-methylamide is the major reactiun
product, with formation of a small amount of di-adduct. We consider
the formation of the di-adduct as nonrelevant for the in vivo
situation since it is highly improbable that two valine moieties are
close enough together in the tertiary structure of s protein to
enable the formation of a di-valine adduct.
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Figure 39. Thermospray-LC-MS chromatogram and mass spectra of the
! various peaks after reaction of valine-methylamide
(0.38 M) in tenfold molar excess with mustard gas in
aqueous solution, pH 7.5, 25 °C

!

‘ The structure of the major reaction product was confirmed by
independant synthesis (cf III.10.1) and co-chromatography of this

} synthetic product with the above-mentioned product in reversed phase
HPLC.

I11.9.2  N-Acetyl-aspartic acid-1-methylamide

An aqueous solution of N-acetyl-aspartic acid-l-meth;lamide (28 mM)
was reacted with a 15% molar excess of mustard gas. A reaction
ensued, which was complete within &4 h. Analysis of the reaction
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Figure 40. Thermospray-LC-MS chromatogram and mass spectra of the
various peaks after reaction of aqueous N-acetyl-aspartic
acid-1-methylamide (28 mM) with a 15X molar excess of
mustard gas, pH 7.5, 25 °C

mixture with thermospray-LC-MS as summarized in Figure 40, showed two
reaction products (peaks 2 and 4) in addition to starting material
(peak 1) and thiodiglycol (peak 3). Peak 2 was identified as 1-
methyl-3-acetamido-succinimide (MHY, m/z = 171), whereas the small
peak 4 (MHY, m/z = 293) was identified as the expected reaction
product N-acetyl-aspartic acid-4-(2’-hydroxyethylthioethyl) ester-1-
methylamide. The formation of a large amount of the succinimide
derivative and the presence of only a small amount of the expected
ester suggests that the latter product is formed primarily but is
rapidly transformed in aqueous solution to the succinimide by means
of nucleophilic displacement of the thiodiglycol moiety by amide with
ring closure, according to the reaction scheme shown in Figure 41.
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Figure 41. Reaction scheme for the formation of l-methyl-3-acetamido-
succinimide upon alkylation of N-acetyl-aspartic acid-1l-
methylamide with mustard gas in aqueous solution, pH 7.5,
25 °c

Such cyclization reactions of 4-carboxylic acid esters of aspartic
acid have been described before (73). In a separate experiment, it
was shown that the ring closure was not due to the work-up of the
reaction mixture before thermospray-LC-MS analysis. A reaction run
similar to the one described except that a fourfold molar excess of
mustard gas was used, was analyzed directly with thermospray-LC-MS.
The results were very similar to those described for the first
experiment. 1-Methyl-3-acetamido-succinimide was obtained by
independant synthesis (confer III.10.2). Co-chromatography of this
product with the reaction mixture obtained from the alkylation of
N-acetyl-aspartic acid-l-methylamide with mustard gas showed that the
ma jor reaction product was indeed the above-mentioned succinimide
derivative.

I1I.9.3. N-Acetyl-glutamic acid-1-methylamide

N-acetyl-glutamic acid-1l-methylamide in aqueous solution (9.5 mM) was
reacted with a fivefold molar excess of mustard gas for 24 h.
According to the thermospray mass chromatogram of the reaction
mixture (Figure 42), the starting material had almost disappeared
(peak 1) and two alkylation products had been formed. Peak 5 was
tentatively identified as the major reaction product N-acetyl-
glutamic acid-5-(2’'-hydroxyethylthioethyl) ester-l-methylamide (MH',
m/z = 307). Peak 4 was assigned the structure N-acetyl-glutamic acid-
5-(2'-acetoxyethylthioethyl) ester-1l-methylamide (MHY, m/z = 349). As
in previously described reactions (vide supra), it is assumed that
the latter product is formed during thermospray MS analysis via
replacement of chlorine from the corresponding 5-(2‘-chloroethyl-
thioethyl) ester by acetate ions from the buffer solution. Evidently,
and as remarkable as in earlier mentioned cases, the 2’-chloroethyl-
thioethyl moiety in the alkylated product is sufficiently resistant
to hydrolysis to survive several hours in aqueous solution. The
reactions are summarized in Figure 43. No evidence was found for the
formation of secondary cyclic products as was the case with the
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aspartic acid model peptide. This is in accordance with literature
data which indicate that such cyclization reactions are much less
pronounced with glutamic acid derivatives than with aspartic acid
derivatives (73).
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Figure 42. LC-thermospray mass chromatogram and mass spectra of the
products after reaction of aqueous N-acetyl-glutamic acid-
l-methylamide (9.5 mM) with a fivefold molar excess of
mustard gas, pH 7.5, 25 OC

The structure of the major reaction product (peak 4) was confirmed by
independant synthesis (confer 111.10.3) and co-chromatography (HPLC)
of the synthetic product with the reaction mixture as described
above.
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Figure 43. Proposed reaction scheme for the formation of N-acetyl-
glutamic acid- 5-(2’-hydroxyethylthioethyl) ester-1-
methylamide upon zlkylation of aqueous N-acetyl glutamic
acid-1l-methylamide (9.5 mM) with a fivefold molar excess
of mustard gas, pH 7.5, 25 °C

I11.9.4. N-Acetyl-methionine-methylamide

Our investigations of the reactions of N-acety'-methionine-methyl -
amide with mustard gas are in a preliminary stage. An aqueous
solution of N-acetyl-methionine-methylamine (17.5 mM) was reacted
with a 10X molar excess of mustard gas for 42 h. Reversed phase HPLC
of the reaction mixture as shown in Figure 44 showed a peak
presumably belonging to an alkylation product (peak 3), in addition
to peaks of thiodiglycol (peak 1) and starting material (peak 2).
Thermospray-LC-MS confirmed the assignment of peaks 1 and 2. The
thermospray mass spectrum of peak 3 showed the major peak at m/z =
205, i.e., corresponding with MH' of starting material, and
additional minor peaks at m/z = 174, 157, 140 and 122, which are not
present in the corresponding thermospray mass spectrum of starting
material. Direct thermospray MS of the reaction mixture shows major
peaks at m/z = 295 and 205, in addition to minor peaks at m/z = 157
and at various other m/z values. The peak at m/z = 295 is tentatively
assigned to MHY of N-acetyl-S-(2‘-hydroxyethylthioethyl)-
homocysteine-methylamide .

Tentatively, we assume that the latter product is a decomposition
product of the major alkylation product (peak 3 in Figure 44), i.e.,
the S-(2’-hydroxy-ethylthioethyl)-sulfonium ion of N-acetyl-
methionine-methylamide. The latter ion may decompose during
thermospray MS with loss of any of the three ligands bound to ternary
sulfur, as shown in Figure 45. Loss of methyl leads to the above-
mentioned homocysteine derivative with m/z = 295 (MHY). Loss of the
2’ -hydroxy-ethylthioethyl moiety would lead to reformation of
starting material (MH'Y, m/z - 205), whereas loss of (2'-hydroxy-
ethylthioethyl) methyl sulfide would explain the formation of
a-(acetamido)-vinylacetic acid-methylamide (MHY, m/z = 157). Earlier
investigations (49, 103-105) have shown that such sulfonium ion.
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decompose thermally, but also with acid or base catalysis. with loss
ot any of the three moieties bound to sulfur.
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Figure 44. Chromatogram of the crude reaction mix*ure ohtained after
reaction of aquecus N-acetyl-methionine-methy.amide
(17.5 mM) with a 10X molar excess of mustard gas, pH 7.5,
25 ©°C. Reversed phase HPLC on an RP 18 column (300x2 mm).
Eluent: ammonium acetate (10 mM, pH 6.0) in water/methanol
(7/1, v/v). UV detection at 214 nm

4. and 13c-mr analysis of the crude reaction mixture indicated that
ca. 60X of starting material was left. Additiona' aspects in the
spectra (data not given) can be explained on rhe assumption that
equal amounts of two reaction products are present, which are
diastere-isomeric. This would be in accordance with the suggested
structure of the sulfonium product, since both the a-carbon of the
amino acid and the sulfonium sulfur are chiral.

The proposed structure of the sulf....um compounds needs further
confirmation after isolation of the pure product from the reaction
mixture and full analysis.
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Figure 45. Tentative decomposition scheme during thermospray MS of
the S-(2'-hydroxyeth;lthioethyl)-sulfonium derivative of
N-acetyl -methionine-methylamide (a); (b) N-acetyl-
methionine-methylamide; (c) N-acetyl-S-(2'-hydroxyethyl-
thioethyl)-homocysteine-methylamide; {(d) a-(acetamido)-
vinylacetic acid-methylamide

I17.9.5. N-g-Acetyl-histidine-vethylamid:

An aqueous solution of N-a-acetyl-uistidine-methylamide (7.6 mM) was
reacted for 24 h with an equimolar amount of mustard gas at pH 7.5.
Reversed phase HPLC with UV detection at 214 nm of the reaction
mixture gave the chromatogram as shown in Figure 46. Peaks 1 and 2
correspond with unreacted starting met. “ial and thiodiglycol,
respectively. Presumably, peaks 3 and 4 pertain to alkyiation
prodrrcts. Thermospray MS-detected chromatography of the reaction
mixture showed a molecular ion at m/z ~ 315 for peak 4, corresponding
with MH* of starting material in which one (2’'-hydroxyethylthioethyl)
moiety has been introduced. Peak 3 gave two major ions at m/z = 315
and 419. Single icn monitoring at the latter two values of m/z
confirmed that peak 3 consists of an unresnlved mixture of two
reaction products presumably corresponding with MH* of an isomer of
peak 4 (m/z = 315), and of a product in which two (2‘-hydroxy-
ethylthioethyl) moie.ies have been introduced (MH' at m/z = 419).




137 -

detector signal

—_

10 15 -]

bme (min)

Figure 46. Chromatogram of the reaction mixture obtained after
reaction of aqueous N-acetyl-histidine-methylamide
(7.6 mM) with an equimolar amount of mustard gas, pH 7.5.
25 9C. Reversed phase HPLC on an RP 18 column (300x2 mm).
Eluent: ammonium acetate (10 mM, pH 5.0) in water/methanol
(9/1, v/v). UV detection at 214 nm

OQur results obtained with these reactions can be explained on the
basis of the assumption that two singly substituted alkylation
products are obtained by alkylation of the N1(x) and N3(r) positions
of the histidine group (70,102), according to the reaction scheme
given in Figure 47. The two singly substituted reaction products were
finally identified as the N1(x)-substituted product (peak 3) and as
the N3(r)-substituted adduct (peak 4) by means uf independant
synthesis, full characterization of the two products (confer
111.10.4) and co-chromatography with the products in the reaction
mixture as described above.
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Figure 47. Reaction scheme for the formation of N1(x)- and N3(r)-(2'-
hydroxy-ethylthicethyl)-substituted N-acetyl-histidine-
methylamides by means of alkylation of aqueous N-acetyl-
histidine-methylamide with mustard gas, pH 7.5

No further attempts were made to synthesize or further identify the
di-substituted reaction product. Presumably, both the 1- and 3-
positions of imidazole in the starting material are substituted by
(2’ -hydroxyethyl thioethyl) moieties, leading to a quaternary
imidazolium structure. Thermospray MS of the pure l- and 3-(2'-
hydroxyethylthioethyl)-substituted histidine derivatives, obtained by
independant synthesis, showed that the ion at m/z = 419 is not caused
by an artifact due to thermospray ionization of the singly
substituted products.

II1.10. Synthesjis of the major adducis of mustard gas with model
peptideg

The products of the alkylation reactions of model peptides with
mustard gas in aqueous solution at pH 7.5 were identified tentatively
with thermospray MS-detected HPLC of the reaction mixtures, as
described in II1.9. In order to identify the major products in a
definitive way, these were synthesized by independant routes,
purified, and fully identified with spectroscopic techniques.
Co-chromatography with the reaction mixture obtained from alkylation
with mustard gas in aqueous solution served to establish that the
reaction products were identical with the independently synthesized
products.

It will also be essential to have available the pure reaction
products in order to perform competition experiments on a
quantitative basis, in which excess of a mixture of the various model
peptides will be reacted in aqueous solution with mustard gas. These
experiments will be performed in the second half of the grant period.
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I11.10.1. N-(2'-Hydroxyethylthiocethyl)-valine-methylamide

In » firer artempt to preparc N-(2'-hydroxyethylthioethyl)-valine-
methylamide (confer 1I1.9.1) we have used a variant of the procedure
of Grant and Kinsey (71), who obtained N-(2'-hydroxyethylthicethyl)-
valine from the reaction of valine with semi-mustard gas. According
to the reaction scheme in Figure 48, we alkylated valine-methylamide
with a 50% molar excess of 2-acetoxyethyl 2'-chlorcethyl sulfide
(confer III.2.2) in aqueous solution at pH 9-10. Analysis of the
reaction products with 1H-NMR indicated that, in addition to the
desired product, substantial amounts of the bis N-(2'-hydroxyethyl-
thioethyl)-substituted valine-methylamide derivative were formed. The
protective acetyl group was hydrolyzed during alkylation at alkaline
pH. Attempts to isolate the mono-substituted product by means of
cation exchange chromatography with Sepharose S, or by means of
preparative TLC were unsuccesful. Finally, reversed phase HPLC gave
ca. 1 mg of product, which was pure according to thermospray MS
analysis (MHY, m/z = 235).
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Figure 48. Reaction scheme for the synthesis of N-(2'-hydroxyethyl-
thiocethyl)-valine-methylamide via alkylation of valine-
methylamide with 2-acetoxyethyl 2’-chloroethyl sulfide

A better route of synthesis of the desired N-(2’'-hydroxyethylthio-
ethyl)-valine-methylamide is outlined in Figure 49. Reaction of

CHy o CHy o
i 1 o ~I~omn ) "
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Figure 49. Reaction scheme for the synthesis of N-(2'-hydroxyethyl-
thioethyl)-valine-methylamide via alkylation of valine
with semi-mustard gas, foliowed by esterification and
trans-amidation of the carboxylic acid function
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valine with semi-mustard gas according to the procedure of Grant and
Kinsey (7)) yielded N-(2' “xdroxy-etrhvlthioethvl)-valine in 31% yield
with a purity of ca. 80% (1H-NHR). This crude product was converted
into the corresponding methyl ester with diazomethane (yiela oll),
whereas ca 12X N-(2’'-hydroxyethylthioethyl)-N-methylvaline-methyl
ester was formed as a byproduct (“H-NMR). Subsequent trans-amidation
with aqueous methylamine converted both esters into the corresponding
methylamides in ca. 80X yield. A final purification by means of
medium pressure preparative chromatography on a Lobar column packed
with Lichrosorb RP 18, with methanol/water (1/1,v/v) as eluent, gave
the desired product in 11% yield.

II1.10.2. - -3- ido-

1-Methyl-3-acetamido-succinimide, the major product resulting from
the alkylation of N-acetyl-aspartic acid-l-methylamide with mustard
gas in aqueous solution and subsequent cyclization (confer I111.9.2),
was synthesized in 64X yield by means of cyclization of N-acetyl-
aspartic acid-4-methyl ester-l-methyl-amide in methanol/triethyl-
amine, as shown in Figure 50. The 4-methyl ester was obtained by
esterification of N-acetyl-aspartic acid-l-methylamide in methancl
in the presence of ace-yl chloride.

0 H O 0 H O
1 [ MeOH 1 11
CHy— C—~NH—C—C—NHCHy ——) CHy—C—NH-C-C
i EN /
CH, H,C N-CH,
1 ~Cc—
O=C—OCHy 1
4]

Figure 50. Reaction scheme for the synthesis of 1-methyl-3-acetamido-
succinimide via cyclization of N-acetyl-aspartic acid-
methyl ester-l-methylamide

II1.10.3. N-acetyl-glutamic acid-5-(2°-hydroxyethylthiocethyl) ester-
1-pethylamide

Esterification of N-acetyl-glutamic acid-1-methylamide with a slight
molar excess of thiodiglycol in N,N-dimethylformamide at room
temperature in the presence of dicyclohexylcarbodiimide and of a
catalytic amount of 4-dimethyl-aminopyridine (74), gave an almost
quantitative conversion to the desired N-acetyl-glutamic acid-5-(2’-
hydroxyethylthioethyl) ester-l-methylamide according to the reaction
scheme in Figure 51. Trituration with diethyl ether removed a

small amount of the corresponding diester derivative of thiodiglycol.
According to lH-NMR and thermospray MS, the oily product (MH*, m/z =
185) contains only traces of this diester (MHY, m/z ~ 491).
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Figure 51. Reaction scheme for the synthesis of N-acetyl-glutamic
acid-5-(2'-hydroxyethylthioethyl) ester-l-methylamide via
esterification of N-acetyl-glutamic acid-1l-methylamide
with thiodiglycol in the presence of dicyclohexylcarbo-
diimide (DCC)

I11.10.4.

It appeared that N-a-acetyl-histidine-methylamide reacts rather

slug ishly with mustard gas and with derivatives of semi-mustard gas.
After several preliminary experiments we found that alkylations in
methanol as solvent with semi-mustard gas in which the hydroxyl group
is protected (confer III.2), in the presence of anhydrous sodium
carbonate for neutralization of acids produced during the reaction
(75), gives the least unsatisfactory results.

2-Trimethylsilyloxyethyl 2'-chloroethyl sulfide was refluxed in
methanol for 7 days with a 4-fold molar excess of N-a-acetyl-
histidine methylamide and anhydrous sodium carbonate. The large
excess of histidine derivative was used in order to suppress the
formation of di-substituted adducts. Analysis of the reaction mixture
with thermospray MS-detected reversed phase LC showed that two mono-
substituted products were formed, as well as a late eluting di-adduct
with unelucidated structure (confer Figure 47). Apparently, the
adducts had lost their protective trimethylsilyl groups during the
alkylation reaction. Preparative medium pressure chromatography cf
the reaction mixture on a reversed phase Lobar column gave two
fractions, each containing one of the mono-adducts. Subsequent medium
pressure chromatography of the first eluting mono-adduct on a
straight phase Lobar column gave a mono-substituted adduct in ca.
0.5% overall yield, with a purity of 95% (HPLC, UV detection at 220
nm). Thermospray MS analysis of the product showed MHt at m/z = 315.
The structure of the adduct was derived from an analysis of the 14-
and 13c.NMR spectra. The assignment of the carbon signals was based
on a two-dimensional heteronuclear chemical shift correlated (HETCOR)
spectrum, as shown in Figure 52. The point of attachment of the (2'-
hydroxyethylthioethyl) moiety was concluded from the results of
single frequency decoupling experiments in conjunction with a
comparison of the shifts of the ring carbon atoms with those of the
isomeric N3(r) compound (see III.10.5).
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Figure 52. Heteronuclear chemical shift correlated (HETCOR) spectrum
of N-a-acetyl-N-1-(2'-hydroxyethylthioethyl)-histidine-
methylamide in DMSO-dg (1 bond C-H couplings)

II1.10.5. H-q- “N3-(2'- : i )
methylamide

The fraction containing the second adduct, as obtained from reversed
phase Lobar chromatography of the reaction mixture described in
I111.10.4, was further purified by semi-preparative reversed phase
HPLC. This gave the second mono-adduct with a purity of ca. 95%
(HPLC, UV detection at 220 nm) in 0.5% yield (thermospray MS: MHY at
m/z = 315). The structure of the adduct followed from an analysis of
the 1y. and 13c-NMr spectra. As in the case of the N1 adduct, the
cr-bon signals are derived from a two-dimensional heteronuclear
chemical shift correlated spectrum (HETCOR), as shown in Figure 53.
The long range couplings of 3-4 Hz between hydrogen in NCHp and
C2/C4, as found by a single frequency decoupling experiment, indicate
that the (2’'-hydroxyethylthioethyl) moiety is attached to N3.
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Figure 53. Heteronuclear chemical shift correlated (HETCOR) spectrum
of N-a-acetyl-N3-(2'-hydroxyethylthicethyl)-histidine-
methylamide in DMSO-dg (1 bond C-H couplings)

The N1 and N3 mono-adducts were also obtained from alkylation of N-a-
acetyl histidine methylamide under the same reaction conditions as
described in II1.10.4, but using equimolar 2-acetoxyethyl 2‘-
chloroethyl sulfide (confer III.2.3) as alkylating agent instead of
the trimethylsilyl protected derivative of semi-mustard gas. The
acetyl derivative of semi-mustard gas is more reactive than the
trimethylsilyl derivative since a reaction period of 7 h was
sufficient to obtain a maximal conversion. Also in this case, the
protective acetyl group had hydrolyzed from the alkylation products
at the end of the reaction period. Separation of the two wono-
substituted adducts was achieved by means of preparative medium
preasure chromatography on a straight phase Lobar column, with the N3
adduct now eluting ahead of the N1 adduct. The N3 adduct was recry-
stallized from diethyl ether containing 1% (v/v) of methanol without
further chromatographic clean-up, which gave a product with 95%
purity (HPLC, UV detection at 220 nm) in 0.8% yield. All analyses of
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the product were the same as those of the N3 adduct resulting from
alkylation with the trimethylsilyl derivative of semi-mustard gas.

For practical reasons, no attempts were made to obtain the N1 adduct
from the reaction mixture.

I11.11. S i stard -adducts eptides a te

In order to generate cells which produce antibodies against amino
acids alkylated with mustard gas, we wished to synthcsize haptens
consisting of various alkylated amino acids as a terminal moiety in a
tri- or higher peptide. Such a hapten should be coupled to a protein,
which is then used to generate the antibody producing cells. In
principle two routes of synthesis of the haptens can be followed: (i)
use of the alkylated amino acid in the synthesis of the hapten, and
(ii) synthesis of the non-alkylated hapten and subsequent alkylation
with mustard gas of the target aminoacid in the peptide. In the
following, examples of both approaches will be given.

In view of the many examples in literature (22,24,25) on the
succesful analysis of alkylation by various alkylating agents of the
amino group of terminal valine in the a-chain of hemoglobin, we have
selected to attempt the synthesis of a tri- and heptapeptide peptide
based on the actual sequence of amino acids bound to this terminal
valine. Moreover we have synthesized a tetrapeptide with a terminal
glutamic acid, alkylated at the 5-carboxylic acid function by mustard
gas, since data in literature indicate that in vivo alkylation at
carboxylic acid functions by mustard gas, recognized by their
instability towards alkali, is prominent (40-43).

I1I1.11.1. (2" - i _val -
leu-ser

According to the reaction scheme shown in Figure 54, N-benzyloxy-
carbonyl-leu-ser was converted into the corresponding ethyl ester
with ethanol, catalyzed by concentrated sulfuric acid (68% yield).
Next, the benzyloxycarbonyl group was removed in 55X yield by
hydrogenolysis, catalyzed by palladium on charcoal. Subsequent
attempts to couple N-(2'-hydroxyethylthioethyl)-valine (see III.10.1)
to the dipeptide ethyl ester with dicyclohexylcarbodiimide or with
1-(3-dimethylaminopropyl)-3-ethylcarbodiimide in N,N-dimethyl-
formamide failed. Thermospray MS analysis of the reaction mixtures
showed that the carbodiimides added readily to the N-alkylated valine
to give products with MH' at m/z = 428 for the dicyclohexylcarbo-
diimide derivative and at m/z = 247 (MH' - Hy0) for the other
carbodiimide derivative. However, the subsequent reaction with the
amino function of the dipeptide-ethyl ester did hardly proceed, since
only traces of the desired tripeptide were observed. We assume that
the primarily formed 0-acyl isourea derivative of N-(2'-hydroxyethyl-
thicethyl)- valine lacks reactivity towards the carboxylic acid
function of the dipeptide, possibly due to the bulk of the isopropyl
molety of the valine derivative. This may lead to an internal O --> N
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shift in the O-acyl isourea derivative (106), which yields a stable
N-acylurea compound, as shown in Figure 55.

0 H ©O H o
1 ol [ | CyHgOH
CHy = 0~ C~NH—C — C—- NH— C~ C— OH ———
! ! H,S0,
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|
CH OH
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CHy CHy
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Figure 54. Reaction scheme for the synthesis of leu-ser-ethyl ester
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Figure 55. Rearrangement of the primarily formed O-acyl isourea
derivative of N-(2'-hydroxyethylthioethyl)-valine with
dicyclohexylcarbodiimide to a stable N-acylurea
derivative

II1.11.2. -(2'- - - - -

The N-terminal heptapeptide of the a-chain of hemoglobin (val-leu-
ser-pro-ala-asp-lys) was synthesized as described by van Denderen et
al. (76) using a Biosearch Sam II automatic peptide synthesizer
according to the solid phase synthesis method essentially as
described by Merrifield (77) with i-butyloxy-carbonyl-amino acids.
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Final deblocking and cleavage from the resin was performed by
treatment with trifluoromethanesulfonic acid/thioanisole/m-cresol in
trifluoroacetic acid. The product was purified using liquid
chromatography on a Sephadex G-15 column. The structure of the
peptide was confirmed by amino acid analysis of the hydrolyzed
peptide (vide infra).

For the synthesis of the heptapeptide alkylated with mustard gas at
the N-terminal valine, two portions of the heptapeptide were
dissolved in PBS and treated with 1 mM mustard gas (for amino acid
analysis) and 1 mM [35]mustard gas (for HPLC) in dry acetone (final
concentration 1%) for 45 min at 37 ©°C. The solutions were directly
ingected onto the HPLC column; from the heptapeptide treated with

[3 S]mustard gas, fractions eluted in 0.5 min intervals were
collected and the radioactivity was determined. The radioactivity
profile showed two components, one being thiodiglycol and one which
appeared to be the reaction product of mustard gas with phosphate in
the PBS buffer. These two peaks were also collected upon analysis of
the sample treated with 1 mM mustard gas. By amino acid analysis it
was shown that no amino acids were present in these two fractions.
The UV-profile showed two extra peaks which were identified as
contaminants of acetone. In further experiments, mustard gas was
dissolved in dry acetonitrile and the heptapeptide in distilled
water, while the pH was controlled by a pH-Stat. No adduct formation
could be realized at pH 7, possibly because of insufficient
deprotonation of the NH3*-group of valine. Treatment of the
heptapeptide with 5 mM mustard gas dissolved in dry acetonitrile
(final concentration 1X) at pH 8.5, resulted in the formation of one
prominent new peak (peak 3 in Figure 56) and some smaller peaks. In
the HPLC pattern, 52% of the total peak area represented the original
heptapeptide (peak 2) and 30X the most prominent adduct (peak 3).
Peak 1 represented thiodiglycol. Peaks 2 and 3 were collected
separately by means of HPLC and the amino acid composition was
assessed. The amount of amino acids (nmol) in the samples was
expressed as the ratio of nmol amino acid:nmol ala. Peak 2 is the
original heptapeptide {val(0.9), leu(0.9), ser(l.2), pro(l.0),
ala(1.0),asp(0.9) and 1ys(1.2)]. The adduct peak 3 contained the
following amino acids: val(0.1),leu(0.7),ser (1.3), pro(l.2),
ala(1.0), asp( 1.0) and lys(1.0). This peak contained all amino acids
of the heptapeptide but for the low content of valine. Probably, val
in the heptapeptide was alkylated at the amino group, blocking the
reaction with phenyl isothiocyanate, which is used in the amino acid
analysis. Valine alkylated with mustard gas was eluted in the void
volume. Also, the amount of leu was somewhat decreased. A possible
explanation could be incomplete hydrolysis of the bond between val
and leu, as a result of the alkylation by mustard gas at the amino
group of valine.

Peaks 2 and 3 were analyzed with thermospray mass spectrometry,
whereas peak 3 was also analyzed with NMR.
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Figure 56. HPLC-chroma“ogram (ODS-Sephadex reversed-phase column) of
the N-terminal heptapeptide of the a-chain of hemoglobin
treated with 5 mM mustard gas at pH 8.5. The absorbance
was recorded at 220 nm. To elute the various peptides an
acetonitrile gradient in 0.1% trifluoroacetic acid was
used. Peak 1: thiodiglycol; peak 2: N-terminal
heptapeptide of the a-chain of hemo globin; peak 3: N-(2'-
hydroxyethylthioethyl)-val-leu-ser-pro-ala-asp-lys

Thermospray MS analysis of peak 2 showed MH' of the intact
heptapeptide at m/z = 729 and fragments at m/z = 711 (HH+-H20), 414
(MH* of val-leu-ser-pro) and at m/z = 485 (MH* of val-leu-ser-pro-
ala). It can be concluded that peak 2 represents the intact
:;gtapeptide. The thermospray MS analysis of the adduct peak 3 showed

of the expected monoadduct of the heptapeptide at m/z ~ 833, as
well as MH* at m/z ~ 334 of a fragment, i.e., N-(2'-hydroxyethyl-
thioethyl)-val-leu,.
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NMR was used to confirm the structure of peak 3. Because of the small
amount of product available, only 1y -NMR spectra could be taken. In
order to avoid problems of overlapping resonances due tc the many
resonances and complicated coupling patterns of the modified
heptapeptide, two-dimensional NMR techniques were applied. The
peptide was dissolved at a concentration of 3.5 mg/ml in a buffer
containing Hy0 and D)0 in a ratio of 9:1 (v/v) and 10 mM of
perdeuterated sodium acetate, pH 4.30, 30 OC. Under these conditions
the amides of the peptide backbone are mainly protonated and exchange
slowly with water. Since these measurements require saturation of the
water resonance of the solvent, the slow exchange is essential to
prevent transfer of saturation to the amide protons. The proton
resonances of the various amino acid residue side chains were
assigned using double quantum filtered COSY (two-dimensional
correlated spectroscopy) NMR, which shows scalar couplings, and
chemical shift information (107).

Especially the assignments of the resonances of the a-carbon proton
in the valine residue and the protons in the sulfur mustard group
were needed to show the modification of valine. Although the
measurements were carried out in a HpO containing buffer, the valine
amine proton was not visible, probably due to an unfavorable pK-
value. NOESY (two-dimensional nuclear Overhauser enhancement
spectroscopy) and ROESY (two-dimensional rotating frame Overhauser
enhancement spectroscopy) were used to show dipolar couplings
(through space) between protons in the sulfur mustard group and
protons in the valine residue. These couplings are only visible if
the distance between the involved protons is less than ca. 0.4 nm.
Because of the unfavorable rotational correlation time of the
modified peptide, the NOESY spectrum showed only very weak cross
peaks. This problem was avoided using the ROESY technique. As shown
in Figure 57 (cross peaks A and B), clearly dipolar couplings between
the a-carbon proton of thevaline residue (3.80 ppm) and the
neighbouring protons of the (2’-hydroxyethylthioethyl) moiety (3.14
and 3.24 ppm) were visible. These couplings are visualized in Figure
58. Dipolar couplings between the latter protons and protons of other
amino acid residues are not observed.

Modified valine, i.e., N-(2’-hydroxyethylthioethyl)-valine (confer
I1.10.2.5) was studied with one- and two-dimensional NMR techniques.
A great resemblance with the modified heptapeptide was observed.
Chemical shift assignments for the (2'-hydroxyethylthioethyl)-valine
moiety of the modified heptapeptide are shown in Figure 59, whereas
some additional assignments are summarized in Table 5.

It is concluded that lH-NMR and thermospray-LC-MS analysis of the
alkylated heptapeptide (peak 3 in Figure 56) fully support the
assigned structure, i.e., the heptapeptide is mono-substituted with a
(2’ -hydroxyethyl thiocethyl) moiety at the amino group of valine.
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Figure 59. Chemical shift assignments for the N-(2’'-hydroxyethylthio-
ethyl)-valyl moiety in the lH-NMR spectrum (400 MHz) of
N-(2’-hydroxyethylthioethyl)-val-leu-ser-pro-ala-asp-lys
in Hp0/D20 (9/1, v/v), containing 10 mM perdeuterated
sodium acetate, pH 4.30

Table 5. Some chemical shift assignments in the LH-NMR spectrum of
N-(2'-hydroxyethylthioethyl)-val-leu-ser-pro-ala-asp-lys

NH Ca-H CB-H Cy-H Co-H Ce-H
Val - 3.80 2.22 1.05
0.97
Leu 8.81 4.52 1 %9 1.59 0.92
0.88
Ser Y] 4.7. 3.8
Pro - 4.38 2.28 2.00 3.80
1.90 3.69
Ala 8.16 4.28 1.35
Asp 8.24 4.75 2.96
2.79
Lys 7.76 4,18 1.80 1.35 1.65 2.95
1.70

'

I11.11.3. Synthesi - - - i id-
Lhioethyl) ester-1- ride

The title peptide was obtained according to the reaction scheme shown
in Figure 60. N-Benzyloxycarbonyl-gly-gly-gly-glutamic acid-5-t-butyl
ester-1-amide was obtained in 73X yield by coupling N-benzyloxy-
carbonyl-gly-gly-gly with glutamic acid-5-t-butyl ester-l-amide via
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the mixed anhydride method with ethyl chloroformate. Next, the
benzyloxycarbonyl moiety was removed by hydrogenolysis, catalyzed hy
palladium on charcoal.

o)
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] [ ; i1 i CyHg — 0—C—Cl
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Figure 60. Reaction scheme for the synthesis of gly-gly-gly-glutamic
acid-5-(2’-hydroxyethylthioethyl) ester-1-amide
hydrochloride
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Without isolation of the peptide with deprotected amino group, the t-
butyl group was removed by treatment with trifluoroacetic acid. This
gave gly-gly-gly-glutamic acid-l-amide trifluorcacetate in
quantitative yield after the combined deprotection steps. Thermospray
MS showed MH* at m/z = 318, as expected. Finally, the 5-carboxylic
acid function of the peptide was esterified in thiodiglycol at room
temperature, in the presence of a catalytic amount of acetyl chloride
(69). Removal of excess thiodiglycol left the desired tetrapeptide in
almost quantitative yield. Thermospray MS showed major signals at m/z
= 422 (MH*) and at m/z = 300 (MH' -thiodiglycol).

The H- and 13c-NMR spectral data of the end product (confer
11.10.3.3) were in good agreement with the structure. In order to
provide evidence of the point of attachment of the (2'-
hydroxyethylthioethyl) moiety, several attempts were made to
establish a connectivity or proximity between this group and the rest
of the molecule. Although these attempts failed, the proposed
structure seems to be the best explanation of the spectral data which
were obtained.

III.12. Identification and quantitation of gustard gas adducts to
calf-thygus DNA and DNA of human white blood cells

Various degradation procedures are known for the detection of DNA
wmodifications by means of liquid chromatography: (i) the enzymatic
breakdown of the treated DNA into nucleosides and the separation by
Fast Performance Liquid Chromatography (FPLC) on a cation-exchange
column (108), (ii) the release of purines and alkylated purines
(depurination) at a low or neutral pH and high temperature followed
by separation of these bases by HPLC on a reversed-phase columm
(109), (iii) combination of DNA breakdown and depurination, and the
use of various columns (reversed-phase and ion-exchange) for the
subsequent purification steps (110).

We chose for an enzymatic breakdown of the DNA into nucleosides,
followed by a mild depurination to bring about the selective release
of the modified guanines and adenines, and a separation by HPLC on a
reversed-phase column. First, ammonium formate buffers were used for
the gradient elution. However, the ammonium formate caused problems
when collected peaks were freeze-dried and used for thermospray MS.
Therefore, the NH4HCO3 buffers as described in I1.11.6. were used in
later experiments.

Both the isolation of DNA from WBC and the breakdown of DNA into
nucleosides are standard techniques in this laboratory (108,111).
Commercially available nucleosides were used as markers (dG: 2'-
deoxyguanosine; dA: 2'-deoxyadenosine; T: thymidine; dC: 2'-
deoxycytidine) to develop an HPLC procedure for the analysis of calf-
thymus DNA and DNA isolated from WBC after the degradation into
nucleosides. The marker nucleosides were co-injected with the
degraded DNA and retention times were compared. Also UV spectra were
taken of the collected nucleoside peaks and compared with the spectra
of the marker nucleosides. Figure 6l shows the HPLC profile of
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untreated calf-thymus DNA degraded into the nucleosides dC, dG, T and
dA. A smaller peak, 2'-deoxy-5'methylcytidine, was also detected,
with a retention time between those of dC and dG. This compound is a
modification which always is present in DNA. The profile of degraded
DNA isolated from WBC corresponds to the profile shown in Figure 61.
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Figure 61. HPLC-chromatogram (ODS-Sephadex, reversed-phase column) of
calf-thymus DNA after enzymatic degradation into
nucleosides. The UV-absorbance (285 nm) was recorded.
dC: 2'-deoxycytidine; dmC: 2'deoxy-5'methylcytidine; dG:
2’ -deoxyguanosine; T: thymidine; dA: 2'-deoxy-adenosine

After the development of this HPLC-procedure, resulting in the
separation of the various unmodified nucleosides, calf-thymus DNA and
DNA from whole blood of human volunteers treated with various
concentrations of [3SS]mustard gas, were degraded into nucleosides
and analyzed by HPLC. Figure 62 shows the HPLC profile_of double-
stranded calf-thymus DNA (ds-ct-DNA) exposed to 1 mM [358]mustard
gas.

In addition to the four nucleosides, four major radioactivity peaks
were detected. In this figure, only the fractions containing more
than 1X of the total radioactivity detected are shown, since in the
present project merely the identification of the major adducts is of
importance. In a small aliquot of the mixture of nucleosides the
radioactivity was directly counted without HPLC, to chezk the loss of
radioactivity during HPLC. In all experiments the loss of
radioactivity was not more than 5-10%. The adducts in Figure 62 were
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Figure 62. HPLC-chromatogram of hydrolyzed calf thymus DNA exposed to
1 oM [35S|mustard gas (30 min; 37 °C). The DNA-hydrolysate
was analyzed on an ODS-Sephadex column; UV-absorbance
(285 nm) and radioactivity were monitored. The radio-
activity of the fractions (0.5 min) was counted for
10 min in a Mark III liquid scintillation counter.
dC: 2'-deoxycytidine; dmC: 2'-deoxy-5'-methylcytidine;
dG: 2’-deoxyguanosine; T: thymidine; dA: 2'-deoxy-
adenosine; N7-G-HD: N7-(2’-hydroxyethylthioethyl)-guanine;
N3-A-HD: N3-(2’'-hydroxyethylthioethyl- adenine; N7-G-HD-G:
di-(2-guanin-7‘'-yi-ethyl) sulfide; TDG: thiodiglycol

also detectable by UV, and their retention times corresponded with
the radiocactive adduct peaks. One radioactive peak (retention time 11
min)_did not correspond with an UV-peak. This peak could be ascribed
to [3581thiodigly"ol, the hydrolysis product of mustard gas, which
does not show UV absorbance at 285 nm. The presence of thiodiglycol
was unexpected since after treatment of DNA or whole blood with
mustard gas, the DNA is isolated by ethanol precipitation which was
supposed to remove free thiodiglycol from the samples. However, the
thiodiglycol still present in the samples suggests an incomplete
removal of this hydrolysis product during the PNA-isolation step (the
peak corresponds to 1.3X% of the amount of mustard gas used). The
other three 35S-peaks were co-eluted with the synthetic N7-(2’-
hydroxyethylthioethyl)-guanine (N7-G-HD; confer III.3.1) marker, the
N3-(2’-hydroxyethylthioethyl)-adenine (N3-A-HD; confer I11.4) marker
and the di-[(2-guanin- 7’'-yl-ethyl] sulfide (N7-G-HD-G; confer
I11I1.3.2) marker, with retention times of 24, 28 and 39 min,
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respectively. The three adduct peaks derived from ds-ct-DNA treated
with mustard gas were also characterized by their UV spectra obtained
with a diode-array detector (Appendix B) as well by thermospray-LC-MS
(Appendix C), with the markers used as references.

DNA which was isolated from whole human blood after treatment with

1 mM [3 S]lmustard gas and was degraded into nucleosides, showed the
same radioactivity profile as double-stranded calf-thymus DNA treated
with rustard gas. Three radicactive adduct peaks were detected
(Figure 63). Thiodiglycol was not detectable, confirming that the
presence of thiodiglycol in digested calf-thymus DNA probably was due
to insufficient removal during the DNA-isolation step. UV-peaks could
not be detected at the position of the adducts. Hence
characterization by diode array detection or thermospray-LC-MS was
not attempted. However, the radioactive adduct peaks again were co-
eluted with the three adduct markers as described before. It could be
concluded, therefore, that the same three major adducts were formed
in whole blood as in calf-thymus DNA treated with mustard gas.
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Figure 63. HPLC-chromatogram of DNA from human whole blood exposed to
1 mM [3SS]mustard gas (30 min; 37 ©C). The DNA-hydrolysate
was analyzed on an ODS-Sephadex column; UV-absorbance (285
nm) and radioactivity were monitored.The radioactivity of
the fractions (0.5 min) was counted for 10 min in a liquid
scintillation counter. dC: 2'-deoxycytidine; dmC: 2'-de-
oxy-5'methylcytidine; dG; 2'-deoxyguanosine; T: thymidine;
dA: 2’-deoxyadenosine; N7-G-HD: N7-(2'-hydroxy-ethylthio-
ethyl)-guanine; N3-A-HD: 3-(2'-hydroxyethylthioethyl)-
adenine; N7-G-HD-G: di-(2-guanin-7'-yl-ethyl) sulfide
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In addition to the adducts with mustard gas mentioned above the 06-
(2'-hydroxyethylthioethyl)-guanine (06-G-HD) adduct also might be
formed. Attempts were made to locate this adduct. It was unknown
whether this compound would be released from the deoxyribose during
the heating-step in the procedure. Therefore, both the markers 06-G-
HD (confer II1.3.4) and 06-(2’'-hydroxyethylthioethyl)-2"-deoxy-
guanosine (06-dGuo-HD; confer III.3.3) were synthesized and used for
the identification. On HPLC, both markers had a retention time longer
than that of the di-adduct. Figure 64 shows the HPLC profile of the
four markers N7-G-HD, N3-A-HD, N7-G-HD-G and 06-G-HD. A different
column and elution gradient was used. Consequently, the retention
times of the markers in Figure 64 are not comparable with the
retention times of the markers in Figures 62 and 63. The 06-dGuo-HD
marker had a retention time longer than that of the 06-G-HD (profile
not shown). It was questionable whether significant amounts of
radiocactivity above the background value were present at the position
of the 0O6-adduct. Therefore, if any 06-G-HD adduct was formed, it was
a very small amount (less than 0.5 X of total detected radio-

activity).
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Figure 64. HPLC-chromatogram (ODS-Sephadex column) of synthetic
adducts of mustard gas with DNA, used as markers. UV
absorbance (285 nm) was recorded. N7-G-HD: N7-(2’-hydroxy-
ethylthiocethyl)-guanine; N3-A-HD: N3-(2'-hydroxyethyl-
thioethyl)-adenine; N7-G-HD-G: di-(2-guanin-7’-yl-ethyl)
sulfide; 06-G-HD: 06-(2'-hydroxyethylthioethyl)-guanine
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The three major adducts were also quantified in two completely
quantitative experiments. The same batch of ( 5Slmustard gas
(specific activity at the day of preparation 850 MBq/mmol) was used
in both experiments. The specific activities of the [”°S]mustard gas
on the days of counting were 261 and 245 MBq/mmol, respectively. The
amount of DNA in the injected samples was determined spectrophoto-
metrically. In both experiments 10 ml of whole blood was treated with
1 and 0.1 mM [3SS]mustard gas, and 0.5 ml ds-ct-DNA (0.5 mg) was
treated with 1, 0.1 and 0.05 mM [SSS]mustard gas. The amount of DNA
isolated from the blood was 200-250 ug DNA/10 ml blood. In one
exgeriment 0.5 ml ss-ct-DNA (0.5 mg) was treated with 1 and 0.1 mM
[3 S]mustard gas. However, in this experiment a different batch of
[3SS]mustard gas was used (specific activity on the day of use 353
MBq/mmol) and also a different reversed phase column. The amount of
radioactivity connected to the DNA relative to the amount of
radiocactivity applied is shown in Table 6.

Table 6. Percentage of radioactivity bound to calf-thymus DNA and to
DNA from white blood cells in whole blood, after treatment
with [355] mustard gas

Sample Percentage of radioactivity bound to DNA?

Concentration of mustard gas (mM)

1 0.1 0.05

Ds-ct-DNADP 9.6 20.0 19.5
11.7 12.4 0d®

Ss-ct-DNad 7.8 11.1 nd
Blood® 0.014 0.022 0.032
0.023 0.021 nd

2 The percentage of radiocactivity bound to DNA is expressed
relative to the amount of radioactivity applied
Data are shown from two experiments
€ Not determined
d pata are shown from one experiment performed at a later
date with a different batch of [3SS]mustard gas and a
different reversed phase column

Much more radioactivity had reacted with naked calf-thymus DNA than
with the DNA in the WBC of whole blood. This suggests that in whole
blood there is interference with regard to the reaction of mustard
gas with nuclear DNA, probably because of the presence of serum
components, red blood cells and cell walls, cytoplasm components and
nuclear walls of the WBC. Mustard gas also reactg with these
constituents. The molar ratio of the amount of [3SS]mustard gas
(treatmwent with 1 mM mustard gas) which had reacted with ds-ct-DNA
(0.5 mg/0.5 ml) and DNA in WBC (250 psg DNA/10 ml blood) has been
calculated, which smounted to 3.5x10°Z and 2.1x10"3 mol [35S)mustard
gas/mol nucleotides in DNA, respectively (mean of the two
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experiments). Per mol nucleotide 17 times as much [3SS]mustard gas
had reacted with double-stranded calf-thymus DNA compared to DNA in
WBC. The amounts of adducts formed during the treatment with 0.1 mM
[3SS]mustard gas were, respectively, 5.4x10°3 and 3.0x10°% mol

[ 5S]mustard gas/mol nucleotides in DNA. Treatment with a tenfold
higher concentration of [355]mustard gas (1 mM versus 0.1 mM) did not
result in a proportionally increased level of alkylation. Evidently,
the concentration of mustard gas is not the only rate-determining
factor in the formation of DNA adducts.

The [3SS]-DNA preparations obtained were processed further to allow
the HPLC separation of the modified nucleosides. The resulting three
ma jor adduct peaks of N7-G-HD, N3-A-HD and N7-G-HD-G, together with
thiodiglycol, were responsible for most of the radioactivity observed
in the HPLC fractions (only fractions containing more than 1% of the
radioactivity were taken into account). A background of radioactivity
(0-0.5% per fraction) was found in each of the fractions eluted
beyond the thymidine peak. Table 7 shows the amounts of addvcts and
thiodiglycol found after exposure of ct-DNA and whole blood to 1, 0.1
and 0.05 mM [3SS}mustard gas.

Table 7. DNA-adducts found after exposure of calf thymus DNA and
whole blood to [3SS]mustard gas

Sample Concentraticn Percentage radioactivity of
mustard gas HPLC input®
(mM)
N7-G-HD N3-A-HD N7-G-HD-GD
s-ct-DNAP 1 66.3 10.1 14.2
0.1 54.8 11.1 14.7
0.05 54 .4 8.7 21.4
Ss-ct-DNAC 1 49.5 4.3 10.5
0.1 54.6 3.8 9.5
BloodP 1 61.4 4.8d 15.2
0.1 60.9 6.5d 19.6
a

Only tractions containing more than 1% of the radioactivity
were taken into account; the percentages have been corrected
for the amount of thiodiglycol recovered

Data from two experiments (averaged)

Data from one experiment

Data from one experiment; in the other experiment N3-A-HD was
not formed

(¢}

Table 7 shows that N7-G-HD monoadduct is the major adduct formed in
ct-DNA and in DNA from WBC. Higher concentrations of mustard gas
resulted in relatively more N7-G-HD monoadducts and less di-adducts,
suggesting a certain saturation. The proportion of N3-A-HD adducts in
ct-DNA is higher than in WBC. As was observed before, the relative
amount of thiodiglycol was high in the experiment with ds-ct-DNA,
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probably because during the DNA-isolation by a single ethanol
precipitation not all of it had been removed. The percentages of the
adducts, therefore, have been corrected for the amount of
thiodiglycol present. In one experiment with human blood N3-A-HD was
not found. For ss-ct-DNA, the three major adduct peaks represent only
66% of all radioactivity. There were two additional large peaks
(containing about 11 and 16% of total radioactivity) which had longer
retention times than the three major peaks; one appeared close to the
elution position of 06-G-HD. The other one may pertain to the N1-
mono-adduct of adenine. The Nl-position in adenine is more reactive
towards mustard gas than the N3-position, but in double-stranded DNA
the Nl-position is shielded. These peaks have not been identified
yet. Steric hindrance may also be a reason for the absence of 06-G-HD
adduct in ds-DNA. The formation of the di-adduct of N7-guanine in ss-
ct-DNA in roughly the same proportion as in ds-ct-DNA suggests that
the wajority of these adducts do not result from interstrand
crosslinks. Probably, in most cases it is formed via the reaction of
one molecule of mustard gas with two different guanines belonging to
the same DNA-strand (36).

From the total data the degree of alkylation of DNA, that is the
ratio of alkylated bases versus non-modified bases, has been
calculated. The results are presented in Table 8. This table shows
that mustard gas is a very effective alkylating agent. Even in blood
treated with mustard gas (1 mM), where so many other reactive
constituents are present, 1 out of every 124 guanine bases is
alkylated to form the N7-G-HD monoadduct. It should be mentioned that
the peaks corresponding to adducts with a low degree of labelling

(< 1:1,000) contained small amounts of radioactivity, which resulted
in data that are not very accurate. This prohibited the determination
of the adducts formed in WBC at lower concentration of mustard gas.
Also, extrapolation from the data of Table 8 to lower doses of
mustard gas results in uncertain values.

Table 8. Degree of alkylation with mustard gas in calf thymus DNA and
DNA from white blood cells

Sample Concentration Ratio alkylated bases/unmodified bases
mustard gas _
(mM) N7-G-HD/G  N3-A-HD/A  N7-G-HD-G/G2

Ds-ct-DNA 1 1:10 1:64 1:47

0.1 1:75 1:378 1:286

0.05 1:151 1:946 1:390
Ss-ct-DNA 1 1:18 1:283 1:61

0.1 1:129 1:1,550 1:844
Blood 1 1:124 1:1,640 1:502

0.1 1:1,000 1:12,550 1:3,280

4 Alkylation expressed as mol crosslink/mol G
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In all circumstances of treatment of DNA with mustard gas, the N7-G-
HD mono-adduct was shown to be the major adduct; for that reason it
was decided to aim the development of an immunochemical detection
method at this adduct. A suitable derivative of N7-G-HD (confer
111.6.1), therefore, was used for the immunization of mice in the
attempts to isolate hybridomas that produce specific antibodies
against mustard gas-damage in DNA.

I11.13. Detection of interstrand crosslinks in mammalian cells

The development of methods to detect mustard gas-induced DNA-DNA
interstrand crosslinks by means of the method of "alkaline elution"
was started with experiments using Chinese Hamster Ovary cells (CHO),
because of the experience with such cells at TNO-MBL. To ensure that
concentrations of mustard gas were chosen which permit the cells to
maintain their integrity, the so-called biologically relevant doses,
experiments were carried out to determine the cell survival, i.c.,
colony-forming ability, of CHO cells after exposure to 0.5-2.5 uM
mustard gas. Figure 65 shows that exposure in this concentration
range resulted in cell survival (and cell division) gradually
decreasing from 100X to 5X.
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Figure 65. Survival (colony-forming ability) of CHO-cells exposed to
mustard gas (0.5-2.5 uM mustard gas; 30 min; 37 ©C). After
8ix days of incubation, colonies of 50 or more cells were
counted and cell survival was calculated. The data are
mean values of six samples in one experiment with SEM

On the basis of these results the same concentrations of mustard gas
were applied in experiments performed for the detection of crosslinks
in CHO cells by alkaline elution. Crosslink induction increased




- 161 -

linearly with dose (Figure 66). The exposure induced about 0.4
crosslink/10° guanines per uM mustard gas. From this data it was
concluded that the method is suitable for the detection of
interstrand crosslinks in CHO cells.
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Figure 66. Crosslink detection in CHO-cells exposed to mustard gas
(0.5-2.5 pM mustard gas; 30 min; 37 °C) by alkaline
elution. The data are mean values of four samples in one
experiment with SEM

Also experiments were carried out to study removal of the crosslinks.
After exposure of CHO cells to 1 or 2 uM mustard gas and removal of
the mustard gas solutions, the cells were incubated in fresh medium
at 37 °C for 0-4 h and at intervals the amount of crosslinks
remaining was wmeasured. Figure 67 shows the repair curves. After both
concentrations the highest amount of crosslinks was detected after

1 h of post-treatment incubation. Evidently, the formation of
crosslinks continues after termination of the exposure, probably by
through-reaction of mustard gas which is initially bound mono-
functionally. After 4 h almost all interstrand crosslinks had been
removed. With this technique only the disappearance of crosslinks can
be detected. It is not possible to tell whether the crosslink-forming
diethyl thicether chain is removed properly or that the crosslinks
are simply broken, resulting in other "DNA-damages™.

The method for the detection of crosslinks was developed with CHO
cells, which could be radioactively labelled. Radic-labelled
thymidines were incorporated in the DNA-strands during replication.
Consequently, the DNA determination in the alkaline elution could be
based on radioactivity measurements. However, white blood cells (WBC)
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are resting cells, so no radioactivity could be incorporated via DNA-
synthesis during culturing. Therefore, for the detection of
crosslinks in WBC, the DNA in the eluted fractions was detected
fluorometrically.
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Figure 67. DNA-repair of crosslinks in CHO-cells exposed to 1 (—-)
and 2 (---) pM mustard gas (20 min; 37 °C) as studied with
alkaline elution. After the incubation with mustard gas,
the medium was replaced with fresh medium and the plates
were incubated at 37 °C (0-4 h). The data are mean values
of four samples in one experiment with SEM

It was attempted to separate different types of WBC (lymphocytes and
granulocytes) by Percoll-gradient centrifugation. It was thought of
interest to isolate both types of cells and to examine the induction
of crosslinks in each cell type, because the reaction of mustard gas
with various types of WBC, their DNA-repair systems and the amount of
background single-strand breaks might differ in the various cell
types. However, problems were encountered with the Percoll-gradient
method, in particulaxr in the isolation of the required amount of
granulocytes. Therefore, most experiments were carried out with a
lysis buffer which lyses the red blood cells while the total WBC
fraction could be isolated. This mixed cell population was used for
the detection of interstrand crosslinks. The results are presented in
Figure 68, showing a dose dependent increase of the amount of
crosslinks in the dose-range covered.

By means of HPLC of enzymatically degraded DNA of whole blood treated
with 0.1 aM [ S)mustard gas, it was found that 1 N7-G-HD-G
(crosslink) was formed per 3,280 unmodified guanines, that is 1 such
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crosslink per 328,000 guanines when extrapolated to an exposure to
1 uM mustard gas. As can be .rived from Figure 68, with alkaline
elution of cells treated with 1 uM mustard gas, 0.. interstrand
crosslink per 1,000,000 unmodified guanines was found (that is 1
crosslink per 5,000,000 guanines). This is 15-fold difference,
However, with alkaline elution only the interstrand crosslinks are
detected, whereas with HPLC, both interstrand and jntrastrand
~rosslinks are determined, suggestirg that many more intrastrand
crosslinks are induced compared to interstrand crosslinks (36).
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Figure 68. Crosslink detection by .raline elution in white blood
cells from whole human blood exposed to 0.5-5 uM mustard
gas (30 min; 37 °C). The white cells were isolated by
treatment of the blood with a buffer that induces lysis of
the red blood cells. The data are mean values f four
samples in one experiment with SEM

We had the opportunity to analyze blood samples from four victims of
the Jran-Iraq Gulf War, who were presumably exposed to mustard gas
22-28 days earlier. Blood of European volunteers was collected to use
as controls. This "alkaline elution" method as described, is suitable
for the detection of both single-strand breaks (SSB) and interstrand
crosslinks which mask SSB's, so the results obtained from the
experiments with blood of the Gulf War victims represent an
accumulation of SSB's due to alkali-lubile sites and interstrand
crosslinks. In these experiments, blood of the alleged victims s
irradiated with 4 Gy and the number of SSR's in the DNA of WBC's as a
result of alkali-lsbile sites, irradiation and crosslinks (masking
the §SB’s), was compared with the control cells of Europ -an
volunteers, irradiated with the same dose. Also unirradiated cells of
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the victims and the European volunteers were cxamined. A ratio of 1
indicates, that no alkali-labile sites or interstrand crosslinks are
detectable whereas a ratio > 1 indicates an induction of alkali-
labile sites and a ratio < 1 an induction of crosslinks. In these
experiments both the lymphocytes and the granulocytes were isolated
by Percoll-gradient centrifugation. Table 9 shows the re.ults of
three experiments (22, 26 and 28 days after exposure), concerning the
blood samples of the four alleged victims.

The results show a slight induction of SSB’s in the DNA of blood
cells of the patients 02 and 03 (both only suffering from lung
injury), possibly due to the formation of alkali-labile sites by
mustard gas. This is even more pronounced if the amount of SSB’'s in
unirradiated WBC of the victims is compared with the amount of SSB's
in unirradiated control cells, The damage in lymphocytes is more
severe than in granulocytes. The experiment with blood of these two
patients was, however, carried out only once. No more bloou was
available to repeat the experiment. It is not possible to detect a
significant increase of SSB's in the DNA of patients Ol and 04 (with
the medical diagnosis: no lung injury, only skin blisters in the
pelvis area). Crosslinks are not detected in any patient.

Table 9. The relative number of single-strand breaks (SSB‘s) in the
DNA of lymphocytes and granulocytes from alleged victims of
wustard gas exposurz during the Gulf War®

Patient  Number of days Relative amount of SSB’s
after exposure after 4 Gy unirradiated
Lym®  Grand Lym¢  Grand
01 22 0.99 0.96 0.62 1.21
26 0.79 0.85 0.75 1.07
28 1.21  1.22 1.18 1.80
02 22 L.17 1.21 3.0 1.75
03 22 1.23  1.1°F 2.75 1.94
04 26 0.94 0.83 0.75 .69
28 1.15 0.86 2.77 0.78

The amount of SSB’'s in cells of alleged victims, after 4 Gy 60¢,.
y-irradiation and the amount in unirradiated cells relative to the
amount of SSB’'s in control cells, not exposed to mustard gas, but
irradiated with 4 Gy 6°Co-7-irradiation and unirradiated control
cells respectively

The data shown are averages of three independent experiments at
each day indicated

Lymphocytes

Granulocytes
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The conclusions have to be regarded as very preliminary about the
induction of alkali-labile sites or crosslinks by exposure to mustard
gas in vivo, or about the persistence of adducts in these
experiments, 3-4 weeks after exposure. Without blood of control
volunteers, also living in Iran, it is difficult to evaluate a
possible induction of SSB's (patients 02 and 03) by mustard gas.
because factors such as sunshine, food or exposure to other DNA-
damaging agents present in the environment, could influence the
outcome of the experiments. However, it ma; be possible that
alkylation of DNA of blood cells in patients with lung injury is more
severe than in patients with skin damage, as a result of a higher
diffusion rate of mustard gas into the hlood circulation via the
respiratory system, than via the skin (patients with blisters).

ITI.14. ogl i ts wit
£as

I11.14.1. Cermpetitive Epzyme-Linked Immunosorbent Assay (ELISA)

For the development of immunochemical detection methods of exnposure
to DNA-damaging agents, an antiserum raised against a suitable DNA-
damage is needed. To this end, calf-thymus DNA was treated with 1 mM
mustard gas and used as immunogen for immunization of rabbits to
obtain a polyclonal antiserum. As immunogen for the last booster
immunization, ss-ct-DNA treated with 1 mM mustard gas was used, which
was thought to stimulate, especially, the production of antibodies
against the N7-G-HD monoadduct. Two rabbits were immunized and both
polyclonal antisera were tested on activity igainst untreated and
mustard gas-treated ss-ct-DNA and in a direct ELISA.

The difference in response against these two DNA-samples reflects the
specific affinity for DNA adducts with mustard gas. After the first
immunization, the sera of both rabbits were tested and one (W7/10)
showed a specific response against DNA treated with mustard gas
(Figure 69). With this serum it was possible to start the
optimalization of the ELISA. In the ELISA, small reaction vessels,
i.e., wells in a plastic microtiter plate, are coated with poly-L-
lysine followed by control or mustard gas-treated DNA. Next, the
antiserum is added in various dilutions. The binding of antibodies tc
the immobilized DNA is assayed via attachment of a so-called second
antibody that carries a detection znzyme. The aim of the
optimalization was to reduce a-specific binding of the antiserum and
the conjugated second antibodies to the DNA and the polystyrene
wells. The a-specific binding was reduced by blocking free binding
places of poly-L-lysine and DNA with gelatine instead of foetal calf
serum (FCS), that is normally used in this laboratory, and by using
Tween 20 in the various washing steps. FCS could not be used because
it increased the background signal. The responses of the antisera
against ss-ct-DNA and ss-ct-DNA treated with 1 mM mustard gas after.
respectively, the first, second and third immunization are ~hown in
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Figure 69. Antibody response observed with the rabbit sera W7,/10 and
W6/5 in a direct ELISA, two weeks after the first
immunization with double-stranded calf-thymus DNA. The
wells were coated with excess singie-stranded calf-thymus
DNA treated with 1 mM mustard gas (+—+: W7/10; a—a:
W6/5) or with untreated single-stranded calf thymus DNA
(#---+: W7/10; a---a: W6/5). The antibody molecules bound
to the walls were detected with enzyme-conjugated second
antibodies, on the basis of the enzyme activity, i.e.,
conversion of a substrate into a fluorescent product

Figures 69, 70, and 71. The results show that the antiserum activity
of W7/10 against HD-DNA increased after each immunization, while the
responge against untreated ss-ct-DNA remained very low, a criterion
for the selectivity of the antiserum. In contrast, the antibody
response of W6/5 was not increased after the second immunization.
Therefore, only rabbit W7/10 was bled.
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Figure 70. Antibody response observed with the rabbit sera W7,/10 and
W6/5 in a direct ELISA, two weeks after the second
imwunization with double-stranded calf-thymus DNA treated
with 1 mM mustard gas. The wells were coated with excess
single-stranded calf-thymus DNA treated with 1 mM mustard
gas (+——+: W7/10; a——a: W6/5) or with untreated single-
stranded calf-thymus DNA (+---+: W7/10; a---a: W6/5)

With the W7/10 serum collected after the bleeding, the ELISA was
further improved (e.g.,by estimating the optimal concentration of
mustard gas for treatment of the coating-DNA, the optimal amount of
conjugated second antibodies, and the optimal amount of DNA/well).
Ss-ct-DNA was treated with 1-1000 uM mustard gas and used to coat to
the wells of the 96-well microtiter plates and the serum was tested
in three concentrations (1:40,000, 1:80,000 and 1:160,000, Fig.re
72). In the preceding assays, the serum was only tested on ss-ct-DNA
treated with 1 mM mustard gas, but Figure 72 shows that treatment
with 100 uM mustard gas resulted in the highest response.
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Antibody response observed with rabbit serum W7/10 in a
direct ELISA, two weeks after the third imwunization, with
single-stranded calf-thymus DNA treated with 1 mM mustard
gas. The wells were coated with excess single-stranded
calf-thymus DNA treated with 1 mM mustard gas (+——+) or
with untreated single-stranded calf-thymus DNA (+---+)
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Antibody response obgerved with rabbit serum W7/10 in a
direct ELISA. The wells were coated with excess single-
stranded calf-thymus DNA treated with 1-1000 uM mustard
gas. Three different serum concentrations were tested:
1:40,000 (+—+), 1:80,000 (a---4) and 1:160,000 (o---0)
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Another important factor for an optimal detection of the DNA-damage.
is the amount of conjugated second antibodies (Goat-anti-rabbit-IgG-
alkaline phosphatase conjugatred: GAR-1gG-AP), which should be in
excess over the amount of bound first antibodies. Figure 73 shows the
results of different dilutions of GAR-IgG-AP tested on ss-ct-DNA
treated with 1 mM mustard gas. Three different dilutions of W7/10
serum were tested (1:8,000, 1:16,000, and 1:32,000). The ELISA signal
(fluorescence) increased with the concentration of GAR-1gG-AP, but
beyond 1:1,000 hardly any further increase was observed. Therefore,
in subsequent experiments the concentration used was 1:1,000.
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Figure 73. Antibody response observed with rabbit ser.um W7/10 in a
direct ELISA, in which various dilutions were tested of
the second antibody, i.e., goat-anti-rabbit-IgG-alkaline
phosphatase conjugate (1:250 - 1:8,000). The wells were
coated with excess single-stranded calf-thymus DNA treated
with 1 mM mustard gas. Three different W7/10 serum
concentrations were tested: 1:8,000 (+—+), 1:16,000
(a---a) and 1:32,000 (o---0)

The amount of DNA-adducts present in the coating of the wells should
be in excess over the amount of antibodies that can bind to these
adducts. DNA treated with 100 xM mustard gas was used for the coating
at various concentrations (0.1-10 ug/ml) and three differemnt W7/10
serum dilutions were tested (1:20,000, 1:40,000 and 1:80,000), as is
shown in Figure 74. At a DNA-concentration of 1 pg/ml (50 ng/well)
the maximum fluorescence was reached. When more DNA was added the
fluorescence even showed a slight decrease.
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Figure 74. Antibody response observed with rabbit serum W7/10 in a
direct ELISA, in which various concentrations of single-
stranded calf-thymwus DNA treated with 0.1 M mustard gas
were used as coating-DNA in the wells. Three different
serum concentrations were tested: 1:20,000 (4+—+),
1:40,000 (a---4) and 1:80,000 (o---0)

With the optimslization of the ELISA, also parameters were determined
for the competitive ELISA. In the competitive mode of this assay, a
fixed amount of antibodies is incubated with various concentrations
of competitor DNA before the sclutions are added to the wells. Then,
only the antibody molecules not occupied in attachment to the
competitor can bind to the coating DNA. These are "back titrated"
under the conditions of the direct ELISA. The fixed amount of w7/10
antiserum was selected such that without any competitor material
added the ELISA reading would reach a fluorescence level of 30% of
the highest detectable level after 2 h of incubation with the
substrate. This is the 100% value of the method. A 1:40,000 dilution
was chosen.

In the development of the competitive ELISA, untreated ss-ct-DNA and
8s-ct-DNA treated with 10 and 100 uM mustard gas were used as
competitor. For the coating of the wells, ss-ct-DNA treated with 10
and 100 pM mustard gas was used (50 ng/well). The competition curves
are shown in Figure 75. The amounts of competitor DNA needed for a
reduction of 50% of the maximal fluorescence signal ("50% inhibition
point"), with ss-ct-DNA treated with 10 uM mustard gas as competitor,
are 3.1 and 12.5 ng DNA/well on coatings consisting of DNA treated
with 10 and 100 uM mustard gas, respectively. With ss-ct-DNA treated
with 100 uM mustard gas as competitor, the 50% inhibition points are
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0.15 and 0.52 ng DNA/well on coating-DNA treated with 10 and 100 pM
mustard gas, respectively. These results show that DNA treated with
10 pM mustard gas leads to a higher sensitivity in the competitive
ELISA, although DNA treated with 100 uM mustard gas gives a better
signal in the direct ELISA. For this reason, ss-ct-DNA treated with
10 uM mustard gas has been selected as coating-DNA for the
competitive ELISA.
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Figure 75. Competitive ELISA with rabbit serum W7/10 and single-
stranded calf-thymus DNA treated with 1u) uM mustard gas
(0---0), 10 uM mustard gas (a---a) or untreated DNA
(+——+) as the competitor. The wells were coated with an
excess of single-stranded calf-thymus DNA treated with

10 pM mustard gas (panel A) or 100 uM mustard gas
(panel B)

After optimalization of all parameters, the sensitivity of the
competitive ELISA (the amount of mustard gas-adducts detectable per
well) could be estimated for this polyclonal antiserum, by using
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untreated and mustard gas-treated ss-ct-DNA (0.1, 1 and 10 uM mustard
gas) as competitor. The competition curves are shown in Figure 76.
The sensitivity derived from these curves is shown in Table 10.
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Figure 76. Competitive ELISA with rabbit serum W7/10 and single-
stranded calf-thymus DNA as competitor. The competitor DNA
was treated with 10 uM (o——0), 1 pM (+——+) or 0.1 uM
(o——a) mustard gas or was untreated (e——_e). The wells
were coated with an excess of single-stranded calf-thymus
DNA treated with 10 uM mustard gas

As Figure 76 indicates, untreated DNA does not give any inhibition,
not even at high doses. The three DNA's consistently indicate a
sensitivity, at the 50% inhibition point, of a few femtomoles of
adduct per well. By using the 20% inhibition point instead of the 50%
inhibition point, a level of 0.4 fmol N7-G-HD monoadduct/well for ss-
ct-DNA should be detectable.

The specificity of the method (the ratio of the number of N7-G-HD
monoadducts to the amount of unmodified nucleotides) could be
calculated after the degree of alkylation of the competitor DNA‘s had
been obtalned. These values were estimated by linear extrapolation of
the degree of alkylation detected by HPLC in ss-ct-DNA which was
treated vith 0.1 mM [39S}mustard gas. This DNA contained 1 N7-G-HD
monoadduct per 129 unmodified guanines (Table 8). From the ratio
between the adduct content and the number of unmodifird nucleotides
present, the specificity of the method could be estimated. By
extrapolation to competitor ss-ct-DNA treated with 0.01 uM mustard
gas, this appears to amount to 1 N7-G-HD monoadduct amongst 1,290,000
unmodified guanines or ca. 5,160,000 unmodified nucleotides.
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Table 10. Competitive ELISA for the detection of mustard gas adducts
in calf thymus DNA treated with mustard gas, with
polyclonal antiserum W7/10

Conc. Sensitivity Guanines Specificity
mustard N7-G-HD monoadduct at 50% (N7-G-HD monoadduct/
gas at 50% inhi-ition inhibition guanine)

(uM) point point

(fmol /well) (pmol /well)

0 - - 0

0.1 3.8 492 1:129,000

1 3.8 49.2 1: 12,900
10 2.4 3.1 1: 1,290

II1.14.2. The detection of mustard gas adducts in calf thymus DNA
and WBC with the competitive ELISA

To detect mustard gas adducts to DNA of white blood cells (WBC), it
is necessary to disrupt the cell wall and nuclear membrane to release
the DNA, and to optimize the accessibility of the DNA for the
antibodies. In a first approach, the DNA was released by treatment of
the cells at high pH. In this way the DNA is made single-stranded as
well. Since the antiserum was raised against mustard gas-treated
single-stranded DNA, it was thought that adducts in single-stranded
DNA would be recognized better by the antiserum than those in double-
stranded DNA. The WBC from mustard gas-treated blood were incubated
in a NaCl-solution, adjusted to pH 12.1, for 30 min at 20 Ooc. After
sonication, the solution was neutralized. The sonication is performed
to procure extensive fragmentation of the DNA while single-stranded,
yielding relatively small fragmencs that will be unable to retrieve
the complementary counterparts to re-form doublestrands. This is
particularly relevant in case interstrand crosslinks are expected
which are starting places for renaturation after neutralization. In
control experiments, mustard gas-treated ss- and ds-ct-DNA was run
through the same procedures and tested in the competitive ELISA
together with the WBC samples.

Figure 77 shows the competition curves for whole blood treated with
1, 0.1 and 0.01 mM mustard gas (panel A) and ss-ct-DNA treated with
10 and 1 uM mustard gas or untreated (B). Panel B also shows results
obtained with alkali-treated and untreated DNA, tested to observe the
influence of alkali on the outcome of the assay. However, the ELISA
results did not indicate the presence of mustard gas adducts that
were recognized by the antibodies, neither with the WBC-DNA (Figure
77A) nor with the mustard gas-exposed ss-ct-DNA treated with alkali
(Figure 77B). In contrast, ss-ct-DNA treated with mustard gas, but
not with alkali, did show the expected competition curves (Figure
77B). A possible explanation could be that during the alkali
treatment in all N7-G-HD adducts the imidazole ring of the guanine
was opened and, as a consequence, the adducts are no longer
recognized by the antibodies which were raised with mustard gas-
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treated DNA having intact guanine ring systems. This ring opening is
known to occur with N7-alkylated guanines in alkaline medium.

Therefore,

methods using alkali probably are unsuitable for the

isolation of WBC-DNA for an ELISA to test mustard gas damage with
these antibodies. Another remarkable fact is the high response of DNA
of untreated WBC and untreated ss-ct-DNA in this experiment. In

Figure 77.
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Competitive ELISA with rabbit serum W7/10 and DNA as
competitor. Panel A: DNA from human blood; whole blood was
treated with 1 mM (+—+), 0.1 mM (e---e) or 0.01 mM
(a---a) mustard gas or untreated (o---o) and then brought
at alkaline pH to release DNA and to induce single-
strandedness. Panel B: single-stranded calf-thymus DNA,
treated with 10 uM (4---+) or 1 uM (a---a) mustard gas and
untreated (o---o0), before and after exposure to alkaline
pH (10 uM mustard gas: +——+; 1 uM mustard gas: a —ai
untreated: o——o0). The wells were coated with an excess of
single-stranded calf-thymus DNA with 10 uM mustard gas




- 175 -

several other experiments, it appeared that different batches of DNA
could lead to different outcomes, so it is important to perform
control experiments with the same DNA-batch.

Another method to disrupt cell walls and membranes, and to make the
DNA single-stranded is to treat the cells in a citrate buffer with
70% formamide at 56 °C. However, WBC treated with mustard gas
followed by release and denaturation of DNA with formamide, showed
results comparable with those of cells treated with alkali (Figure
78). Interference of the medium with the ELISA could be excluded as
the explanation for this result on the basis of control studies with
mustard gas-treated calf-thymus DNA (Figure 79), where the responses
of ss-ct-DNA untreated and treated with the formamide solution were
practically the same. It appears possible that the formamide
treatment is not capable to degrade the cells completely and to
remove the histones from the DNA, which is necessary to make the
adducts inside the protein-DNA cluster accessible.
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Figure 78. Competitive ELISA with rabbit serum W7/10 and DNA from
human blood as competitor. Whole blood was treated with
1 mM (+—+), 0.1 mM (a---4) or 0.01 mM (o --0) mustard
gas or untreated (e---e). Next, DNA was released and
denatured with the 70% formamide buffer. ‘vhe wells were
coated with an excess of single-stranded calf-thymus DNA
treated with 10 uM mustard gas
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The third procedure attempted was more successful. In this approach
the mustard gas-treated blood cells were lysed overnight with 1% SDS
(to degrade the cell wall) and proteinase K to degrade the proteins.
Next day, the DNA was purified by phenol extraction and ethanol
precipitation and then dissolved in PBS. The DNA (still double-
stranded) was sonicated and directly thereafter tested in the ELISA.
With this double-stranded material, significant competition was
obtained.Using this procedure several (control) experiments were
carried out. Ss-ct-DNA was used that had been treated with 1 and

10 uM mustard gas (Figure 80). DNA was first isolated from WBC and
then treated, either in single-stranded (Figure 81) or in double-
stranded form (Figure 82), treated with 0.1, 1 and 10 uM mustard gas.
Also isolated WBC from whole blood (Figure 83) and whole blood
(Figure 84) werc treated, with 1 and 0.1 mM mustard gas, and then the
DNA was isolated and assayed in the ELISA.

100

BOJ

60

40 ]

inhibition (%)

ZOW

— .
virvey - vveT T

(-]
[}

10 10° 10° 10* 10’

ng competitor DNA/well

Figure 79. Competitive ELISA with rabbit serum W7/10 and single-
stranded calf-thymus DNA as competitor. The DNA was
treated with 10 gM (+) or 1 uM (A) mustard gas or
untreated (e) and then tested in the competitive ELISA
before (- ‘) or after (——) treatment with the 70%
formamide buffer. The wells were coated with an excess of
single-stranded calf-thymus DNA treated with 10 uM mustard
gas
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Figure 80. Competitive ELISA with rabbit serum W7/10 and single-
stranded calf-thymus DNA as competitor. The DNA was
treated with 10 gM (+——+) or 1 uM (a---a) musctara gas or
untreated (o---o) and then tested in the ccmpetitive
ELISA. The wells were coated with an excess of single-
stranded calf-thymus DNA treated with 10 uM mustard gas
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Competitive ELISA wit1 rabbit serum W7/10 and DNA isolated
from human white blooa cells as competitor. The DNA was
isolated b, phenol extraction and ethanol precipitation
and then, after heating (10 min; 100 °C) to induce single-
strandedness, treated with 10 uM (+—+), 1 uM (a---a) or
0.1 uM (o0---0) mustard gas or untreated (e---e). The

wells were co~%7l wl** _: excess of single-stranded calf-

thymus DNA treated .1th .0 uM mustard gas
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Competitive ELTSA with rabbit serum W//10 and DNA isolated
from human white blood cells as competitor. The DNA was
isolated by phenol extraction and ethanol precipitation
and then treated with 10 uM (+—+), 1 uM (a---a) or

0.1 uM {(o---0) mustard gas or untreated (eo---®@). The wells
were coated with an excess of single-stranded calf-rhymus
DNA treated with 10 uM mustard gas
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Competitive ELISA with rabbit serum W7/10 and DNA isolated
from human white blood cells in as competitor. White blood
cells were isolated from whole blood and treated with 1 mM
(+——+), 100 uM (a---a) or 10 uM (o---0) mustard gas or
untreated (e---e). The DNA was isolated by phenol
extractiou and ethanol precipitation and tested as doubic-
stranded DNA. The wells were coated with an excess of
single-stranded calf-thymus DNA treated with 10 uM mustard
gas
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Comperitive ELISA with rabbit serum W7/10 and DNA isolated
from human white blood cells as competitor. Whole blood
was treated with 1 mM (+——+) and 100 uM (a---4) mustard
gas or untreated (o---o0). After isolation of the white
cells, DNA was isolated by phenol extraction and ethanol
precipitation and tested as double-stranded DNA. The wells
were coated with an excess of single-stranded calf-thymus
DNA treated with 10 uM mustard gas

The 502 inhibition points of all these samples are shown in Tabie 11.
The amount of N7-G-HD monoadduct present with competitor DNA at the
50% inhibition point for ss-ct-DNA, ds-ct-DNA and DNA from whole
blood, has been derived by extrapolation from the data shown in Table
8 for ss- and ds-ct-DNA treated with 0.1 mM [3SS]mustard gas and

whole blood treated with 1 mM {39

adduct per 129, 75 and 124 unmodified guanines).

S]mustard gas (respectively, 1
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Table 11. N7-(2‘-Hydroxyethylthioethyl)-guanine monoadducts (N7-G-HD)
after treatment of calf-thymus DNA, DNA of white blood
cells, white blood cells and whole blood with mustard gas
detected in a competitive ELISA

Sample Single-/ Mustard Amount of N7-G-HD  Amount of
double- gas N7-G-HD at competitor DNA at
stranded concen- 50% inhibition 50% inhibition
(ss/ds) tration  point point

(uM) (fmol /well) (ng/well)

Ct-DNA ss 1 51.7 8802

ss 10 10.5 18
Blood DNAD  ss 1 43.2 735
ss 10 10.5 18
ds 1 959 95008
ds 10 234 232
wecb ds 100 n.m.¢ 30002
ds 1000 n.m.€ 38

Whole ds 1000 892 l46

bloodP

a8 Extrapolated

b DNA was isolated by phenol extraction aud ethanol precipitation,
and made single-stranded (if applicable) by heating at 100 °C for
10 min

€ Not measured

Evidently, when DNA of WBC was isolated, made single-stranded and
then treated with 10 uM mustard gas, the amount of competitor DNA .t
the 50% inhibition point was the same as the amount of similarly
treated ss-ct-DNA at i , 50X inhibition point. However, the
competition curves differ from those pertaining to data shown in
Table 10. These differences appear to be related to d:fferences in
the DNA-batches, which complicates this detection method. It might be
advisable to take other control DNA preparations, e.g., rat liver
DNA, and use these in every experiment together with an internal
standard of mustard gas-treated ss-ct-DNA, with a known amount of N7-
G-HD monoadducts.

In these experiments, the shift in the inhibition curve when the
treatment conceutration of mustard gas was varied, was not always in
proportion to the concentration change. For ss-DNA treated with 10
and 1 uM mustard gas, respectively, the curve shifted by a factor of
apout 40, i.e. 40 x more DNA was needed after exposure to 1 uM
m.stard gas to obtain a comparable extent of inhibition. This was
found for ss-ct-DNA as well as for ss-WBC-DNa (Figures 80 and 81).
With ss-WBC-DNA a tenfold lower concentratiun of mustard gas (C.1 pM)
was also tested, which resulted in a still detectable inhibition
(Figure 81) although 50% inhibition was not reached. In this case,
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however, the shift appeared to correspond rather well to the
concentration differences.

With the double-stranded DNA a similar phenomenon was observed
(Figure 82). After exposure to 10 uM mustard gas, the amount of
competitor DNA in the 50% inhibition point was 232 ng/well, whereas
at the tenfold lower concentration about fortyfold more DNA was
needed to achieve the same extent of competition. A comparison of the
data in Table 11 demonstrates that after exposure to the same
concentration of mustard gas much more double-stranded DNA is
required for effective competition than mustard gas-treated single-
stranded DNA. At the 50% inhibition point the difference amounts to a
factor of 13. The DNA isolated from WBC and whole blood treated with
mustard gas, was tested in the ELISA as double-stranded material. The
amount of competitor DNA at the 50% inhibition poir: of DNA derived
from samples of WBC treated with 1 mM mustard gas was 38 ng/well,
while the amount of competitor DNA from samples of whole blood
treated with 1 mM was 146 ng/well (Figures 83, 84 and Table 11).
Assuming that 1 out of 124 guanines is alkylated with a N7-G-HD
monoadduct when blood is exposed to 1 mM mustard gas (based on HPLC
analyses on [3SS]mustard gas treated whole blood), 892 fmol N7-G-HD
monoadduct/well is detected in the DNA present in the double-stranded
form at the 50% inhibition point.

Since adducts of mustard gas appeared to be better recognized in
single- than in double-stranded DNA, the poor results obtained with
the material from cells treated with alkali or formamide to liberate
DNA, might be due to insufficient single-strand character. For that
reason, all ct-DNA samples treated with alkali and formamide were
tested on single-strandedness. In these tests, monoclonal antibodies
which specifically recognize single-stranded DNA (D1R) were used. The
amount of competitor DNA/well needed to reach the 50% inhibition
point is summarized in Table 12. Untreated, single-stranded ct-DNA
was taken as the 100X point and double-stranded ct-DNA, treated with
1 uM mustard gas, as the 0% point, assuming that no single-stranded
DNA is present (arbitrary 0% point).

These results show that in ss-ct-DNA the percentage single-
strandedness ranges from 95-100. The three ds-ct-DNA samples range
from 0 to 15%X. It can be concluded that alkali treatment of double-
stranded DNA induced 100X single-strandedness, while formamide did so
for about 90X%. Evidently, the failure to detect with the competitive
ELISA HD-DNA aducts in DNA treated with alkali or formamide cannot be
attributed to lack of single-st-andedness. When alkali is used to
disrupt the cells, the opening of the imidazolium ring in the N7-
guar.ine adducts is induced, which destroys the affinity of the W7/10
antibodies for the mustard gas adduct. The reason for the absence of
a regponse in the ELISA in case of formamide treatment is not clear.
Possible explanations have heen suggested above. This question has
not been pursued further sincez the third method appeared to give good
results,
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Table 12. The amount of single-strandedness in single- and double-
stranded calf-thymus DNA exposed to mustard gas and treated
with alkali or formamide

Sample Concentration Treatment DNA at 50% Single-
mustard gas alkali/ inhibition strandedness
(uM) formamide point (percentage)
(ng/well)

Ss-ct-DNA 0 - 0.24 1002
1 - 0.30 98

10 - 0.24 100

0 alkali 0.45 95

1 alkali 0.34 97

10 alkali 0.30 98

0 formamide 0.36 97

1 formamide 0.27 99

10 formamide 0.36 97

Ds-ct-DNA 0 - 3.6 15
1 - 4.2 02

10 - 3.6 15

0 alkali 0.23 100

1 alkali 0.31 98

10 alkali 0.31 98

c formamide 0.77 87

1 formamide 0.62 90

10 formamide 0.53 93

& By definition
I11.14.3. Cell -ELISA

One of the goals of this project is the development of an
immunochemical method to detect damage due to exposure to mustard gas
in DNA of WBC or skin biopsies on the single-cell level, by
impunofluorescence microscopy. In the ultimate procedure aimed at,
monoclonal antibodies will be used for this application. The
development of such antibodies implies the screening of hybridoma
clones with respect to the properties of the antibody molecules they
produce. 11 order to select the proper clones, it is important to use
screening procedures that resemble as much as possible the conditions
of the eventual practical application of the antibodies. For that
reason, a screening method had to be developed mimicking the single-
cell detection conditions, a so-called cell-ELISA. In the
developmental stage, the polyclonal antiserum W7/1) was used. WBC
were processed in the same way as they should be for
irmunofluorescence microscopy, but they were attached to wells of
microtiter plates instead ot on object glasses (as described in
11.3.9.3). WBC (b.lOa), isolated from blood exposed for 1 h to 1 or
0.1 mM mustard gas, were applied per well and treated with RNAse
followed by 70% formamide (at 56 ©C), or in NaOH in 70% ethanol (at
room temperature) and washed with ethanol. As a control, mustard gas
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exposed cells without any treatment were used. After a subsequent

proteinase

K incubation (in order to digest proteins) the antiserum

W7/10 was added in various dilutions (50 to 1.10° x). Detection of
the antibody molecules attached to the DNA was performed with the
second antibody goat-anti-rabbit-IgG-alkaline phosphatase. The
substrate was 4-nitrophenyl phosphate (PNP) or 4-methylumbelliferyl
phosphate (MUP). The results of the cell-ELISA are shown in Figures
85, 86, and 87.

Figure 85.
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Antibody response of rabbit serum W7/10 against mustard
gas-treated human white blood cells in a cell-ELISA. Human
blood was treated with 1 mM (o0---0) or 0.1 mM (A---a)
mustard gas or untreated (+——+). The white blood cells
were isolated and used to coat the wells (40,000
cells/well). After RNA-digestion and protein degradation,
various W7/10 dilutions were tested in the same way as in
a direct ELISA

As expected, untreated cells (Figure 85) and cells treated with
alkali (Figure 86) did not show mustard gas-damage specific binding
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Figure 86. Antibody response of rabbit serum W7/10 against mustard
gas-treated human white blood cells in a cell-ELISA. Human
blood was treated with 1 mM (o---0) or 0.1 mM (a---a) HD
or untreated (+—+). The white blood cells were isolated
and used to coat the wells (40,000 cells/well). After
RNA-digestion the cells were treated with alkali to
disrupt the cells and to denature the DNA. After
subsequent protein degradation, various W7/10 dilutions
were tested in the same way as in a direct ELISA

of W7/10. The damage due to mustard gas is not accessible for
antibodies when the cells 1ire not treated with cell-disrupting
agents, such as alkali or formamide. Though alkali disrupts the cell-
wall, it also induces ring-opening of the guanine adducts, so these
adducts will not be recognized by the antibodies. When the cells were
treated with formamide (Figure 87) a high response was found, but
only for cells treated with 1 mM mustard gas. In this application,
the W7/10 serum is not as sensitive as in the competitive ELISA,
because at a dilution factor of 10,000, only a tenfold higher
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Antibody response of rabbit serum W7/10 against mustard
gas-treated human white blood cells in a cell-ELISA. Human
blood was treated wiht 1 mM (o---0) or 0.1 mM (Aa---a)
mustard gas or untreated (+—+). The white blood cells
were isolated and used to coat the wells (40,000
cells/weli). After RNA-digestion the cells were treated
with a 702 formamide buffer to disrupt the cells to
denature the DNA. After subsequent protein degradation,
different W7/10 dilutions were tested in the same way as
in a direct ELISA

response can be seen with WBC from blood treated with 1 mM mustard
gas than with WBC from untreated blood. At a dilution factor of
40,000 (dilution factor of the W7/10 serum used in competitive
ELISA’s) no significant difference in response could be detected,
whereas in the competitive ELISA with the corresponding blood samples
no inhibition was found with untreated blood, while 50X inhibition
was found at 0.15 ug DNA/well with treated blood (1 mM mustard gas).
It was concluded that this system would be suitable for the screening
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of monoclonal antibodies, by using WBC from whole blood treated with
1 mM mustard gas and disruption of the cell-walls with formamide.

I11.14 4. anti ie inst N7-(2'-hvdroxyethylthio-

For the development of monoclonal antibodies with specificity for the
ma jor mustard gas-adduct in DNA, mice have to be immunized with a
proper antigen. The immunogen prepared for this purpose was the
product of the reaction of mustard gas with guanosine-5'-phosphate
(GMP) coupled to a carrier protein. The use of such a protein was
required since in general small molecules will not elicit an
efficient immune response. After synthesis and characterization of
N7-(2"-hydroxyethylthioethyl)-guanosine 5'-phosphate (GMP-7-HD; see
IIT.6), this adduct was coupled to the protein Keyhole Limpet
Hemocyanine (KLH), with periodate or 1-(3-dimethylaminopropyl)-3-
ethylcarbodiimide hydrochloride (EDC). As a control for the coupling
reaction and in order to screen the antisera for the presence of
anti-adduct activity, coupling products of GMP and GMP-7-HD to bovine
serum albumin (BSA) were also prepared, which were used in the direct
ELISA. BSA was used instead of KLH to prevent a high anti-KLH
background in the assay due to antibodies raised against determinants
of that protein.

In this procedure, the carbon atoms bearing two vicinal hydroxyl
groups in the sugar moiety of guanosine are oxidized to aldehyde
functions with rupture of the C-C bond, followed by condensation with
amino groups in the protein. UV spectra were taken of KLH, BSA, GMP-
and GMP-7-HD and of the protein products after the coupling (Figure
88). Four different ratio’s adduct:protein (ws/w; 1:1, 1:10, 1:25 and
1:100) were applied for the coupling of GMP or GMP-7-HD to KLH or
BSA. As can be derived from Figure 88D, GMP was coupled to BSA.
However, GMP-7-HD was not coupled to either KLH (Figure 88C) or BSA
(Figure 88D). We presume that periodate had oxidized the sulfur atom
of the (2'-hydroxyethylthioethyl) residue instead of the sugar moiety
of guanosine.
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Figure 88. UV spectra of various compounds used for periodate
coupling of guanosine-5'-phosphate (GMP) or N7-(2"-
hydroxyethylthioethyl}- guanosine-5’-phosphate (GMP-7-HD)
to Keyhole Limpet Hemocyanine (KLH) or Bovine Serum
Albumin (BSA). Panel A: KLH (1) and BSA (2)in PBS.

Panel B: GMP-7-HD at pH 7. Panel C: Coupling products of
KIH with GMP-7-HD by periodate in PBS. The input ratio of
adduct :protein was (w/w) 1:10 (1), 1:25 (2) and 1:100 (3).
Panel D: Coupling products of BSA with GMP (1) and with
GMP-7-HD (2) by periodate with an adduct:protein ratio
(w/w) of 1:10 in PBS
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EDC coupling

In this procedure, the phosphate group of the GMP is activated by 1-
(3-dimethyl -aminopropyl)-3-ethylcarbodiimide hydrochloride (EDGC) in
an imidazole buffer. This activated phosphate group can easily bind
to the amino group of a lysine residue in the carrier protein. Only
the coupling of GMP-7-HD to KLH was performed. Three different
amounts of EDC (50, 100 or 250 mol EDC/mol GMP-7-HD) were used and UV
spectra were taken after the coupling (Figure 89). The UV spectra
show that GMP-7-HD was coupled to KLH. The coupling products obtained
after reaction at a molar ratio of 50 and 100 mol EDC/mcl GMP-7-HD
showed the highest absorbance and both were used for the immunization
of 8 mice to raise monoclonal antibodies.

1.0+

— Abs

2S¢ 3o
-~ wavelength (nam)

Figure 89. UV spectra of N7-(2"-hydroxyethylthioethyl)-guanosine-5'-
phosphate (GMP-7-HD) coupled via 1-(3-dimethylamino-
propyl)-3-ethylcarbodiimide hydrochloride (EDC) to Keyhole
Limpet Hemocyanine /KLH). Three different input ratio's of
EDC:GMP-7-HD were applied: 50 mol EDG/mol GMP-7-HD (1);
100 mol EDC/mol GMP-7-HD (2); 250 mol EDC/mol GMP-7-HD (3)

Four mice were immunized with the product of 50 mol EDC/mol GMP-7-HD
(mouse 1, 2, 3 and 4) as immunogen and 4 mice with that of 100 mol
EDC/mol GMP-7-HD (mouse 5, 6, 7 and 8). After 8 days blood samples of
all mice were taken and the sera were tested for antibody activity
against ss-ct-DNA treated with 10 uM mustard gas in a direct ELISA.
Figure 90 shows the results of the ELISA, at a serum dilution of 200.
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Figure 90. Antibody response of sera of eight mice at eight days
after the first immunization, in a direct ELISA. Four mice
(1-4) were immunized with the coupling product of N7-(2"-
hydroxyethylthioethyl)-guanosine-5’-phosphate (GMP-7-HD)
via EDC to Keyhole Limpet Hemocyanine (KLH) with a molar
ratio of EDC:GMP-7-HD of 50:1 and a molar ratio of
adduct:KLH of 100:1, and four mice (5-8) were immunized
with the coupling product with a molar ratio of EDC:GMP-7-
HD of 100:1 and a molar ratio of adduct:KLH of 100:1. The
wells were coated with an excess of single-stranded calf-
thymus DNA treated with 10 uM wustard gas or with
untreated single-stranded calf-thymus DNA. The sera were
diluted twohundred-fold

The mouse with the serum showing the best response against mustard
gas-treated DNA was chosen for isolation of the cells to be used for
fusion after a second immunization, The mice immunized with the
coupling product of 50 mol EDC/mol GMP-7-HD appeared to be the best
in this respect. Mouse 1 was chosen for the fusion experiment. After
a second immunization the spleen and lymph node cells of this mouse
were isolated; also blood was collected to check the antibody
activity. Figure 91 shows the response of the serum of mouse 1 taken
after the first and the second immunization against ss-ct-DNA treated
with 10 uM mustard gas and untreated ss-ct-DNA, respectively.
Evidently, the specific response against mustard gas-adducts had
increased after the second immunization.

Tne lymph node and spleen cells of mouse 1 were fused with SP2/0
plasmacytoma cells and hybridomas were selected in HAT-medium as
described in I1.13.7. In 100X of the wells (300 wells) containing
"spleen”-hybridomas, clones were formed and, in first instance,
supernatants of 62 wells showed a specific response against ct-DNA
treated with 10 uM mustard gas compared to untreated ct-DNA (specific
response: > 2x response of untreated DNA). Only in 67% of the wells
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Figure 91. Antibody response of the serum of a mouse (1) eight days
after the first immunization and four dajy : after the
second immunization, in a direct ELISA. The mouse was
immunized with the coupling product of N7-(2"-hydroxy-
ethylthioethyl)-guanosine-5'-phosphate (GMP-7-HD) via EDC
to Keyhole Limpet Hemocyanine (XLH) with a molar ratio of
EDC:GMP-7-HD of 50:1 and a molar ratio of adduct:KLH of
100:1. The wells were coated with an excess of single-
stranded calf-thymus DNA treated with 10 uM mustard gas or
with untreated single-stranded calf-thymus DNA. The sera
were diluted fourhundred- and eighthundred-fold

(300 wells) containing "lymph node”-hybridomas, clomes were formed
and only nine wells showed positive response. The supernatants of the
wells were screened in a direct ELISA, and when a positive response
was observed, the supernatants were also tested in the cell-ELISA.
However, as is often the case, many clones lost their antibody-
producing capability with time, so finally cells from only four
"spleen"-wells and one "lymph node"-well remained to ve subcloned
twice by limiting dilution, the procedure applied to make sure tha.
monaclonal antibodies were obtained. For the second subculturing,
only cells from a well in which one clone was grown were selected.
The same procedure was followed for the selection of ten ciones (two
clones from each of the five wells).

The ten selected clones, producing antibodies with specific activity
against ss-ct-DNA treated with mustard gas, were named 2Cl, 2D4.
2F10, 1HG, 2F12, 2D3, 2A4, 2E3, 2F8 and 1H7. Two clones (2F10 and
1H4) were hybridomas from lywph node origin and the other eight < me
from spleen cells. The crude supernatants of these ten hybridomas
were tested in a d'rect and a cell-ELISA. The results of the direct
and cell-ELISA are shown in Figure 92. The supernatants were diluted
tenfold and tested on ss-ct-DNA treated with 10 uM mustard gas
(direct ELISA) and on WBC of whole blood treated with 1 mM mustard
gas. These results show that the last six clones in Figurc 92 show a
substantial response in the direct ELISA as well as in the cell-
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ELISA. Another important feature is the low response against
untreated ss-ct-DNA and untreated WBC for all ten clones.Also the
immunoglobuline-subclass was determined and all supernatants showed
to contain specific antibodies of the IgGl-subclass.
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Figure 92. Antibody response of the supernatants of ten monoclonal
cell cultures in a direct ELISA and in a cell-ELISA. The
cell lines were isolated after fusion of the spleen- and
lymph node cells of a mouse immunized with the coupling
product of N7-(2"-hydroxyethylthioethyl)-guanosine-5’-
phosphate (GMP-7-HD) via EDC to Keyhole Limpet Hemocyanine
(KLH) (molar ratio of EDC:GMP-7-HD of 50:1) with SP2/0
plasmacytoma cells, and recloned twice by limiting
dilution. The wells were coated with an excess of single-
stranded calf-thymus DNA treated with 10 pgM mustard gas or
with untreated single-stranded calf-thymus DNA in the
direct ELISA and with white blood cells (40,000/well)
isolated from human blood treated with 1 mM mustard gas or
from untreated blood in the cell-ELISA. The supernatants
were diluted tenfold

Purification studies were performed on the monoclonal antibodies in
saturated supernatants of each of the ten clones; ammonium sulfate

precipitation followed by chromatography on a protein A column was

applied. The protein content (Biorad assay) of the final, purified,
monoclonal antibody preparations, originating from 100 ml of crude

supernatants, is shown in Table 13.

The ten purified MABs were screened in a direct ELISA and in a cell-
ELISA (Table 14). Different amounts of the MABs (ng protein/well)
were tested on immobilized ss-ct-DNA treated with 10 uM mustard gas
and on WBC from whole blood treated with 1 mM mustard gas. After 1 h,
the fluorescence was recorded and the amount of protein needed to
reach a standard level of fluorescence (3,000 arbitrary units) was
calculated. In the cell-ELISA the purified antibodies of the clone
2C1, 2D4 and 1H4 did not reach this level, so the fluorescence of the
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Table 13. The amount of purified monoclonal antibodies isolated from
the supernatant of ten hybridomas

Clone number Protein content
(pg/100 ml supernatant)

2C1 917
2D4 806
2F10 683
LH&4 832
2F12 260
2D3 61
2A4 41
2E3 171
2F8 163
1H7 99

highest amount of incubated protein is shown. An important criterion
for the selection of MAB’'s is a high response to DNA treated with
mustard gas and a low response to untreated DNA. Therefore, the
corresponding response to untreated DNA/WBC is also shown in Table
14.

Table 14. Direct ELISA and cell-ELISA on ten purified monoclonal
antibodies (MAB's)

7'ane Direct ELISA Cell-ELISA
number
fluorescence® ng protein/ fluorescence® ng protein/
—_— well —_—— wall
10 M HD O wM EDP 1 oM BD O mM HD®
2C1 3000 250 14 1925 425 40
2D4 3000 250 15 1875 425 40
2F10 3000 350 [0 3000 875 600
184 3000 475 300 1850 850 1000
2F12 3000 1000 4.0 3000 800 7.5
2D3 3000 475 5.0 3000 450 8.5
284 3000 600 6.5 3000 600 10
2E3 3000 1175 2.5 3000 1125 4.0
2F8 3000 1275 3.0 3000 1075 6.0
187 3000 500 7.5 3000 500 10

8 The fluorescence was recorded after 1 h
b The fluorescence without MAB was 180.
€ The fluorescence without MAB was 237.

Table 14 shows that clones 2Cl1, 2D4, 2F10 and 1H4 respond very well
to DNA treated with mustard gas, compared to untreated DNA; a
relatively large amount of protein is needed, however, compared to
the other clones. In the cell-ELISA they do not respond very well.
The clones 2F12, 2E3 and 2F8 show a high background activity against
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untreated DNA, which is in contrast to the results shown in Figure Y/
for the ELISA before purification of the same antibodies. The clones
2D3, 2A4 and lH7 show the best results, in the direct ELISA as well
as in the cell-ELISA. Less than 10 ng protein/well is needed to reach
a fluorescence of 3000 units after 1 h of incubation, while the
response to untreated DNA remains at an acceptable level.

The protein yield of the 6 clones 2F12, 2D3, 2A4, 2E3. 2F8 and lH/
was not high, however the specific activity (that is the amount of
protein needed to reach a standard level of fluorescence of 3000
arbitrary units) was high. The low protein yield could be due to
fluctuations in production capacity of the clones or loss of activity
during the different purification steps (purification was done in the
same order as the clones were numbered). Next time, when a new batch
of supernatant will be purified, the activity of the fractions during
the different purification steps should be mcnitored accurately, to
detect activity loss. However, enough MABs were isolated to perform
screening tests to characterize the antibodies a.1 to select one or
two clones for the further productions of the antibodies.

The MABs were also testad in a competitive ELISA. The wells were
coated with ss-ct-DNA t "eated with 10 uM mustard gas. Various amounts
of competitor DNA (ss-ci-DNA treated with 10, 1 or 0.1 uM mustard
gas) were incubated with a fixed amount of MAB. This amount was
chosen such that a respouse of 3000 fluorescence units after 1 h of
incubation was obtained, when no competitor DNA was added (10X
point). To compare the activity of the various monoclonal antibodies
with the rabbit antiserum W7/10, this serum was also tested with the
same competitor DNA. Figure 93 shows the competition curves of MABs
of clone 2D3 (5 ng protein/well) and of W7/10 (dilution: 1:40,000).
The amount of competitor DNA required to reach the same level of
inhibition was less for clone 2D3 than for W7/10. With ss-ct-DNA
treated with 10 uM mustard gas as competitor, the 50% inhibition
point was reached at 3 and 15.5 ng DNA/well with 2D3 and W7/10,
respectively. As described before, it was shown that 1 out of 1,290
guanines is modified into a N7-G-HD monoadduct when ss-ct-DNA is
treated with 10 uM mustard gas. Therefore, on the basis of these 50%
inhibition points it can be calculated that, respectively, 1.8 and
9.1 fmol N7-HD-G monoadduct/well are present. Also some other clones
were tested in a competitive ELISA. The results are summarized in
Table 15.

The sensitivity of the competitive ELISA when antibodies of the six
clones were compared showed little variation, only the antibodies
produced by clone 2Cl appeared to be not very sensitive. It can be
concluded that several hybridomas have been isolated that produce
monoclonal antibodies with specificity for DNA damage due to exposure
to mustard gas. The sensitivity of the competitive ELISA when
performed with these antibodies is equal to that of the polyclonal
antiserum W7/10, or somewhat better.
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Competitive ELISA with rabbit serum W7/10 (panel A) and
monoclonal antibodies produced by hybridoma 2D3 (panel B),
and single-stranded calf-thymus DNA as competitor. The DNA
was treated with 10 uM (e---e), 1 uM (o---0) or 0.1 uM
(a---a) mustard gas or untreated (+---+). The wells were
coated with an excess of single-stranded calf-thymus DNA
treated with 10 uM mustard gas. The W7/10 serum was
diluted 1:40,000 and monoclonal antibodies were added in

5 ng protein aliquots/well
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Table 15. The amount of N7-(2"-hydroxyethylthiocethyl)-guanine (N7-G-
HD) monoadduct per well present in the competitor DNA at
the 50% inhibition point in a competitive ELISA with
various hybridomas

Serum DNA at 50% inhibtion N7-G-HD-adduct at 50%
point inhibition point
(ng/well) (fmol /well)

W7/10 15.5 9.1

2D3 3.0 1.8

2C1 103 60.4

2F12 2.3 1.3

2484 5.1 3.0

2F8 2.3 1.3

1H7 2.6 1.5

III.15. i i i i i vi vari °

components

Since adducts in DNA of WBC as well as those in hemoglobi~ of red
blood cells are to be examin~d for their possible use in a dosimeter
for mustard gas, the distribution of this agent between various blood
components was studied after treatment of whole blood with 0.1 mM
{358]:ustard gas. After division of the blood into two equal parts
(duplo experiment), various blood fractions, including serum
proteins, red and white blood cells, hemoglobin and DNA (as described
in 11.4) were isolated and the radioactivity was counted. The
distribution of the radioactivity over the fractions was calculated.
This experiment was done twice. The combined results of these
experiments are shown in Figure 94.

Almost all radioactivity appeared to be present in the serum (60%)
and the erythrocytes (39%). Only 0.67% was associated with the WBC,
with 0.021% bound to the DNA. Of the total amount of radioactivity,
31% was bound to globin, which is 1,500 times more than to DNA. Since
the hemoglobin content in blood varies between 0.12 and 0.16 g/ml
with a mean value of 0.14 g/ml and the DNA-content is ca. 50 ug
DNA/ml, the difference amounts to a factor 2,800. When blood was
treated with 0.1 mM [3SS]mustard gas, 1,500 times more radioactivity
was bound to hemoglobin than to DNA; hence mustard gas binds 1.9
times more efficiently to DNA than to hemoglobin. However, the
absolute number of mustard gas-adducts in hemoglobin in blood is much
higher than in DNA because of the large amount of hemoglobin compared
to DNA. It is expected that adducts in hemoglobin have a higher
persistency due to the absence of repair for these types of lesions,
in contrast to DNA-adducts which -in general- can be repaired by
cellular enzyme systems. Consequently, for a practical detection and
the quantification of exposure to mustard gas, an immunochemical
method based on antibodies that are specific for protein adducts
might be attractive. However, on a weight basis more adducts are
present in DNA and little DNA is needed for the assay. Furthermore,
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DNA adducts are more directly related to the adverse health effects
of mustard gas.
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Figure 94. The distribution of :‘adioactivity in human whcle blood
after treatment with 3.1 mM [35S}mustard gas. The blood
was separated in the serum fraction, the red blood cells
(RBC) and the white blood cells (WBC). The serum was
divided into the serum proteins and the serum suapernatant
containing the remaining components. The RBC were divided
into the RBC proteins (globin) and the heme fraction. The
WBC were divided into the DNA and the remaining
components. The radioactivity is expressed as the
percentage radioactivity in the fraction compared to the
totally recovered radioactivity. The data are the mean
values of four experiments (+ SEM)

111.16. Identification of reaction products of gustard gas in
proteins of erythrocytes

II1.16.1. - i j -gd

in hemoglobin digested with trypsin

Since it is known from literature (25) that the N-terminal amino acid
valine of the a-chain of hemoglobin is a good target for alkylation,
the detection of mustard gas-adducts to this amino acid has been
chosen as a first approach. This valine is released from the a-globin
chain by digestion with trypsin together with six other amino acid
residues as the N-terminal heptapeptide val-leu-ser-pro-ala-asp-lys
(HP).

An HPLC gystem has been developed to separate peptides and peptides
alkylated by mustard gas. A Cl8 reversed phase column (25 cm x 4,6
mm) was used and the peptides were eluted with an acetonitrile
gradient in 0.1X trifiuoroacetic acid (TFA); thc products were
detected by their absorbance at 220 nm.
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A method has been developed to i1solate globin (Gb) chains from whole
blood and from commercially available hemoglobin (Hb) as described in
I1.15.1 and II.15.2. In order to digest the proteins into peptides.
Gb was hydrolyzed with trypsin at 37 °C for 2 h. Trypsin cleaves the
protein specifically at the carboxyl-end of lysine and arginine
residues. In this way, HP could be released. Figure 95 shows the
profile of Hb (Sigma) digested with trypsin and subsequently injected
onto the HPLC column. Digestion and HPLC separation are very
reproducible. Also Hb isolated from blood was digested and injected
onto the HPLC column (Figure 96). The elution showed approximately
the same profile as that obtained with the commercially available Hb
(Figure 95). Figure 97 shows digested Gb, co-injected with the
synthetic heptapeptide (see II1.11.2) which was characterized by
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Figure 95. HPLC-chromatogram (ODS-Sephadex reversed-phase column) of
hemogiobin (Sigma) hydrolyzed with trypsin. The absorbance
was recorded at 220 nm. An acetonitrile gradient in 0.1%
trifluoroacetic acid was used to elute the various
peptides
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Figure 96. HPLC-chromatogram (ODS-Sephadex reversed-phase column) of
trypsin-digested globin isolated from human blood. The
absorbance was recorded at 220 nm. An acetonitrile
gradient in 0.1X trifluorcacetic acid was used to elute
the various peptides

by amino acid analysis. The HP was eluted after 18.5 min (peak 1).
Peak 1 was collected from the sample as shown in Figure 95 and also
analyzed by amino acid analysis. The amount of amino acids (nmol) was
measured in the sample and expressed as the ratio of nmol amino
acid:nmol ala. Ala served as a reference amino acid because it is
very stable and will not be alkylated by mustard gas. Seven amino
acids were detected with the molar ratio indicated between brackets:
val(1.0), leu(l.0), ser(1.2), pro(l.3), ala(l.0), asp(0.9) and
lys(1.1). The digestion method was considered suitable for releasing
the HP from Hb and possibly also from hemoglobin reacted with mustard

gas.
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Figure 97. HPLC-chromatogram (ODS-Sephadex reversed-phase column) of
hemoglobin (Sigma) hydrolyzed with trypsin and co-injected
with the N-terminal heptapeptide of the a-chain of
hemoglobin (peak 1). The absorbance was recorded at 220
nm. An acetonitrile gradient in 0.1% trifluorcacetic acid
was used to elute the various peptides

I11.16.2. Identification of the alkylated pepiide 1n hiewoglelis
‘enied witl N

Subsequent to the synthesis and the characterization of N-(2'-
hydroxylethyl-thicethyl)-val-leu-ser-pro-ala-asp-lys, i.e., the
h-ptapeptide alkylated with mustard gas at valine (see I11.11.2), a
larger amount of HP (.0 mg) was treated with mustard gas as described
in II1.11.2. The monoadduct of the HP was coriectcl by HPF™ o a
semi-preparative column (ODS-Sephadex; 25 cm x 10 mm), the monocadduct
of the HP was collected and lyophilized. This product was used as a
marker to identify the alkylated peptide im hemoglobin treated with
mustard gas. Hemoglobin was treated with [BSS]mustard gas (lmM). Gb
was isolated, digested with trypsin and the digest was injected onto
the HPLC column. An aliquot of N-(2'-hydroxylethylthiocethyl)-val-leu-
ser-pro-ala-asp-lys was co-injected. Fractions eluted in 0.5-mir time
intervals were collected and the radioactivity was determined.
Several radioactive peaks were observed (Figure 98), one of which was
eluted with the reference material. This experiment has yet to be
duplicated (also with whole blood treated with mustard gas) and
should be repeated with different elution programs in order to show
unambiguously the presence of the alkylated N-terminal heptapeptide




in the digest  So far, the results suggest that tdecd the vvact o
of mustard gas with the N terminal valine of Hb counld be o suirabi
indicator for exposure to this agent.

i
it
e

i
|»‘I
0 i 40

——=> time (min)

Figure 98. HPLC of trypsin-digested hemoglobin (Sigma) which had been
treated with 1 mM [BSS]mustard gas. An aliquot of the
N-terminal heptapeptide of the a-chair of hemoglobin
alkylated with mustard gas at the valine residue [N-()'-
hydroxylethylthiocethyl)-val-leu-ser-pro-ala-asp-lys;
peak 1] was co-injected. The peptide mixture was analyzed
on an ODS-Sephadex column; UV absorbance (220 nm) and
radioactivity were monitored. The radioactivity of the
fractions (collected over 0.5-min intervals) was counted
for 10 min in a Mark III liquid scintillation counter
(Packard, USA)

I11.16.3. 3Stability of gustard gas-adducts in nemoglobin

Experiments were carried out to determine the amount of alkali- and
acid-labile adducts in mustard gas-treated Hb. Adducts ¢~ carboxylic
acid groups are described in the literature to be alkali- and acid-
labile, whereas adducts to aminc groups, and those to Cys or His
(when formed) are supposed to be stable. Hb was treated with 1 mM
[3SS]nuscard gas at pH 8. A part of the Hb was precipitated and Gb
was isolated (see I1.15.2). Hb and Gb were treated for 0-120 h at

37 °C with 5 N aqueous solutions of NaOH, or methanesulfonic acid
(MSA), or HCl. Treatment with the 5 N solutions ied to precipitation
of Hb, so this protein was treated with 1 N scluticns of rhese




tedgents. The treditment was stopped by neutralication of the mioton
with HOl or NaoH. followed by precipitation of the proteins with o
cold 10 mM HCE in 997 acetone. The radicactivity was dotermined 1o
the supernartant (containing the heme group -if present  and th
compotients derived trom alkali- or acid-labilc adducts) and in th
precipitated "globin fraction” after it had been dissolved in
distilled water The percentages of alkali- and acid-labile adducrs
were calculated. [n the same way, Hb treated with 1 mM S"an)ust.n'd
fas was incubated at pH /., 37 °C, in ovder to study its stability
under these conditions. After precipitarion of the protein. the
radioactivity was determined in the supernatant and in the
precipitate.

“hen Cb, isolated from Hb which has been freated with 1 =M
!355]mustard gas, was treated for various periods of time with % N
NaOH, HCl or MSA, it appeared that 30% of the initial amount of
radioactivity bound to Gb was still bound to precipitable protein
(acid- and alkali-stable adducts) after 24 h, whereas /0% was presen?
in the supernatant (acid- and alkali-labile adducts). as can be
derived from Figure 99. The release of acid- or alkali-labile adduc:s
(30% of total) is complete within 4 h. The effects of the three
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Figure 99. Stability of mustard gas-adducts to globin in acidic and
in alkaline solution. Human blood was treated with 1 mM
[?7S]mustard gas and the hemoglobin was isolated. Globin
was isolated from the hemoglobin and treated with 5 N HCI,
5 N methanesulfonic acid or 5 N NaOH at rouw temperature

for several hours. After acid-acetone precipitation

(-20 ©°C) of the protein. the radioactivity in the

precipitate was counted and compared to total radio-

activity, to determine the percentage of adducts of
mustard gas still attached to globin
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treatments. with either acid or aikali. were verv similarv. Probab]
the acid- and alkali-labile adducts are mustard gas residues bound o
carboxvlic acid groups of amino acids

When 1 mM Hb treated with 1 mM [BDS}mustard gas was incubated with |
N of MSA or NaOH, 50% of the adducts bound to the globin within Hb
were alkali- and acid-stable and were still present after 48 h
(Figure 100). while in Gb treated with [3ss]musrard gas onlv 307
remained bound after 4 h. These differences could be due to the
molarities of the acid- and alkali-treatments (> versus 1 N) and mav
also be ascribed to the configuration of free Gb and Hb: the globin
structure in Hb may be more compact and may thus protect the adducts
against hydrolysis.When Hb treated with 1 mM [BSS]mustard gas was
incubated at neutral pH, 37 ©°C, in order to study the stability of
the adducts over several days, 75X% of the radiocactivity initially
present in Gb was still bound to protein after 24 days (Figure 101).
Hb started to precipitate after 24 days, so the experiment was
stopped.
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Figure 100. Stability of mustard gas-adducts to hemoglobin in acidic
and alkaline solution. Human blood was treated with 1 mM
[3SS]mustard gas and hemoglobin was isolated and treated
with 1 N methanesulfonic acid or 1 N NaOH at room
temperature for several hours. After acid-acetone
precipitation (-20 °C) of the protein, the radioactivity
in the precipitate was counted and compared to total
radioactivity, to determine the percentage of adducts of
mustard gas still attached to hemupglobin

The results indicate that Hb exposcd to mustard gas contains a high
proportion of mustard gas-adducts that is relatively stable (75% of
the initial amount is still present after 24 days of incubation under
physiological conditions; 30X of the adducts resist acid or alkali
treatment). This might indicate that a substartial fraction of the
mustard gas-adducts to Hb formed in vivo (at 37 ©C), remain in the
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body for a prolonged period of tire, perhaps long enough after
exposure to permit retrospective detection.
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Figure 101. Stability of wustard gas-adducts to hemoglobin at neutral
pH. Human blood was treated with 1 mM [3 S)mustard gas
and hemoglobin was isolated and incubated at 37 °C for
several days. After acid-acetone precipitation (-20 ©C)
of the protein, the radioactivity in the precipitate was
counted and compared to total radioactivity, to determine
stability of adducts during that time. The radioactivity
in_the globin fraction immediately after treatment with
{ 5S]mustard gas was set at 100%

However, the identification of the various mustard gas adducts to
protein is hampered by the acid-instability of a large proportion of
the reaction products. To establish to which amino acid the mustard
gas residue is attached, the protein has to be digested to yield the
free amino acids. Among these, certain amino acids modified by
mustard gas can subsequently be characterized. The usual procedure
for complete hydrolysis of proteins involves heat treatment in the
presence of 6 N HCl, during which treatment at least 70% of the
adducts will decompose. Therefore, a different procedure has to be
developed for identification of the acid-labile adducts.

I11.17. lmmunochemical methods for the detection of mustard gas-
adducts in proteins of erythrocytes

For the immunochemical detection of mustard gas-adducts in (blood)
proteins, two approaches are being followed up to the present. One
alms at the detection of the mustard gas-modified N-terminal valine
in Hb, the other is a less specific approach, involving antibodies
raised against mustard gas protein-adducts in general. In first




instance, it was attempted to obtain polyclonal antisera suitable for
the development of detection and selection procedures. Two different
rabbit antisera were raised, for which purpose Hb treated with 1 mM
mustard gas and with N-(2'-hydroxyethylthioethyl)-D,L-valine coupled
to Keyhole-Limpet Hemocyanine (KLH) via EDC, respectively, were used
as immunogen. Tmmunization. were performed at 4 week intervals. Two
weeks after the third immunization the rabbits were bled and the
antisera collected.

The antiserum raised against Hb treated with 1 mM mustard gas was
tested in a direct ELISA, with Gb, Gb treated with 1 mM mustard gas,
human serum albumin (HSA) and HSA treated with 1 mM mustard gas,
respectively, used as antigen to coat the wells of the microtiter
plates (I pg/ml). No difference in signal between the mustard gas-
treated and untreated proteins was detected (F'.gure 102). As
expected, the response against Gb was much higher than that against
HSA. There may be several reasons for the negative result of these
preliminary experiments: (i) the adducts in the coating proteins are
not accessible to the antibodies, (ii) treatment of the proteins with
1 mM mustard gas resulted in too few adducts that can be recognized
by the antibodies, (iii) no antibodies are formed, because the
adducts are too weakly immunogenic, and (iv) only one rabbit was used
for immunization.
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Figure 102. Antibody response of the serum of a rabbit immunized with
hemoglobin treated with 1 mM mustard gas, in a direct
ELISA. The wells were coated with 50 ng of untreated
globin (Gb) (o0---0), globin treated with 1 mM mustard gas
(0—0), untreated human serum albumin (HSA) (a---a), and
HSA treated with 1 mM mustard gas (a—a)
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The antiserum of the rabbit immunized with N-(2’-hydroxyethylthio-
ethyl)-D,L-valine coupled to KLH was tested in a direct ELISA with
HSA, HSA treated with 1 mM mustard gas, N-(2'-hydroxyethylthioethyl)-
D,L-valine coupled to HSA (HSA-Val-HD), HP, HP treated with 5 mM
mustard gas, Hb, and Hb treated with 1 mM mustard gas as coating
antigens in the wells of the microtiter plates (1 ug/ml). Various
serum dilutions were tested (Figures 103 and 104). Figure 103 shows
an equal, low response of the serum against HSA and HSA treated with
1 mM mustard gas and a high response against HSA-Val-HD. Also the
responses against HP, HP treated with 5 mM mustard gas, Hb and Hb
treated with 1 mM mustard gas were low (Figure 104). It can be
concluded that mustard gas-specific antibodies are not present in the
serum. Therefore, at this moment, an antiserum against protein
adducts of mustard gas is not available for the development of
methods to screen hybridoma supernatants or detection procedures.
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Figure 103. Antibody response of the serum of a rabbit immunized with
N-(2'’-hydroxyethylthioethyl)-D,L-valine coupled to
Keyhole Limpet Hemocyanine (KLH) via EDC, in a direct
ELISA. The wells were coated with 50 ng of untreated
human serum albumin (HSA) (+—+), HSA tireated with 1 mM
mustard gas (a---a), or N-(2'-hydroxyethylthioethyl)-D,L-
valine coupled to HSA via EDC (o---0)
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Figure 104. Antibody response of the serum of a rabbit immunized with
N-(2'-hydroxyethylthiocethyl)-D,L-valine coupled to KLH
via EDC, in a direct ELISA. The wells were coated with
50 ng of the N-terminal heptapeptide of the a-chain of
hemoglobin (HP) (+——+), HP treated with 5 mM mustard gas
(a---a), hemoglobin (Hb) (o---0), or Hb treated with 1 mM
mustard gas (e---e)
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Iv. DISCUSSION

Identificatj of mu d gas-adducts to calf thymus DNA aud DNA or
h n white blo ce

To the best of our knowledy the products arising from alkylation of
DNA due to in vivo exposure . mustard gas have not been
investigated. In vitro alkylation of DNA and RNA by mustard gas has
been studied by Lawley et al. (30-35) in the early sixties. They
suggested that foremostly the N7 nitrogen of guanine is alkylated,
leading to N7-(2’'-hydroxyethylthioethyl)-guanine, as well as to the
corresponding intrastrand and interstrand (36) di-adduct di-(2-
guanin-7’-yl-ethyl) sulfide. The authors also report that the N3
nitrogen of adenine in DNA is alkylated to give N3-(2’-hydroxy-
ethylthioethyl )-adenine. In RNA the N1 adduct of adenine is also
formed, presumably because this position is not hydrogen-bonded, as
it is in double-stranded DNA. Similar DNA-adducts have been reported
by Kirchner and Brendel (112) upon exposure of yeast cells to mustard
gas. Until now, all these products were characterized only on the
basis of similarity of their UV spectra and chromatographic behavior
with that of analogous alkyl-substituted purines. In most cases,
except for the N7 guanine monoadduct, it was unclear whether enough
of the adducts had been isolated to allow further analysis and
characterization.

We have (re)synthesized and characterized several adducts of mustard
gas with guanine and adenine for use as markers in the identification
of adducts formed upon exposure of calf-thymus DNA or human WBC to
mustard gas. Using the early, but highly reproducible, work of
Brookes and Lawley as a starting point, we have now developed methods
of synthesis and purification for the N7 mono- and di-adducts of
guanine, as well as the N3 adduct of adenine, which yield the pure
adducts on a 10-100 mg scale. This allowed full characterization of
these adducts based upon thermospray and electron impact mass
spectrometry, as well as on 4. and 13c-mr spectroscopy.

In more recent investigations, Ludlum et al. have studied the
reaction of monofunctional sulfur mustard (chloroethyl ethyl sulfide;
CEES) with 2'-deoxyguanosine (95) and with calf-thymus DNA (37). In
both investigations, the alkylation product of CEES at the 06-
position of 2’-deoxyguanosine was found to be a minor product (0.1%
of the total alkylation). Attempts to depurinate this product to 06-
(ethylthioethyl)-guanine failed, presumably due to rapid dealkylation
at 06 in acidic aqueous solution. It has not become clear whether the
authors obtained the corresponding 06-adduct of mustard gas with 2’-
deoxy-guanosine (94). We have used a very recent method of synthesis
for 06-adducts of 2'-deoxyguanosine to obtain 06-(2’-hydroxyethyl-
tlioethyl)-2'-deoxyguanosine. The key step in this method is the
replacement of a 1-methylpyrroli-dinium group at the 6-position of

2’ -deoxyguanosine by an appropriate alcohol, in this case 2-acetoxy-
ethyl 2’-hydroxyethyl sulfide or 2-t-butyldimethyl-silyloxyethyl 2°-
hydroxyethyl sulfide. The desired adduct was obtained in 12X overall
yield. In contrast with the results of Ludlum et al. with the




- 210 -

corresponding CEES derivative, we obtained 06-(2'-hydroxyethylthio-
ethyl)-guanine via acid-catalyzed depurination of the 2'-deoxy-
guanosine derivative, without overriding dealkylation at 06. In our
route of synthesis of the 06-derivative we used for the first time
new acyl and trialkylsilyl derivatives of thiodiglycol and semi-
mustard gas which we designed in order to circumvent probiems due to
the bifunctionality of thiodiglycol and semi-mustard gas. At the end
of the synthesis route, the hydroxyl group of the 2'-hydroxyethyl-
thioethyl moiety is deprotected, in alkaline medium for the acyl
derivatives and in acidic medium in case of the trialkylsilyl
derivatives.

In other studies on the alkylation of 2'-deoxyguanosine with CEES in
aqueous solution (pH 6.0) Sack et al. (113) have found evidence for
the formation of a small amount of N2-(ethylthioethyl)-2'-deoxy-
guanosine (Figure 105a), in addition to the expected large amount of
the N7 adduct. In our studies on the alkylation of 2'-deoxyguanosine
with mustard gas in aqueous solution (pH 7.5), we have not found an
N2 adduct, possibly due to the fact that we have not attempted to
isolate and characterize all minor reaction products. However, we
have isolated N1-(2'-hydroxyethyl-thioethyl)-2'-deoxyguanosine
(Figure 105b), i.e., a hitherto unreported reaction product of
mustard gas with nucleosides, as a minor but significant product from
the reaction mixture. This product was fully characterized by means
of 1H- and 13c-mMr (HETCOR) spectroscopy, thermospray mass
spectrometry and UV spectra. The formation of this product is rather
surprising because the Nl-position in 2’-deoxyguanosine is known to
be highly unreactive in aqueous solution. So far, Nl-adducts have
only been obtained by alkylation in basic, nonaqueous media in which
the 2'-deoxyguanosine anion is prevalent (114).

0 0
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oH
(a) (b)

Figure 105. Chemical structures of N2-(ethylthioethyl)-2'-deoxy-
guanosine (a) and of N1-(2"-hydroxyethylthioethyl)-2'-
deoxyguanosine (b)

In the present study, prevalence of the adduct and its stability and
persistence in the living cell are important aspects in selection of
the reaction product between DNA and mustard gas for use in the
immunization of mice and subsequent isolation of hybridomas that
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produce specific antibodies against DNA damage due to mustard gas. In
experiments with double-stranded calf-thymus DNA and white blood
cells exposed to [3581mustard gas, N7-(2'-hydroxyethylthiocethyl)-
guanine was shown to be the major adduct. About 60%Z of the
radioactivity reacted at the N7-position of guanine resulting in this
monoadduct. The N7 di-adduct and the N3-adenine mono-adduct were
formed to a lesser extent.

With the techniques available, it was impossible to detect 06-(2’-
hydroxyethyl -thicethyl)-guanine. If this adduct is formed, it is
present only as a trace adduct (less than 0.5% of total detected
radioactivity). Such an almost negligible alkylation at 06 of the
guanine moiety by mustard gas should be expected on the basis of the
high s-value (0.95) of the episulfonium ion in the Swain-Scott
equation (115,116). For double-stranded DNA, the three detectable
adduct peaks represented ca. 90% of all radioactivity. Upon
alkylation of single-stranded DNA, the corresponding peaks
represented only 66% of all radiocactivity. Two additional large peaks
were detected in the hydrolysis products, containing ca. 11 and 16%
of tutal radioactivity. These two adducts are not identified yet. One
of the unidentified peaks may correspond with N1-(2’-hydroxyethyl -
thioethyl)-adenine, which is also formed in substantial amounts upon
alkylation with mustard gas of RNA, in which N1 of adenine is not
hydrogen-bonded (32,35). Further studies will have to show whether
the Nl-adduct of guanine is formed upon alkylation of double- or
single-stranded DNA. In this study we have focused on the adduct
pattern induced in double-stranded DNA, representing the prevalence
of alkylation by mustard gas in biological samples.

Our results show that mustard gas is a very effective alkylating
agent. Even in blood, in which numerous other reactive constituents
are present, 1 out of 124 guanine bases was alkylated to form the N7
monoadduct upon exposure to 1 mM mustard gas. In double-stranded DNA,
even 1 out of 10 guanines was alkylated by 1 mM mustard gas.
Comparable experiments with diethyl sulfate showed an alkylation
degree of only one N7-ethyl-guanine adduct per 400 unmodified
guanines upon exposure of white blood cells to 100 mM diethyl
sulfate, whereas an alkylation level of one N7-guanine adduct per 45
unmodified guanines was observed for double-stranded DNA after
exposure to 77 mM diethyl sulfate (117). The concentrations of
mustard gas mentioned above are very high in comparison with the so-
called biologically relevant doses which are used, for instance, in
studies to determine cell survival as expressed by means of colony-
forming ability. When Chinese hamster ovary cells are exposed to 1.4
HM mustard gas, 37% of the cells in the population survive and will
form colonies after exposure.

These studies suggest that the biologically relevant doses are
probably in the micromolar range. In order to determinz the ratio of
alkylated bases versus non-modified bases in DNA exposed to low doses
of mustard gas (0.01-10 M), extrapolation of the degree of
alkylation detected by HPLC in DNA treated with high doses (0.1-1 mM)
had to be applied. Because of the low specific activity of the
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[3SS]mustard gas ba.ch at the time of the experiment (850 MBq/mmol)
it was impossible to obtain accurate data for the alkylation degree
of DNA treated with concentrations of mustard gas <0.1 mM. The values
at lower concentrations were estimated by linear ertrapolation of the
data obtained with white blood cells or DNA exposed to 0.i mM
[*?S]mustard gas. In tuture experiments, these estimations, as well
as the use of radiocactive material, can be avoided if an alternative
method of analysis for alkylated bases in digested DNA can be
developed based upon HPLC with electrochemical detection. In this
way, Park et al. (118) were able to detect 100 fmol N7-ethylguanine.
In our laboratory, the detection limit amounted to 0.45 N7-
ethylguanines/10° nucleotides in liver cells from rats that were
exposed to hydrazine (117). Possibly, this HPLC procedure can be used
for the calibration of immunochemical assays.

The devel £ hemical d | hods: ELIS

The immunization of rabbits with calf-thymus DNA which had been
exposed to mustard gas resulted in the polyclonal antiserum W7/10
with a high specificity for adducts of DNA with mustard gas. With
this antiserum a screening method for specific antibody activity ou
hybridoma-supernatants could be developed and optimized.

Next to a screening method for supernatants of hybridomas, a
competitive ELISA was developed with single-stranded calf-thymus DNA
treated with mustard gas as competitor. This competitive ELISA will
be used to measure the level of mustard gas adducts in biological
samples such as human blood, exposed to mustard gas. It was shown
that untreated DNA does not give any inhibition, not even at high
doses. This is a criterion for the selectivity of the antiserum. The
N7 guanine mono-adduct is the most abundant lesion, which is
converted into the ring-opened derivative after treatment with
alkali. Since DNA exposed to mustard gas after treatment with alkali
is not recognized by the antiserum, it is likely that this antiserum
is directed mainly against the N7 guanine mono-adduct. The
sensitivity of the competitive ELISA at the 50X inhibition point is a
few femtomoles per well of this adduct. When the 20X instead of the
50X inhibition point was chosen as a criterion, 0.4 fmol N7 guanine
mono-adduct/well is detectable in single-stranded calf-thymus DNA.
The specificity of the method could also be estimated. For single-
stranded calf-thymus DNA treated with 0.1 uM mustard gas this
specificity was one N7 guanine monoadduct amongst 1.3x10° unmodified
guanines. However, because of the low cross-reactivity of the
antibodies with untreated DNA, it should be possible to detect
significant inhibition with single-stranded calf-thymus DNA treated
with 0.01 uM mustard gas by use of the 20X inhibition point,
resulting in specific detection of 1 mono-adduct amongst 1.3x106
unmodified guanines or 5.2x10% unmodified nucleotides.

In order to reach a sensitivity of 0.4 fmol adduct/well using
competitor DNA with a very low alkylation degree (s 0.01 uM mustard
gas) it is necessary to add more competitor DNA to reach the 20%
inhibition point. Until now the highest amount of added competitor
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DNA was 2.5 ug/well. To obtain the required amount of DNA from
biological specimens (DNA from white blocd cells). large samples are
needed. Sometimes it is impossible to reach the level of 20%
inhibition by adding more DNA. Therefore, a hetter method should be
developed to detect low levels of damage (< 0.1 uM mustard gas).
Possibly, one such method is the amplification of the detection
signal by use of the avidin-biotin complex (119).

For the initial development and optimization of the competitive ELISA
te¢ detact damage due to mustard gas, purified single-stranded calf-
thymus DNA was used. In this type of DNA, the antigens are picsc.ied
in an optimal way for antibody recognition. However, the
immunochemical methods for this project are aimed at the detection of
wustard gas-damage in biological samples, i.e., human blood or skin
biopsies. In such samples DNA is present as double-stranded material,
surrounded by nuclear proteins, the histones. After exposure to the
same concentration of mustard gas, much more double-stranded DNA is
required for effective competition than single-stranded DNA treated
-ith mierard gas, probably due to shielding of the damage by the
complementary DNA strand, as well as to interstrand crosslinks of
mustard gas which prevent an optimal presentation of antigen. A 13-
fold decrease in sensitivity relative to single-stranded DNA was
measured. Therefore, DNA in biological samples should be converted
into the single-stranded form which is accessible for the antibodies.

This conversion would require adequate methods to disrupt the cell
wall and the nuclear membrane, to digest the proteins and to release
the DNA in single-stranded form without changing or destroying the
adducts with mustard gas. The usual method for disrupting the cell
wall and releasing the DNA in the single-stranded form is treatment
of the WBC with alkali (91). However, this method is not suitable,
because of opening of the imidazolium ring™ in the N7-guanine adducts
which will destroy the binding of the W7/10 antibodies to the mustard
gas- adducts. Also, extensive heating at 100 oC or lowering the pH in
combination with denaturating agents cannot be used, because of the
depurination of the N7-modified guanines.

Formamide is another agent for the induction of single-strandedness.
In preliminary experiments with single-stranded DNA, treated with 70%
formamide at 56 °C, we found that formamide did not modify or destroy
the adducts and did not interfere with the ELISA when solutions with
high DNA concentrations (1 mg/ml) were treated with 70X formamide,
provided that the solution was diluted 25-fold before being used in
the ELISA. When the dilution step was omitted, the high
concentrations of formamide caused substantial background signals in
the ELISA. Formamide did induce single-strandedness, although
slightly less effectively than alkali did (100% with alkali versus
90% with formamide). Since only a small amount of DNA can be isolated

* Kinetic measurements showed that the rate of ring-opening of N7-
(2" -hydroxyethylthioethyl ) -guanosine-5'-phosphate at pH 11.2 is
virtually the same as that of the corresponding N7-methyl derivative
(see II1.7).




from biological samples (=< 25 ug/ml blood), extensive dilutions
cannot be applied to avoid background signals of formamide in the
ELISA. Therefore, formamide should be removed by, e.g., dialysis or
precipitation of the DNA.

We did not obtain satisfactory results when formamide was used to
disrupt cell walls of white blood cells and to release the DNA.
Similar competition curves were obtained when DNA from untreated
white blood cells or from white blood cells treated with various
concentrations of mustard gas were used, which indicates that the
mustard gas adducts were not recognized. Possibly, the formamide
treatment does not lead to complete degradation of the cells and
complete removal of the histones from the DNA for optimal
presentation of the antigens. Nevertheless, formamide might be a
convenient tool in combination with other methods for cell disruption
and protein removal.

A more useful method was the disruption of the white blood cells by
sodium dodecyl sulfate, followed by protein digestion by proteinase
K. After isolation of DNA by means of extraction with phenol and
precipitation with ethanol, significant competition was obtained with
double-stranded DNA isolated from white blood cells exposed to 0.1 mM
mustard gas. Nevertheless, ca. 900 fmol of N7-guanine mono-adduct are
required to obtain 50X ichibition in the assay with DNA from blood
treated with 1 mM mustard gas, whereas only a few fmoles of the
monoadduct were needed after exposure of dissolved single-stranded
DNA. Probably, the antigen recognition in DNA from blood treated with
mustard gas was not optimal, due to shielding by proteins and by the
complementary strand.

As mentioned before, it should be possible under optimal conditions
to detect with this competitive ELISA 1 modified guanine amongst
5.2x10% unmodified nucleotides in single-stranded DNA exposed tc
0.01 uM mustard gas. Theoretically, when DNA is isolated from WBC
exposed to mustard gas and when complete single-strandedness is
induced, it shculd be possible to detect also 1 modified guanine
amongst 5.2x106 unmodified nucleotides. This corresponds with an
exposure of the white blood cells to ca. 0.1 uM mustard gas, as
derived by linear extrapolation from exposure to higher
concentrations. In order to optimize detection conditions, the
presentation of the antigens in DNA of white blood cells exposed to
mustard gas should be improved using such mild conditions that the
adducts are not destroyed.

Methods to achieve a high sensitivity in the competitive ELISA can be
developed by a combination of various procedures to release the DNA
from the cells or tissues, to digest the proteins and to induce
single-strandedness in the DNA. For the disruption of the cell walls
and membranes, high concentrations of sodium chloride or sodium
dodecyl sulfate can be used, followed by protein digestion. The
influence of extraction with phenol and precipitation with ethanol
up~t *the atability of the adducts should be studied to see whether
this step should be omitted or replaced. For the induction of single-
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strandedness, various methods should be tried, such as digestion by
exo- and endonucleases in combination with formamide treatment or
sonication to prevent renaturation As already mentioned above,
biological samples contain small amounts of DNA, which means that
formamide cannot be removed by dilution, but has to be eliminated
otherwise.

In the competitive ELISA for analysis of DNA treated with an unknown
amount of mustard gas, it is necessary to measure the concentration
of DNA. A method should be developed to determine small quantities of
DNA from blood (10-50 ng/sample) for use in the competitive ELISA.
For the quantitation of DNA-damage it is also important to obtain a
large standard batch of mustard gas-treated DNa, with an exaciiy
known degree of alkylation. This batch should be used for calibration
purposes, i.e., to calculate the amount of alkylation in samples
exposed to unknown concentrations of mustard gas.

Monoclonal ibodi

Upon treatment of DNA with mustard gas, the N7-guanine monoadduct was
shown to be the major adduct in all circumstances. For that reason it
was decided to synthesize a hapten based on this adduct for use in
the immunization of mice and the subsequent isolation of hybridomas
which preduce specific antibodies against damage due to mustard gas
in DNA.

In our first attempt to obtain a hapten we have tried to alkylate the
N7-position of 2’-deoxyguanosine-5'-phosphate with mustard gas at pH
7.5, and to use the phosphate moiety for subsequent coupling of the
hapten to a carrier protein. However, the alkylation proceeded almost
exclusively at the phosphate moiety (120) instead of the N7-position.
Attempts to shift the reglospecificity of the alkylation reaction to
N7 by means of protonation of the least acidic function at phosphate
at pH 4.5 (59) led to some alkylation at N7, but also to complete
depurination. Even alkylation at N7 of 2’'-deoxyguanosine with mustard
gas at pH 7.5, to be followed by enzymatic phosphorylation at the 5'-
position (97), led to depurination. In view of these results we
decided to attempt alkylation at N7 of guanosine-5’-phosphate, since
(1) guanosine derivatives depurinate several orders of magnitude less
rapidly than the corresponding 2’'-deoxyguanosine analogs (121) and
(i1) other investigators had learned that the presence of an extra
hydroxyl group at the 2’'-position of the sugar moiety in the hapten
did not decrease the binding activity of antibodies towards adducts
in DNA (98). Treatment of guanosine-5'-phosphate with mustard gas in
aqueous solution at pH 4.5 gave a reaction mixture from which both
the desired N7-(2"-hydroxyethylthioethyl)-guanosine-5'monophosphate
and the corresponding di-adduct could be isolated on a 10-100 mg
scale by means of various chromatographic techniques. The products
were characterized with lH- and 13C-NMR spectroscopy, whereas the
molecular weight of the mono-adduct was confirmed with FAB-ionized
mags gspectrometry. Coupling of the N7 mono-adduct to carrier protein
with 1-(3-dimethylaminopropyl)-3-ethylcarbodiimide via an in situ
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prepared imidazolium derivative at the phosphate moiety proceeded
smoothly.

After immunization of mice with N7-(2”-hydroxyethylthioethyl)-
guanosine-5‘-phosphate coupled to a carrier protein, fusion
experiments yielded 10 hybridoma ciones producing monoclonal
antibodies that recognize adducts of mustard gas. The clones were
selected on single-stranded DNA treated with 10 uM mustard gas, i.c..
not on the immunogen itself coupled to a carrier. It is possible that
in competition experiments with various competitors, the monoclonal
antibodies will recognize DNA exposed to mustard gas better than the
nucleotide or guanine alkylated with mustard gas: the antibodies are
selected on single-strand DNA and part of the DNA-backbone might be
involved in the antigen presentation. This aspect can be important
with regard to the preparation of DNA samples from human origin in a
later stage of this project when a detection method will be developed
that can be used as a screening method for the exposure of mustard
gas casualties. When mustard gas adducts in DNA are better recognized
than those in the alkylated nucleotides, it will suffice to purify
the DNA.

In our first attempt to isolate monoclonal antibodies (MABs), the
yield of protein in the purified MAB preparations originating from
crude supernatant was poor. It is uncertain whether this low yield is
due to loss of activity and/or protein in the precipitation step or
due to problems with the protein A column. Another explanation could
be the destruction of the MABs by proteinases which are released
after cell death. When these experiments will be repeated, the
supernatant will be harvested at the moment that MAB production is
optimal, before lysis of the cells occurs. Also the purification of
the MABs with the protein A column will be optimized. Attention will
be paid to the precipitation step, replacement of the protein A
column, as well as antibody activity before and after the various
purification steps. The storage conditions of the purified MABs will
be improved.

Although the yield of MAB was poor, screening tests could be
performed in which the sensitivities of the competitive ELISA with
the antiserum W7/10 and the MABs were compared. The sensitivity of
the competitive ELISA with the MABs 2D3, 2F12, 2A4, 2G8 and 1H7 was
comparable to the assays performed with W7/10. The antibodies
recognize the N7-guanine mono-adducts of mustard gas contalning an
intact imidazolium ring. When DNA exposed to mustard gas was treated
with ring-disrmpting agents such as alkali, the adducts were not
recognized anymore. Hence, the usual treatment with alkali for
releage of DNA from cells and induction of single-strandedness could
not be used for the development of a sensitive method for the
detection of damage due to mustard gas in DNA of WBC.

Adducts to proteius and model peptides

It is expected that adducts of mustard gas to proteins, for instance
hemoglobin or serum albumin, have a higher persistency due to the
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absence of repair svstems for these tvpes ot lesions. This stands in
contrast with DNA-adducts, which are often repaired by cellular
enzyme systems. For the detection and the quantification of exposurc
to mustard gas in practical situations, it might be attractive to
develop an immunochemical method of analysis with antibodies that are
specific for protein adducts. Moreover, sufficient amounts of
proteins are readily obtained from relatively small blood samples.
For example, the mean value for the hemoglobin content in biocod is
0.14 g/ml as compared to 50 ug DNA/ml blood. It was shown that
mustard gas binds only 1.5 times less efficiently to protein than to
DNA. Therefore, immunochemical detection of mustard gas damage in
proteins for dosimetry of exposure to mustard gas might be
advantageous, provided that the protein adducts can be concentrated
by way of purification.

Little is known about the reactivity of mustard gas towards
individual amino acids in proteins or the structure and stability of
the adducts (22-24). For this reason we have investigated the
alkylation of simple model peptides, i.e., N-acetyl-amino acid-
methylamides [CH3C(O)NH-CH(Y)-C(O)NHCH3], in which Y represents a
;,roup that can be alkylated by mustard gas. So far we have
investigated the rcactions with mustard gas in aqueous solution (pH
7.5) at room temperature of such model peptides derived from aspartic
acid, glutamic acid, histidine, and methionine. In order to
elucidate the reaction products of mustard gas with terminal amino
groups, we have aiso studied the alkylation of valire-mcthylamide,
NH7CH(1Pr)C(O)NHCH3 (see Figure 33). All model peptides were readily
alkylated. In the model peptides derived from aspartic ard glutamic
acid the free carboxylic groups were alkylated leading to the
formation of (2'-hydroxyethylthioethyl) esters. The ester derived
from the aspartic acid model peptide underwent a rapid secondary
reaction with expulsion of the alcohol moiety by nitrogen of the
peptide bond and formation of a succinimide derivative. Evidently.
this secondary reaction spoils the use of aspartic acid derivatives
for verification purposes. Both ring nitrogens of the histidine
peptide were alkylated at approximately the same rate. whereas a
small amount of product also was formed in which both nitrogens had
reacted. The methionine peptide is alkylated at sulfur, leading to a
ternary (and chiral) sulfonium derivative, which decomposes in acidic
or alkaline medium. As expected, the primary reaction product of
valine-methylamide with mustard gas is the N-(2'-hydroxyethyl -
thioethyl) derivative. Reactions with the model peptide N-acetyl-
cysteine-methylamide (Y = CHpSH) will be discussed in the final
report of this project, but our preliminary results indicate that
cysteine is by far the most reactive amino acid towards mustard gas.

The alkylation products formed in aqueous solution were all
identified by means of thermospray-LC-MS. These products were also
synthesized by means of independent routes and their identity with
the products formed by alkylation of the model peptides in aqueous
solution was confirmed with HPLC. In future experiments, the
alkylation products will be used as references for quantitative
competition experiments, in which the relative order of reactivity of
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the various model peptides vis a vis mustard gas will be measured.
The products will also be used to study their stability upon
hydrolysis with 6 N HCl, i.e., conditions used to hydrolyze alkylated
proteins in order to see which adducts survive such harsh conditions.

1 ificati mustard - ug t obin

It is known that human erythrocytes have a life-span of ca. 120 days,
i.e., a potential target protein such as hemoglobin (Hb) will stay in
the circulation for a long time. Hemoglobin is easily isolated after
separation of serum fraction and cell fraction, followed by lysis of
the erythrocytes. Serum albumin is more difficult to isolate because
of the presence of many other proteins in the serum fraction from
which clbumin should be separated by chromatography. Studies on the
stability of mustard gas adducts to hemoglobin showed that 70% of the
adducts bound to globin is acid- and alkali-labile (treatment with 5
N alkali or acid, during 4 h at room temperature). These data
indicate that identification of musitard gas adducts to hemoglobin
based upon amino acid analysis after the complete degradation of
hemoglobin into amino acids by means o. the standard procedure
involving treatment with 6 N HCl at 110 °C for 24 h is not feasible.
Alternatively, the proteins can be degraded into amino acids or small
peptides via digestion with specific enzymes.

Under physiological conditions the mustard gas-adducts of proteins
are rather stable. Not less than 75% of the initial amount of
[3SS]mustard gas was still bound to hemoglobin after 24 days of
incubation at 37 °C. These data indicate that a substantial fraction
of the mustard gas-adducts to hemoglobin might be stable in vivo.

Analogous to the work of Wraith et al. (25) we started to study the
alkylation with mustard gas of the N-terminal valine of the a-chain
of hemoglobin which was shown to be a good target for alkylation by
ethylene oxide. The N-terminal heptapeptide val-leu-ser-pro-ala-asp-
lys is conveniently isolated by means cf tryptic digesticn of the
protein, followed by HPLC.

For use as a marker, the heptapeptide was synthesized and mono-
alkyiasted with mustard gas specifically at the amino group of
terminal valine. The reaction product was purified by means of HPLC
and was characterized by means of amino acid analysis, thermospray
mass spectrometry and LH-NMR spectrometry. The next step will be the
identification with HPLC of the heptapeptide obtained by means of
tryptic digestion of hemoglobin which is alkylated with (355 Jmustard
gas. Various elution praograms will be used to show unambiguously the
presence of this alkylated N-terminal heptapepiide in the digest.

In order to develop a method for the screening of the supernatant of
hybridomas after fusion experiments for specific antibody activity,
it is convenient to have a polyclonal rabbit serum available with
specific antibody activity against mustard gas-adducts. Analogous to
the "DNA-approach,” rabbits were immunized with hemoglobin treated
with mustard gas and with N-(2‘-hydroxyethylthiocethyl)-D,L-valine
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which was coupled to a carrier protein. Unfortunately, serum with
specific activity against mustard gas-damage was not obtuined. A
possible explanation could be the insufficient immunogenicity of the
alkylated proteins. Furthermore, only one rabbit was immunized per
immunogen, which limited the chance of obtaining a specific serum.
Since it takes > 3 months to raise an antiserum in rabbits, mice
instead of rabbits will be immunized with the alkylated heptapeptide
bound to a carrier protein in future experiments. After fusion
experiments the supernatants of the hybridomas will be screened in a
direct ELISA. We will use as a substrate a commercially available
pentapeptide val-leu-ser-gly-glu which is homologous in the last
three amino terminal amino acids with the globin heptapeptide. Both
the pentapeptide and the pentapeptide alkylated with mustard gas at
the amino group of valine will be coupled to a carrier protein which
is different from the one used for the immunization. When a positive
response is detected in the ELISA, the hybridomas will be subcloned
by limiting dilution and the supernatant will be screened on the
native protein, e.g., hemoglobin which is alkylated with mustard gas.
In this way a suitable s-reening method can be developed and
monoclonal antibcdies can be selected.

An alternative approach is the immunization of mice with proteins
such as seium albumin or gamma-globulin (chicken or bovine) which
have been exposed to mustard gas, and subsequent screening of the
supernatants on the native protein. However, in case of a positive
response with this approach, it would be difficult to identify the
nature of the antigen against which the response is directed.

Haptens based on amino acids with high reactivity towards mustard gas

In the absence of an analysis of the most abundant adducts formed by
alkylation of proteins, and in addition to the above-mentioned
approach involving the terminal heptapeptide in the a-chain of
hemoglobin, we are developing haptens based on amino acids which show
a high reactivity towards mustard gas. Our preliminary experiments
show that especially cysteine and glutamic acid are highiy reactive.
We have already synthesized the hapten gly-gly-gly-glutamic acid-5-
(2’ -hydroxyethy thioethyl) ester-l-amide, and in the second half of
this project we intend to synthesize the adduct of gly-gly-gly-
cysteine with mustard gas. Such an adduct can be used to characterize
the monoclonal antibodies which can be obtained after immunization
with, e.g., chicken-gamma globulin which has been exposed to mustard
gas. Another possibility is the use of these antigens, after coupling
to a carrier protein, to generate antibodies. Both approaches might
yield antibodies which are especially useful to detect mustard gas-
damage to proteins in skin biopsies. Obviously, antibodies which are
specific for mustard gas adducts of hemoglobin will be very useful to
detect damage in blood, but not in skin biopsies. Investigations
published shortly after the second world war (38), indicate that the
alkali-labile adducts of mustard gas, which we interpret as ester
adducts to, e.g., glutamic acid, are stable for weeks or even months
in the skin of human volunteers.
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CONCLUSIONS

. Routes for the synthesis and purification of the mono- and di-

adducts of mustard gas at the N7-position of guanine, for the
mono-adduct at the 06-position of guanine and at N3 in adenine,
were developed, leading to full characterization of these
adducts.

. The hitherto unreported mono-adduct of mustard gas at the Nl

position of guanine has been identified as an alkylation product
of 2'-deoxyguanosine with mustard gas in aqueous solution at
neutral pH.

. O-Acetylated and O-trimethylsilylated derivatives of thiodiglycol

and semi-mustard gas are highly useful synthons to obtain mono-
adducts of mustard gas with DNA and proteins.

. The mono-adduct of mustard gas at the N7-position of guanine was

shown to be the major adduct upon exposure of double-stranded
calf-thymus DNA and human white blood cells to mustard gas. The
corresponding di-adduct and the mono-adduct at N3 of adenine were
formed to a lesser extent, whereas the monc-adduct at 06 of
guanine could not be detected with the available techniques.

. For double-stranded calf-thymus DNA, the three identified

reaction products with mustard gas represent ca. 90% of all
adducts.

. Mustard gas is a very effective alkylating agent: even in human

blood treated with 1 mM mustard gas, 1 out of 124 guanine bases
is converted into the monc-adduct at N7.

. The biologically effective concentration of mustard gas is ca.

1 uM, as evidenced by survival experiments with Chinese hamster
ovary cells.

Crogs-linking of DNA by mustard gas in Chinese hamster ovary
cells disappears within a time period of 4 h.

Immunization of rabbits with calf-thymus DNA exposed to mustard
gas resulted in a polyclonal antiserum W7/10 with a high
specificity for adducts of DNA with mustard gas.

With the polyclonal antiserum against mustard gas-adducts of DNA,
a method for the screening of supernatants for specific antibody
activity was developed and optimized, based upon the use of
single-stranded calf-thymus DNA exposed to 10 uM mustard gas as a
coating material for the wells.
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A competitive ELISA was developed in which mustard gas-adducts to
DNA could be detected with a minimum detectable amount of a few
femtomoles of adducts per well, and a selectivity which allows
detection of one mono-adduct at N7 of guanine amongst 1.3x106
unmodified guanines.

The minimum detectable amount in the ELISA of adduct with DNA in
human white blood cells exposed to mustard gas is ca. three
orders of magnitude higher than for single-stranded DNA, probably
due to shielding by the complementary strand and proteins as well
as to interstrand cross-linking, all preventing optimal
presentation of antigen.

Methods for the synthesis, purification and full characterization
of the mono- and di-adducts of mustard gas at the N7-position of
guanosine-5'-phosphate were developed, for use as haptens to
generate monoclonal antibodies against such adducts in DNA.

Monoclonal antibodies are produced by hybridomas which were
obtained after immunization of mice with the N7-substituted mono-
adduct of mustard gas of guanosine-5'-phosphate, coupled to a
carrier protein via the phosphate moiety. The antibodies
recognize specifically the N7-guanine adducts with an intact
imidazolium ring structure.

The sensitivity of the competitive ELISA with the monoclonal
antibodies is similar to that observed in the assays performed
with the polyclonal antiserum W7/10.

Since mustard gas binds almost as effectively to proteins as to
DNA, immunochemical detection of mustard gas-damage for dosimetry
of exposure to mustard gas based on protein adducts might be
advantageous in view of the abundant availability of proteins,
provided that the adducts can be concentrated by way of
purification.

Our studies on the reaction products resulting from alkylation of
model peptides with mustard gas provide valuable information on
the nature, abundance and stability of the amino acid adducts
which are possibly formed upon exposure of proteins to this
agent.

Since approximately 70X of the adducts of mustard gas to globin
is acid- and/or alkali-labile, enzymatic degradation to amino
acids and peptides might be a more viable approach to
identification of the adducts than the standard approach
involving complete degradation into amino acids by means of acid
hydrolysis.
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The N-terminal heptapeptide from the a-chain of hemoglobin, i.e..
val-leu-ser-pro-ala-asp-lys, was synthesized and mono-substituted
with mustard gas specifically at the terminal amino group of
valine, for use as a hapten to generate monoclonal antibodies
against adducts of mustard gas with hemoglobin.

Since mustard gas appears to be especially reactive towards
glutamic acid and cysteine, mustard gas adducts to these amino
acids bound to gly-gly-gly are synthesized, specifically for use
as haptens to generate monoclonal antibodies for immunochemical
detection of mustard gas exposure in skin biopsies.
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APPENDIX A
(] weight distribution o agments in alkali-denatured DNA
samples with randomly induced sjngle-strand breaks and interstrand
crosslinks

G.P. van der Schans
TNO Medical Biological Laboratory, P.0O. Box 45, 2280 AA Ri jswijk. The
Netherlands

In the appendix by Van der Schans et al (Al), added to the paper of
Plooy et al. (A2), curves have been derived and presented for the
calculation of the average number of interstrand crosslinks related
to the fraction of DNA eluted. The fraction of eluted DNA of cells
pretreated with a crosslinking agent and subsequently irradiated was
assessed at the 50% elution point of DNA of cells which have been
only exposed to radiation. However, in the case of irradiated DNA,
the fraction of DNA eluted at the 50X point cannot be determined
accurately because the amount of DNA in the first fraction of the
elution is not exactly known (due to the presence of a small but
varying amount of fluorescing material not related to DNA). The
effect of this uncertainty on the calculation of the number of
interstrand crosslinks can be reduced when the calculation is carried
out for later fractions in the elution, i.e., at the 80X point.

For non-crosslinked DNA, the molecular weight of single-stranded DNA
fragments that are passing through the filter at the point in the
elution curve where 80.1% of the material has been eluted, is just
equal to 3 times the number-averaged molecular weight of all
fragments (mp), when a random distribution of the breaks over the
molecule is assumed. Since m,=M/p, Eq. 4 of Van der Schans et al.
(Al) can be written as:

m
X, - I m 2. e ™mn . (1 - e (X/P)(m/up)ydn (Eq. 6)
o]

vhere X; is the weight fraction of molecules with a molecular weight
between 0 and m containing at least one link.

The value p is the average number of breaks and x is the average
number of links, both per single-stranded DNA molecule with molecular
weight M. Solution of this equation yields:

Xg = 1 - (m/my + 1)e”™Bn - (1 + x/p)°2 + (1 + x/p)~2.

{n/my + (m/m;).(x/p) + 1)e~(®/By)(1+x/p) (Eq. 7)
In the experimental determination of crosslinks, we use the
percentage of total DNA already eluted at the point where non-

crosslinked single-stranded material with m=3m, is expected to appear
in the eluate (the 80% point). It is relevant, therefore, to ask what
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will be the elution behavior of the material in fraction Xjy,. Which

part will acquire a molecular weight >3my by the crosslinking?

Analogous to Van der Schans et al. (Al), this question can be easily

answered for two extreme situations:

1. All crosslinked fragments have acquired a total molecular weight
exceeding 3my, and are no longer eluted in the category m<3m,. In
this case, Eq.7 directly gives the weight fraction that disappears
from this category. Hence, the original 80.1% eluted with m<3m,
will be reduced to 0.801-X3p,.

2. Only the fragments crosslinked to pieces with m>3m, disappear from
the category with m<3m,. As the crosslinks have a random
distribution and since - by definition - 0.199 of the material has
a molecular weight >3m,, in this case only 19.92% of the crosslinks
will be effective in shifting the fragments to the category with
m>3m;,. This implies that in Eq. 7, x has to be substituted by the
number of effective crosslinks, i.e., by 0.199x, in order to
obtain the weight fraction of material disappearing from the
population with m<3m.

In Figure Al, the weight fraction expected to be collected in the
eluate at the point when 80.1% would have been eluted in the absence
of crosslinks, has been plotted as a function of x/p, for both cases.
It will be clear that the real curve will lie somewhere between
these two extremes.

100 ]
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Figure Al. The fraction of irradiated DNA treated with mustard gas
eluted at the 80.1X elution point of irradiated untreated
DNA as a function of x/p. Curve a: 0.199 of the links in
molecules with molecular weight w<3m, result in a
retention beyond the 80.1% elution point; curve b: all
links in molecules with m<3m, result in retention up to or
beyond the 80.1% elution point; curve c: best estimate of
the real curve on the basis of the subdivision of
molecules with m<3m, into four weight categories.
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For a better approximation of this real curve, it has to be
considered which fraction of the molecules with m<3m, that are
crosslinked to fragments of the same category will become larger than
3m,, because of this combination. As a first approach, this group of
fragments can be subdivided into the following classes of molecules:

al: with m between 0 and 0.75my,

a2: with m between 0.75m, and 1.5

a3: with m between 1.5m, and 2.25m,, and
a4: with m between 2.25m,; and 3m,.

Integration of Eq. 1 of Van der Schans et al. (Al) over these
intervals, with the use of Eq. 3 from that paper, shows that 17.3%
falls into category al, 26.9% into category a2, 21.5% into category
a3 and 14.4X into category a4. As the number of links is proportional
to the amount of DNA, the links will show the same distribution. In
either class, 0.199 of the links will be connected to fragments with
m>3m, (according to the above situation 2).

Combination of a fragment of category al with a fragment of either
category al, a2, or a3 will certainly result in material with m<3m,.
Combination of a fragment of category a2 with a fragment of category
a4 will result in material with m>3ry,, whereas m will remain <3m,
when two molecules of class a2 are crosslinked or if a fragment of
catego 'y a2 is linked to a fragment of category al and so on. In the
Table Al the possible combinations ave summarized. With the use of
Eq.7 we can calculate the weight fraction of fragments containing a
link in the categories al, a2, a3 and a4, as a function of x/p.

Table Al. Possible combinations of linked fragments with m larger or
smaller than 3m,

Class o>3my, m<3my,
al: (17.3X%) al+al
al+a?
(0.199x) al+al (0.657x)
a2: (26.9%) a2+al a2+al
(0.344%) a2+a? (0.442x%)
a3: (21.5%) al3+a3 a3+al
al+ad (0.559x) (0.173x)
a4: (14.42) ab+a2
a4+al
a4+ab (0.827x)

As the breaks are random, it can be considered a matter of chance
which two links (in different fragments) are connected together. This
implies that only 19.9% of the links in material of class al will
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result in material with m>3m,. Consequently, in the formula used for
the calculation of X371, x should be replaced by 0.199x in order to
arrive at the fraction that with certainty is no longer eluted before
the 80.1% point. For the calculation of X 7, x should be replaced by
0.344x; for X,3, 0.559x and for X4, by 0.827x.

Calculation of the sum of X5), X372, X33 and X,, with respectively
0.199x, 0.344x, 0.559x and 0.827x, for the various values of x/p
between 0 and 2 yields a corrected version of curve a in Figure Al.
In an analogous manner curve b can be corrected upwards by adding X1
(0.657x), Xg2 (0.442¥) and X33 (0.173x). In this way the distance
between the two graphs can be narrowed from 14.7% at x/p=0.2 to 3.2%,
whereas at x/p=~0.86 the curves even cross each other. The latter has
to be ascribed to an overcorrection of curve b, since it has not been
taken into account that at high x/p values more than two different
fragments can be linked together, resulting in molecules with m>3m,.
So, the corrected curve a in Figure Al is a fair approximation of the
real curve in the range x/p 0.86-2, whereas for x/p 0-0.86 an average
of the corrected curves of a an b (curve c) is a fair one.

More refined calculations are without meaning, because, as mentioned
above, in this approach the possibility is ignored that more than 2
fragments are linked together when multiple links per fragment are
present, which will lead to inaccuracies in particular at higher
values of x/p.
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APPEND.Y o
tect i jo t o t alf-
thymus DNA exposed to 1 mM mustard gas
HPLC conditjons:
Pump : Waters Associates
Flow (ml/wmin): 1.0
Eluent : 0.025 M ammonium bicarbonate in 20% agueous methanol
Column : Beckman; 250 x 5 mm; ultrasphere ODS; 5 um
Detector : Waters Associates, Diode Array, 190-350 nm
Sample : calf-thymus DNA, treated with 1 mM mustard gas (45

min, 37 °C), degraded enzymatically into nucleosides,
heat treated (10 min, 100 ©C).

Figure Bl shows the HPLC chromatogram of the sample des:cribed above.
Of the six main components the UV spectra are shown which agree with
the spectra of commercially available markers and the synthesized and
characterized adduct markers (dC: 2’'-deoxycytidine; dmC: 2'-deoxy-
methylcytidine; dG: 2'-deoxyguanosine; T: thymidine; dA: 2'-deoxy-
adenosine; N7-G-HD: N7-(2’-hydroxyethylthioethyl)-guanine. Figure B2
shows an enlargement of the HPLC chromatogram from 8-25 min, which
reveals the presence of, N3-(2'-hydroxyethylthioethyl)-adenine (N3-A-
HD) and di-(2-guanin-7'-yl-ethyl) sulfide (N7-G-HD-G). The UV spectra
of these two adducts are shown in Figure B3.
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Figure Bl.

HPLC-chromatcgram and UV spectra of calf-thymus DNA after
treatment with 1 mM m'stard gas for 45 min at 37 °C, and
enzymatic degradation into nucleosides. The absorbance at
285 nm was recorded with a diode array detector (Waters
Associates; 190-350 nm). dC: 2'-deoxycytidine; dmC: 2'-
deoxy-methylcytidine; dG: 2’'- deoxyguanosine; T:
thymidine; dA: 2'-deoxyadenosine; N7-G-HD: N7-(2’-hydroxy-
ethylthioethyl)-guanine.
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Figure B2. Enlargement of the HPLC chromatogram shown in Figure Bl
for retention times in between 8 and 25 min. N3-A-HD: N3-
(2'-hydroxyethylthioethyl)-adenine; N7-G-HD-G: di-(2-
guanin-7'-yl-ethyl) sulfide.
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Figure B3. UV spectra of N3-(2’-hydroxyethylthicethyl)-adenine (N3-A-
HD) and di-(2-guanin-7’-yl-ethyl) sulfide (N7-G-HD-G)
recorded with a diode array detector (Waters Associates;
190-350 nm). Both compounds were detected in calf-thymus
DNA after treatment with 1 mM mustard gas for 45 min at
37 °C and enzymatic degradation into nucleosides.
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AICCNDIN C
Detection of adduct peaks in fragmented ¢ thymus DNA treated with
ustard (o] spray-LC-MS

LC-parameters:
Column type : Lichrosorb RP-18 (AR270)
Particle size (um): 7

Length (cm) : 25
Diameter (mm) 5
Eluent . gradient:

eluent A: 50 mM ammonium acetate
eluent B: 50 mM ammonium acetate: methanol (6/4)
In 20 min linear gradient from 100% A to 100% B
Flow (ml/min) : 1.5
pH 7
Sample : calf-thymus DNA, treated with lmM mustard gas,
enzymatically degraded into nucleosides, heat
treated (10 min, 100 ©°C)

Thermospcy- H

Tip temperature {°C) : 260-250

Source temperature (°C): 230

Discharge (on/oif) : off

Mode (pos/neg ions) . pos

Repeller (volt) : 150

Multiplier (volt) : 500

Ion energy (volt) . -10

Scan conditions : m/z= 100-450 in 1 sec.

Figure Cl shows the mass chromatograms at single ion monitoring of
the molecular ions (MH') of the various peaks (dC: 2'-deoxycytidine;
dmC: 2'-deoxy-methylcytidine; dG: 2'-deoxyguanosine; T: thymidine;
dA: 2'-deoxyadenosine; N7-G-HD: N7-(2'-hydroxyethylthioethyl)-
guanine; N3-A-HD: N3-(2'-hydroxyethylthioethyl)-adenine; N7-G-HD-G:
di-(2-guanin-7’'-yl-ethyl) sulfide; TDG: thiodiglycol). Figure C2
shows the complete mass spectra of the various peaks.
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Mass chromatogram (thermospray MS) of calf-thymus DNA
after treatment with 1 mM mustard gas for 45 min at 37 °C,
and enzymatic degradation into nucleosides. d4C: 2'-
deoxycytidine; dmC: 2'-deoxy-methylcytidine; dG: 2'-
deoxyguanosine; T: thymidine; dA: 2’'-deoxyadenosine; N7-G-
HD: N7-(2'-hydroxyethylthioethyl)-guanine; N3-A-HD: N3-
(2! -hydroxyethylthiocethyl)-adenine; N7-G-HD-G: di-(2-
guanin-7'-yl-ethyl) sulfide; TDG: thiodiglycol.




- 245 -
'
! rqore 176031120 Mtoeiseiey
\f! s
L 134 197 N 139 4
TadTf 19@31808¢ €T «i6r37.1 - T
s 142
134 15y 196 13 387 dme
To0Es (71{6283¢ € 1716,
131
134 ~
yr | e 383 46
TeeLs 1382133980 LOETELE (%]
W 133
T
263
Teet- 796107004 T eI el 6
t H 1
dA
T T T v T T T
100 r3e 10 290 190 3% Tl 10
(LTI EATRRIY) LTIV T ]
‘ e
™G
n
TI8vs 118330700 AT TR
H
4 N7-G~-HD
ToAts (39889630 T -,
e
p
N3-A-HD
1852
IO ONFEEIH W enar. v
e
4
e i ‘i’ N7-G-HD-G
160 us 1123
T A b 12 N VYIS U L | W
2] e 100 110 see 130 a1 418

m/z

Figure C2. Thermospray mass spectra of calf-thymus DNA after
treatment with 1 mM mustard gas for 45 min at 37 ©C, and
enzymatic degradation into nucleosides. dC: 2'-
deoxycytidine; dmC: 2'-deoxy-methylcytidine; dG: 2'-
deoxyguanosine; T: thymidine; dA: 2’-deoxyadenosine; N7-G-
HD: N7-(2’-hydroxyethylthioethyl)-guanine; N3-A-HD: N3-
(2’ -hydroxyethylthioethyl)-adenine; N7-G-HD-G: di-(2-

| guanin-7'-yl-erhyl) sulfide; TDG: thiodiglycol.




