i

I WIS PAGE )
S —— <
- : Form Apgroved
§ " FILE_COR) REPORT DOCUMENTATION PAGE priifoatory N
C\]  ©7ORT SECURITY CLASSIFICATION 75, RESTRICTIVE MARKINGS :
ICLASSIFIED
h ECURITY CLASSIFICATION AUTHONMTY 3. DISTRISUTION / AVAILABILITY OF REPORT
CLASSIFICA DOWNGRADING BOLE lic release;
—w; Approved for pub H
a - . TIoN! distribution unlimited
< AFORMING ORGANIZATION REPORT NUMBER(S) S. MONITORING ORGANIZATION REPORT NUMBER(S)
l e
Q " IAME OF PERFORMING ORGANIZATION 6b. OFFICE SYMBOL Ta. NAME OF MONITORING ORGANIZATION
(if applicable)
< low Laboratories, Inc.
OORESS (City, State, and 2iP Code) 7h. ADDRESS (City. State. and 20 Code)
_ :Lean, Virginia 22102
-
‘ 8a. NAME OF FUNDING / SPONSORING 8b. OFFICE SYMBOL 9. PROCUREMENT INSTRUMENT IDENTIFICATION NUMBER .
ORGAMZATION U.S. Army Medical (If applicable)
Research & Development Command SGRD-RMI-S DAMD]17-86-C~-6188
8c. ADORESS (City, State, and 2iP Code) 10. SOURCE OF FUNDING NUMBERS
Fort Detrick PROGRAM [PROMCT . JTASK WORK umm
Frederick, Maryland 21701-5012 ELEMENT NO. INO. 3M1- ] NO.
62770A 62770A870 AC 029
11, TITLE (nciude Security Clagsification) -
ed

(U) Safety Testing of Dengue-l and Dengue-3 Seeds for Human Challenges, Unattenuat

‘ Hepatitis A Virus, Straip HN-175

12. PERSONAL AUTHOR(S) -

Potash, Louis
13e. TYPE OF REPORT 13b. TIME COVERED 14. DATE OF REPORT (Yesr, Month, Day) [1S. PAGE (_OUNT
Phase From 1/31/09 10 53 1939 March 21 l 10

[76. SUPPLEMENTARY NOTATION

i

live and inactivated vaccines stipulated in 21 CFR, Parts 610.11 and
610.12. A1l testing procedures were carried out following Cood Lablgrmry
Practices (GLP) regulations {21 CFR)\ Part 53). - - —

17. COSATI CODES 18. SUBJECT TERMS (Continue on reverse if necessary and identify by block number) e r
FIELD GROUP SUB-GROUP - : A
06 13 /| ~Dengue-l; Dengue-3; Hepatitis A; Viral seeds; Vaccine; RA-L}: '
03 \ — S CRT) @
19, ABSTRACT (Continue on reverse if nece and identify by block number) .
> Hepatitis A Virus Vabtgine, Strain HM-175, FI-2, Lot No.1 of Jan 89
(5 m1 Inactivated with™Q.05% Forma'lle‘ . deorbaa with Alum containing :
preservative: 0.375% phe ethanol)®was satisfactorily (Final Container) .
afe nes established by-the FDA for
N

o g ELECTE P
St - APR2 8 19898
20. OISTRIBUTION / AVAILABILITY OF ABSTRACT 21. ABSTRACT SECURITY CLASSIFICATION
Quncassireounumited (X same as /o, [J onic usens UNCLASSIFIED
228, NAME OF RESPO [22c OFFiCE
Lmry Tances 'o"gt' o DAL 1. Sﬁ‘fm'i‘-%?? Ares Code) | 22c. :é:gi;;?:gk

- DO Form 1473, JUN 86 Previous editions are obsolete. SECURITY IFICATION OF THIS PA

L V.
069 « 28 140

o2




AD

SAFETY TESTING OF DENGUE~-1 AND DENGUE=~3 SEEDS
UNATTENUATED;

FOR HUMAN CHALLENGES,
HEPATITIS A VIRUS, STRAIN HM-175

PHASE REPORT
LOUIS POTASH
Mmarch 21, 1989

Supported by

U.S. ARMY MEDICAL RESEARCH AND DEVELOPMENT COMMAND
Fort Detrick, Frederick, Maryland 21701-5012

CONTRACT NO. DAMD1 7-86~C-6188

Flow Laboratories, IncC.
McLean, Virginia 22102

Approved for public release; distribution unlimited

The findings in this report are not to be construed as an
ition unless sO designated

official Department of the Army poe
by other authorized documents.




FOREWORD

In conducting the research described in this report, the
investigator(s) adhered to the Guide for the Care and
Use of Laboratory Animals prepared by the Cammittee on
Care and Use of Laboratory Animals of the Institute of
Laboratory Animal Resources, National Research Council
(DHHS, PHS, NIH Publications No. 85-23, Revised 1985).
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I. INTRODUCTION

The accompanying protocol is a description of the final container
safety testing of a hepatitis A virus vaccine designated as:

Hepatitis A Virus Vaccine, Strain HM-175
FI-2, LOT No. 1, Jan 89

5 ml Inactivated with 0.05% Formalin

Adsorbed with Alum

Preservative: 0.375% phenoxyethanol

Utilizing the testing procedures herein described, this fluid is con-
sidered to have passed satisfactorily the tests for Microbial Sterility and
General Safety. The detailed records leading to the preparation of this
Final Container Vaccine and subsequent safety testing may be found in the
laboratory notebooks located at:

The Walter Reed Army Institute of Research (WRAIR), Bldg. 501,
Washington, DC 20307-5100 - (Dr. Ken Eckels)

The Experimental Virus Vaccine Production & Testing Laboratory -
Suite #500 - Flow Laboratories, Inc., Mclean, VA - (Dr. Louis Potash)

In conducting the tests described in this report, the investigator(s)
adhered to the Good Laboratory Practices (GLP) reqgulations (21 CFR, Part 58)
and followed the guidelines established by the FDA for live and inactivated
vaccines as found in 21 CFR, Parts 610.11 and 610.12, April 1, 1988. The
procedures employed are detailed in the following SOPs and recorded on the
indicated VWPL Forms:

SOP No.: 400.002 ~ Issued 25 Feb 1980, Revised 8 Feb 1989

500.009 - " 23 Feb 1981, " 3 Mar 1986
500.013 - ® 14 Dec 1988

VVPL FORM #001 - Issued 25 Feb 1981, Revised 10 Oct 1988
#019 - " 8 Oct 1984
$#024 - " 14 Dec 1988
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A,

B.

D.

II. SYNOPSIS

Virus Strain Hepatitis A, Strain HM-175

Pool Designation Vaccine FI-2, Lot No. 1, Jan 89
5 ml Inactivatd with 0.05% Fommalin
Adsorbed with Alum
Preservative: 0.375% phenoxyethanol

Treatment/Handling Stored at 2°-8°%C. Manually shaken prior
to sampling.

Final Product Container Testing (5 x 5 ml vials)

1. Microbial Sterility: 100 ml volumes
of Fluid Thioglycollate & Tryptic
Soya Broth Media No Growth

2. General safety:
b. Guinea Pigs - IP (2

5 ml) Satisfactory
.0 ml) Satisfactory




III. DETAILED SUMMARY RELATING TO THE FINAL CONTAINER TESTING OF A
FORMALIN-INACTIVATED, ALUM-ADSORBED HEPATITIS A VIRUS VACCINE,
STRAIN HM-175, FI-2 LOT NO. 1.

A, Inoculum

On January 31, 1989, the following Final Container Product was ob-
tained from Dr. K. Eckels, Contracting Officer's Repsresentative, at the
Walter Reed Army Institute of Research (WRAIR), Bldg. 501, Washington, DC
20307-5100.

Hepatitis A Virus Vaccine, Strain HM-175

FI-2, LOT No. 1, Jan 89

5 ml Inactivated with 0.05% Formalin

Adsorbed with Alum,

Preservative: 0.375% phenoxyethanol

Caution: New Drug Limited by

(UsA) Law to Investigational Use

Dept. Biol. Rsch. WRAIR Wash DC: 5 x 5 ml vials

The vials were stored in a refrigerator (2° - 8%).

B. Final Product Testing and Results

1. Microbial Sterility

In an effort to overcame any bacteriocidal or bacteriostatic
affect of the preservative present in the vaccine, the assay for microbial
sterility was based on the use of a 1 ml inoculum into 100 ml volumes of
media. Initially, each vial was manually shaken and then, with the use
of individual 1 ml tuberculin syringes w/needles, each of 5 bottles of
Fluid Thioglycollate Medium (FIM, LOT WPL-007) and each of 5 bottles of
Tryptic Soya Broth (TSB, LOT VWPL-007) were inoculated with 1 ml amounts
of the vaccine. Five bottles of each medium were included asouninocglated
controls. . All cultures were well shaken and incubated at 31°C (+1°C)
and at 227 (+ 2°C), respectively, for 21 days with periodic observation
for growth. No growth was observed in any of the cultures. The results
are sumarized in Table I.

2. General Safety Test

Initially, a master pool of the vaccine was prepared by pool-
ing 2.5 ml amounts fram each of the 5 available vials. Each of 2 overtly
healthy CD-1 mice (less than 20 grams each) and each of 2 overtly healthy
guinea pigs (Hartley strain, virus free - less than 400 grams each) were
inoculated intraperitoneally with 0.5 ml amd 5.0 ml, respectively, of the
master pool. Two additional animals of each species were included as
uninoculated controls. All animals were weighed prior to inoculation and
on day 7 post inoculation. All animals were observed daily over this 7
day period for deaths and/or signs of illness or distress - none were re~
corded. All animals remained healthy and all exhibited weight gains.

The results of these General Safety tests are summarized in Table II.

-5




YImo1o oN 68/L1/€ 68/v2/¢ _ 0°1 S sutoORA UNTY
YImoIo ON 68/L1/¢ 68/v2/¢ (D5T+) O Te -— S L00-1dAAE 10T (8SL)
ylo0ad eA0S 3UOJAAL],
Ymo1o ON 68/L1/¢€ 68/v2/C _ 0°1 S autooeA WNTV
Ym0 oN 68/L1/€ 68/ve/c (D5T+) O 1€ — S _L00-1dAA} 10T (WLJ)
930 T0OATDOTUL PINTd
s3[nsay 1S9l 330 IS8L UQ  eInjeISde] (Tw) *ON UNTpa| 8IN3TN)
ajeq aan3Ino
aad *1oA

ToueylaAxouayd gG.£°0 :oATIRAISSDId
unNTY YITA paQIOSpY ‘UTTeuIod $50°0 Y3Itm pejearioeul
68 uer ‘T °ON 307 ‘Z~Id SulOOBA ‘G/TWH uteIls

4auTOORA SNITA WV STITIRdOH 8yl uo SITNSaY 3s9I AITTTI8931S TeTQOIOTH

°1 orqeL




Table II. General Safety Test Results on the Hepatitis A Virus
Inactivated with 0.05% Formalin, Adsorbed with Alum
Preservative: 0.375% phenoxyethanol
Animal Vol. Tag Weight in Grams Weight Gain/
Species Inoculum (ml) # Day 0 Day 7 (Loss) in Grams
Mice Vaccine 0.5 339 18.8 25.5 6.7
340 16.5 27.5 11.0
338 17.0 28.5 11.5
Guinea Pigs Vaccine 5.0 503 371.1 479.5 108.4
504 393.0 469.2 76.2
None _— 501 378.1 435.7 57.6
502 403.0 480.2 77.2
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