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310 ~r;; n? `irreet, New '/ink  N.Y- 1 00;'1 (21 2 Y')- Q(}() 

Revlon Heath fare HTiV_11.1 Study No. 1 12-19-R4

Title: '"ffeci: of HeatiYia i he dry state of HTLV-III diluted in Factorai.e
Gin I and Gen 1I or! Infectivity_ 

j nnsi_'r: Dr. Pivar'1G 1_dndal;ui•u, e.{1 . C' 4 
Inve ..rgator: Alfred M. Pr nee, M.D. NY 

tT , 

1 . Factoratc ' Gen I '_ot No. Y 10102 } .I 
, 

Factorate Gen 11 Lot iNo. X 50909 
3. Sterile 'Maier for Injection (RHC) 

t:r The abu<<e oere del i,r red b Dr. Landei;ura grid stored at

4 H*FLV-li1 Virus 5i:ocl; 84-01 05-27-84 

This is unconceni:ralad supernatant: fluid from H-9/HTI.V-iii Producer r• ells 
cult ivai;ed in RPMI t6 11 medium with 200 fetal calf scrum. The stock was
frozen in alcohol/dry ice and is stored at -700C. The infectivity titet•,. 
based on inoculation of serial dilutions into H-•9 cell cultures., and 
reverse a_ranscriptase assa✓s on supernatants taken 14 days after inoculation 

y Ira 1.00 .• ;CiD~107m1 
. 

Details of Procedure 

1. Hydration of Frorh.,C1 ~~ - .,: # # 

a. Gen I Ariry vial r,n'l water -for injection (WFt) to 3? Hydrate 
I vial t 4 m Yyatf:r. 

Gen Ii Grin; vials and WFI to roar emperature Hydrate each 
vial `r ii i.h 20 ml W1 =I "

Preparation of Control `em ]es for Moisture determination
• ? nil ri F Gen I and Con I I each adied i.ca 10 nil screw capped vial 
They are labelled: Gen 1 Control for moisture 12-19-84; Gen It Control 

"; for Moisture 12-19-•84. :1 

~E If L'/O~hlllZatl_~n A.11dY'a Lis 
~. . r 4 o- a wv + n 

A V i rt..i s Model 6211-0260 7.8 i i for Drum Manifold cooled with alcohol' and 
dr,y ic.e and Iii too with 3,i;:keea1 valves and stonperinn adaptors was attached 
to a el ch duosea i vacuum  nrarp. A Pali 0.22u filter cartridge was placed . 
in the /acuum line between porn anc rani fold• The ;tonperiny adaptors 
Geri,+~ i S Lopperi n f under vac u!nn. 
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I'r aration °f Tn )e t0d _im I ~s 

a Gen i 5 nd HTI_!! Stock is added to 15 ml Gee A and 4 i l aliquots' 
are diSiributed to 4 10 ml screw capped ' 1c 1s 

5. 6;.r, Ii 7 ml of HTLV-111 Stock is added to 21 ml Gen it and 4 nil

aliquots are added to 6 vials. s

M4 . 5. I're~aration of nor" yonn?li'z^d assay sum iPs ;y' x

d. HTLV Stock is diluted in 1:4 RPMi 1640 20% fetal cal i serum and s
frozen in three 1 n,l aliquots by swirling in alcohol and dray ice. 
Aliquots are lahIE.d: HTLV-111 14 -70 12-19-84 and held in HTLV-III box

{ I n --700 Revco. This is to co'rtrol for possible inactivation by factorate 

b.. Or vial each of nn 1 and Gen II infected samples are shell"
frozen in rl .:Chrnl and dry i. rr i ahlc'd Gen or Gen 11 and HII '1-1 11 700 
for assay 12-19-34 and stored 1i: -70 YJltl? <ii {IV<? sample. a <~ ~r 

6. Lyophili7_at'ion of :iomple` t ~, a s *  «(¢ ~

a >; Samples ape shell frozen by rapid swirling ii alcohol and dry ice bath
.:: and placed on ,he lyophiii .r at 4:00 p.:m, 12-19-8'. At 4:00 p.n. 12-21-84 

lob hours) samples will be stoppered under vacuum, sealed with screw 
caps (since crimper does not fit these vials) and heat shrinkable plastic :1
seals, and then surface decontaminated by immersion in 1%% sodium dodecyl R 

sulfate for 15 Alin. ? m 

+. vial of Gen I and Gen II and HTLV II? will F2 retained at 4°C in the 
P-3 refrigerator labeled: Gcn i (or Gen 11) and HI L V LII lyophilized not e
heated 12-19--84. «r •
2 vials I ab l cd: Gen I and HTLV-III Surface decontaminated with if SOS v # 
12-19-14 and 4 vi,ais labeled- Gen I1 and IflL'/-111 Surface decontaminated 
Wil lJq 47.  he held at 4 ì C for pick up by RI IC personnel on 12-26-84. T hesc , 

f are ce be csturnei so NYBC an 7 January y 1985 for assay.
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e 
1~kIC. aadti t cc, 1 y,.~ 4~< -., :, „< ;~ x 

g q ILG 1_1 11.1;;12 ' ~< 

°Tf~FI„~; , L~ td ., € (TCTDCO/ml) 

°hT •••TTt SIOCI 11ui. i 1 1 11M1 c6 0 '~O f: L3~ e<t1 
serum ri 12/] /84 c 10

HTLV'- IT Muted 1:4 in Con (:1o.,Cn.. not lyyh11iz 1 10„ •~

H`_1& 11Z diluted 1:4  in Gen _1 1Y Z!':P,, riot: lyoph11.1z,.c 10` ,• J

y ; l IZV r1I diluted 1:4 in Gen 1 ivopltllized, not heated <101;
HILL Iii diluted l.: in Gen TI iv phi_1 tzed, not 1i_ ated :10

IL`[T -iiT--T1T 1 ,red 1 F  -,i in Cur 1 , ;1:1ii Iiz  .rc P . t'ci - Ul 
U 

1,i . 
1111'o-I I i 1 1 1LI ;: 'I 1 P 1 L I' l i i '. i •' i I C'4 HI, X1

.1

111a V I it .1LLnLA-'d I:1 C Lint: L I;: 'l 7 L1 . ' , li aLad J.(.' U 
{ 1ITI- .I I. ii S Ited 1:1 . , Get: I 'lyohilimd, heated Ill 100'

hLLV -i:JI d' lutei 1: in Caen [S, l`.oi h.iLzed, heated IIA 100
u-rrT--1u 4 luteci 1 : . in Can Il, I o)-hi] iced, heater: III'• <10 ., 

10 ii , be,c~LiA,ity in 2 ~~Illtul: s (i.~rtl) inoculated with 1'.l ml undiluted mafLial~~~ 

• *No i.niect.i.'?Lraj In 15 nl cultures inoculated with 1 .0 n i undiluted 'We ' rtal 
t
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