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The t e s t m a t e r i a l , as s u p p l i e d , was a d m i n i s t e r e d t o a group 
of 10 w h i t e r a t s (5 males, 5 f e m a l e s ) , t o e v a l u a t e i t s t o x i c 
c h a r a c t e r i s t i c s i n accordance w i t h F e d e r a l r e q u i r e m e n t s as 
l i s t e d i n 16 CFR 1500.3 (c) (2) ( i ) . A s i n g l e o r a l dose (5 gm 
per kg body w e i g h t ) was g i v e n and t h e a n i m a l s were o b s e r v e d 
f o r 14 days t h e r e a f t e r . Any and a l l b e h a v i o r a l / c l i n i c a l 
a b n o r m a l i t i e s i n c l u d i n g m o r t a l i t i e s were recorded. A l l animals 
appeared normal throughout the study p e r i o d . 
No m o r t a l i t i e s o c c u r r e d d u r i n g t h e o b s e r v a t i o n p e r i o d . Animals 
were s a c r i f i c e d a t t h e c o n c l u s i o n of the study. There were no 
gross a b n o r m a l i t i e s observed i n any of the animals at necropsy. 

DATE INITIATED: 10/29/96 COMPLETED: 11/12/96 

PROCEDURE: Acute Oral T o x i c i t y i n Rats, Federal Hazardous 
Substances Act (FHSA Sept. 27, 1973 and Nov. 
1, 1973) 

SUMMARY: 
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OBJECTIVE: 
To determine t h e degree of t o x i c i t y t h a t t h e t e s t substance may 
produce when a d m i n i s t e r e d o r a l l y t o w h i t e r a t s i n a s i n g l e 
o r a l dose of 5 grams per kilogram of body weight. 
TEST ANIMALS: 
Species: Rattus Norvegicus 
S t r a i n : Sprague Dawley (Ace Animals, Boyertown, PA) 
No./Sex: 1 group of 10 (5 males, 5 females) 
Weight: 200-300 grams 
During the a c c l i m a t i o n and t e s t i n g periods, each animal was housed 
and maintained according t o the "Guide For The Care and Use of 
L a b o r a t o r y Animals" (NIH 86-23). A l l animals were i d e n t i f i e d 
through eartags and'cage cards which provided the i n d i v i d u a l animal 
numbers and the p r o j e c t number. The animals were e i t h e r s i n g l e or 
double housed and f e d Agway Prolab Rodent p e l l e t s and c i t y water, 
ad l i b i t u m . A l l animals were acclimated f o r a t l e a s t 4 days p r i o r 
t o t e s t i n g . 

PROCEDURE: 
1. Animals were f a s t e d overnight, approximately 18 hours p r i o r t o 

dosing. 
2. P r i o r t o dosing, the t e s t m a t e r i a l s were composited. Five-

t e n t h s ml of DMSO (Prolume Ltd.) was added t o 1 tube of Coelen-
t e r a z i n e , then i n v e r t e d 5 times t o d i s s o l v e . To one tube of 
Prolume L t d . #520-367-6047 which contained R e n i l l a L.Ase, NaCl, 
NaHC03, tap water was added t o the 45 ml l i n e , then i n v e r t e d 10 
times t o d i s s o l v e . To the tube of Coelenterazine & DMSO 
mixture, 1.5 ml of Prolume L t d . "Gin" was added, i n v e r t e d 
5 times t o mix; then added t o the R e n i l l a L.ASE & tap water 
s o l u t i o n . This r e s u l t e d i n a yellow l i q u i d . 
The composited t e s t m a t e r i a l was administered o r a l l y as a 
s i n g l e dose v i a syringe and s u i t a b l e i n t u b a t i o n tube. The 
s i n g l e dose of 5 g/kg of body weight was based on the d e n s i t y 
of the composited t e s t m a t e r i a l s which was 1.03 g/kg. 

3. The animals were examined f o r signs of t o x i c i t y , i n c l u d i n g 
m o r t a l i t y , immediately a f t e r dosing, f o u r hours a f t e r dosing, 
and then d a i l y " f o r a maximum of 14 days. A l l observations 
were recorded and included the f o l l o w i n g : 
A. Behavioral abnormalities 
B. Gross necropsy 
C. Body weight changes 
D. M o r t a l i t y 
E. Any other t o x i c o l o g i c a l e f f e c t s 
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CONCLUSION: 
The submitted t e s t m a t e r i a l s when administered as a composite at 
a s i n g l e o r a l dosage l e v e l of 5 g/kg body weight, d i d not produce 
compound r e l a t e d m o r t a l i t y i n h a l f or more o f the animals; t h e r e ­
f o r e , the LD 5 0 i s grea t e r than 5 g/kg and the t e s t m a t e r i a l i s not 
considered t o be t o x i c according t o d e f i n i t i o n s l i s t e d i n 16 CFR 
1500.3 (c) (2) ( i ) . 
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or 
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SUBMITTED TO: ACTS TESTING LABSJNC* 

i ASSAY NUMBER: 9619784 
! RECEIVED: 25-Oct-96 
JTEST MATERIAL: Composite Table & Sodium Bicarbonate 
; Lot/ID #: RECOMBINANT RENILLA.. . 

jjexie Oral Tmcity in Mats \ 

Body Weight in Grams 
Initial Final Body Weight 

Animal # and Sex Weight Weight change 
! Rat #1 (Female) 252 266 + 14 

Rat #2 (Female) 259 294 +35 

Rat #3 (Female) | 248 264 + 16 

i Rat #4 (Female) ii241 272 +31 -

i Rat #5 (Female) i 236 267 +31 

! Rat #6 (Male) i 255 364 + 109 

.Rat #7 (Male) j 256 332 +76 

! Rat (Male) !|274 378 + 104 

; Rat #9 (Male) 257 367 + 110 

I Rat §10 (Male) i 245 317 +72 

Dose: i i Number • 
Gm/kg Rat 

i 5 g/kg 
liFed 
ilio 

Dead 1 
o 1 

Necropsy: 
No gross abnormalities. 


