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SUBJECT: Final Report
13-Week Sub-Chronic Feeding Study - Mice

SUMMARY

The test material Decabromodiphenyl Oxide (C55287) was administered in the
diet of five groups of 10 male and 10 female mice for 13 weeks at levels

0f 0.31, 0.62, 1.25, 2.5, and 5.0%. A sixth group of mice served as

control and received the basal diet only.

Throughout the study there was noy evidenée of a compound effect with regard
to survival, physical appearance and behavior, body weight gain, food consump-

tion, and gross microscopic'pathology.

Based on these results, the following dose ievels are recommended for the
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104-weeks chronic study in mice on Decabromodiphenyl Oxide:

Males - 2.5 and 5.0% I

Females - 2.5 and 5.0%
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INTRODUCTION

This study was conducted to evaluate and characterize the effects of
‘Decabromodiphenyl Oxide (C55287) in mice after 13 weeks of dietary administra-
tion and to determine the maximum test dose that could be utilized for a
subsequent chronic (104 weeks) feeding study. The study was initiated
February 27, 1979, and terminated May 30, 1979.

TEST MATERIAL
1. ldentification ,
Decabromodiphenyl Oxide (C55287), Lot No. 98287-2 Batch No. 1 and Lot
No. D12478 Batch No. 2

Description
Lot No. 08287-2 and D12478; white crystalline powder

Receipt Date
Lot No. 08287-2 was received on September 21, 1978, from Midwest Research
Insitute and was used from week 1 to 6.
Lot No. D12478 was received on December 18, 1978, fromMidwest Research
Institute and was used from week 7 to 13.
Purity
Considered 100% active for purpose of dosage calculation. Thin layer
chromotogranhy indicated one major spot only according to Midwest Research
Institute report of September 5, 1978.
Handling
Both lot numbers were contained in fiberboard drums 1ined with 2 poly-
ethylene bag. The chemical was stored in a light-resistant container in.
the freezer for the duration of the study.
Test Diet Formulation
The basal diet used was Purina Rodent Laboratory Chow 5001 (see attached
analysis/ingredients). Each dose level was prepared in 10 kg batches

" once every two weeks. The chemical DBDPO was mixed directly into the
basal diet.
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Exderimental Animals

Sixty male and sixty female B6C3F1 mice were selected for use in the study.
The mice were received on January 30, 1975 from the Charles River Breeding
Laboratories, Portage, Michigan. Shcrtly after arrival, two animals of
each sex were sacrificed and examined grossly for any unusual lesions

and endo and ecto parasites. The mice were quarantined in the test room

for a period of three weeks and were placed on test at age of approximately
8 weeks. The animals were ear tagged for identification.
Weight range at initiation: Maies: 17.4 to 31.0 grams
17.2 to 23.5 grams
Selection for Groups

Assignment to the treatment groups was performed using a computer that
generated random numbers assigned to the available animals, ranked the
numbers and assigned the random numbers and corresponding arimals to the
treatment groups. -

Animal Maintenance

Rats and mice were housed together in a temperature and humidity-controlled
room. The temperature was maintained at 70°F * 1°F and the relative
humidity at 45% ? 5% during the study. The animals were housed five per
cage in polycarbonate cages (Hazleton Systems, Inc.) suspended on stainless
steel drawer-type racks (Hazleton Systems, Inc., Aberdeen, Md.) supnlied
with filer sheets. All cages were furnished with heat-treated hardwood

chip bedding (Sani-Chips®, P.J. Murphy, Moonachie, N.J.}. Cages and

bedding were changed twice a week. Racks were sanitized every two weeks.
Diet and county-supplied water (automatic waterers) were provided ad libitum.
Experimental Design

The treatment groups, feeding levels, and duration of the study are shown
in Table 1.

Observation and Records

All animals were observed twice daily (8:30 a.m. to 9:00 a.m. and 3:00 p.m.
to 3:30 p.m.) for mortality. Individual body weights, cage food consumption,
appearance, and behavior were recorded weekly using the aytomatic data
recording system. DBDPO was fed in the diet for a period of 13 weeks.

o
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Termination

After 13 weeks, all surviving mice were exsanguinated following 1.P. iriections
of sodium pentoharbital (Diatutal-Diamond Laboratories, Inc., Des Moines,
Jowa). Sera from four male and four female control mice were submitted

to Microbiological Associates, Bethesda, Maryland for viral screen tests.
Postmortem Procedures ‘

Necropsies were performed and representative tissues were preserved on ail

mice that died during the study and those sacrificed after 13 weeks.

Necropsy procedbres followed were those specified and described in the
Bioassay Operations Protocol (78-52-106002).

Tissues Preserved

The fcllowing tissues were preserved in 105 neutral buffered formalin

Gross Lesions Tissue Masses or Suspect Tumors

Skin and Regional Lymph Nodes
Mandibular Lymph Node Ileum
Mammary Gland Colon
Salivary Gland Cecum
Thigh Muscle Rectum

Sciatic Nerve
Sternebrae, Vertebrae,
or Femur including

Marrow
Costochondral Junction,
Rib
Thymus
Layrnx
Trachea
Lungs and Bronchi
Heart
Thyroid
Parathyroids
Esophagus
Stomach
Duodenum
Jejunum

w
.

Mesenteric Lymph Node
Liver

6all Bladder
Pancreas

Spleen

Kidneys

Adrenals

Urinary Bladder
Seminal Vesicles
Prostate

Testes

Ovaries

Uterus

Nasal Cavity
Brain

Pituitary
Spinal Cord
Eyes
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Microscopic Pathology

The following tissues from the control and high-dose mice were processed

histologically and examined microscopically:

Gross Lesions and Tissue Masses
(and Regional Lymph Nodes,
if possible)

Blood Smear (as required by
the pathologist)

Mandibular or Mesenteric
Lymph Node

Salivary Giland

Sternebrae, Femur, or Vertebrae
including Marrow

Thyroid

Parathyroids

Small Intestine (one section)

Colon

Liver

Gall Bladder

Prostate

Testes

Ovaries

Lungs and Mainstem Bronchi

RESULTS
Appearance and Behavior

Heart

Esophagus

Stomach

Uterus

Brain (three sections, including
Frontal Cortex and Basal Ganglia,

~Parietal Cortex and Thalmus,

and Cerebellum and Pons)
Thymus

Trachea

Pancreas

Spleen

Kidneys

Adrenals

Urinary Bladder

Pituitary

Spinal Cord (if neurologic signs
are present)

Eyes (if §ross1y abnormal)
Mammary Giand

Throughout the study there was no evidence of compound effect with regard
to physical appearance and behavior 2mong the mice at any treatment level,
Incidental signs commonly seen among B6C3F1 mice were noted at a comparable
" rate between the control and treated groups.
areas of alopecia of the nose, head, back, pa
protuding penis.

These signs included small
ws and tail, and swollen OF




Body weight, Food Consumption and Survival Data

Group mean body weights, group mean focd consumption, and survival data
are presented in appended Table No. ? and 2a. Graphs of mean body weights
for each week on appended figure 1 and Ja are enclosed. Calculated
differential weight gain relative to controls is appended in Table 2b

and 2¢c. Initial and terminal indiviaual body weights are shown on

Tables 2b and 2c.

Throughout the study there was no distinct indication of compound effect
upon body weight gain and food consumption.

Observation of Necropsy
Necropsy findings in the animals sacrificnd at termination did not reveal

any consistent tissue or organ changes which could be attributed to the
administration of the ‘est material. Findings are presented in appended

Table No. 3 and 3a.

4. MNistopathology

A detailed incidence of microscopic findings and tissues examined for
individual animals is presented in appended Tables No. 4 and 4a. No compound-
related histomorphologic alterations were observed in any of the mice.

Submitted by ;_z_éa—_zz:é,zséﬂ_ﬁg‘:’?-
HENRY &. RUTTER, Jr., PR.D.

Principal Investigator

G o ke

<ZARUEL MACHOTYR, D.V.i.
Pathologist
pathology Department

Report Preparation: K. Petrovics
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Table 2b -
INDIVIDUAL BODY WEIGHT IN GRAMS - MALES 976-615
Chemical - Decabromodiphenyl Oxice C55287 Mice
At Start
201 ZhZ ~ 283 204 ' — 205 2E6
Animal Body Animal Body | Animal Body | Animal Body ! Animal Body | Animal Body
Nc. Weight No. Weight N>. Weight No. Weight No. Weight No. Weight
) 26.9 21 26.0 2 25.8 61 27.1 81 23.1 101 30.4
02 26.3 22 25.3 42 25.0 62 25.1 82 26.8 102 27.9
C3 28.4 23 26.5 43 25.7 63 23.8 83 26.5 103 25.8
04 24.7 24 23.2 44 24.2 64 23.1 84 25.9 104 26.2
c3 27.0 25 24.5 45 22.3 65 26.5 85 27.2 105 6.0
] 25.5 26 23.9 46 25.4 66 241 86 25.7 106 2.0
07 25.3 27 25.3 47 26.7 67 2%.1 87 21.¢0 167 26.1
0g 26.5 28 24 1 48 22.1 68 25.6 88 24.8 108 26.1
03 26.4 29 17.4 49 27.6 €9 25.7 89 24.4 109 25.9
10 24.9 3C 24.0 50 24.8 70 3.0 90 26.6 1o 29.0
vg.
B.we, 26.2 ? 24.0 25.0 26.1 25.3 27.3
At Termination
2P 2RZ 2B3 2Ca | 205 113
: Animal godv | Anima) Body | Animal Body Animal Body | Animal Body | Animal Body
No. MWeignt No. Weight No. Weight No. Weight No. Weight No. Weight
01 35.0 21 30.9 41 36.0 61 36.0 81 33.0 M 39.C
02 34.0 22 33.0 42 34.0 62 35.0 82 35.0 10z 38.0
03 38.0 23 33.0 43 25.0 63 32.0 83 35.0 103 33.0
04 32.0 24 30.0 44 32.0 64 32.0 84 35.0 104 36.0
05 32.0 25 31.0 45 34.0 65 85 3.0 105 24.0
06 33.7 26 31.5 48 35.1 66 34.2 86 35.7 106 36.5
7 35.6 27 34 .7 47 35.8 a7 38.7 87 30.6 107 32.9
08 34.6 28 37.2 48 32.1 68 34.3 88 33.% 108 4.1
0s 32.0 29 31.9 49 34.1 69 33.0 89 33.2 109 35.1
10 33.6 30 32.9 50 39.1 70 38.4 90 34.2 110 3€.6
Avg., - ]
B.Wt. 34.4 ! 32.5 34.6 34.9 33.9 34.5
8.4t
Bain  +8.2 +8.5 +9.6 +8.8 +8.6 +7.2
E +3.66 7.1 +7.32 +4.88 -12.19




- Table 2¢
INDIVIDUAL BODY WEIGHT IN GRAMS - FEMALES 976-615
Chemical - Decabromodiphenyl Oxtide C55287 Mice
At Start
;oup r{]] 2A2 283 2ca 205 286
o L
Animal Body | Animal Body Animal Body | Animal Body | Animal Body Animal Body
No. MWeight No. Weight No. Weight No. Meight No. Weight No. Weight
N 19.8 kY| 18.6 51 20.3 N 19.5 91 18.4 1M 19.9
12 194 32 19.9 52 1.3 72 19.2 92 19.8 112 19.0
2 18.6 33 19.8 53 17.2 73 18.5 93  19.7 113 20.2
14 19.2 34 23.5 54 20.3 74 20.8 g3  18.7 114 18.0
15 194 35 19.0 55 19.1 75 19.0 g5  19.0 115  18.4
6 172.7 36 18.2 56 18.8 76 19.8 96  20.1 116 21.6
17 195 37 19.0 57 19.2 n 2. 97 19.4 117 19.0
18 20.2 38 19.6 58 18.4 78 18.6 98 21.0 113 19.4
19 20.6 39 20.3 59 20.1 79 18.2 99  20.7 1.9 19.2
20 20.1 40 20.8 60 20.8 80 19.8] 100 20.4 120 8.9

19.4

-
[ <]
.

o

16.5

19.4

19.7

19.4

At Termination

Growp 201 202 283 24 205 286
No.
Animal Body Animal Body | Animal Body Animal Body | Animal Body Animal Body
No. Weight No. Weight No. Weight No. Weight No. Weightj No. MWeight
n 28.0 K} 28.0 51 3.0 n 26.0 91 27.0 N1 28.0
12 30.0 32 27.0 52 34.0 72 24.0 92 30.0 ne  28.0
13 26.0 a3 32.0 53 23.0 73 26.0 93 29.0 n3 27.0
14 27.0 34 30.0 54 32.0 74 29.0 94 25.0 114 25.0
15 27.0 35 26.0 55 28.0 75 26.0 9t 26.0 i1 27.0
16 23.6 36 23.8 56 27.9 76 20.5 96 28.0 116 28.4.
17 rL 37 25.3 57 30.0 77 28.0 97 24.8 117 25.1
18 26.5 38 26.1 58 24.2 78 98 32.3 s 27.2
19 31.6 39 28.3 59 26.7 79 25.7 99 28.6 e 26.3
20 28.8 40 27.7 60 28.4 80 26.2 100 27.6 120 285
Avg.
B.Wt. 27.4 27.4 28.5 5.7 27.8 26.6
B.Wt. i
Gain +8.0 +7.5 +9.0 +6.3 8.1 +7.2
.25‘ +12.% -21.25 +1.25 -i0.0
i
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KEY TO DETAILED HISTOPATHOLOGY INCIDENCE TABLE

JYPE OF FINDING

0 = Tissue Absent

X = Tissue Examined and Not Remarkable
A = Autolysis

P = Finding Present ,

GRADING OR DEGREE OF FINDING

1 = Minimal
2 = Slight
3 = Moderate

4 = Moderately Severe

5 = Severe
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INDIVIDUAL PATHOLOGY FINDINGS

R2-201M  Control

ORGANS

M e DD
CoCOoO

MESENTERIC LYMPH NODE ~ XXXXXXX
URINARY BLADDER XXXXXXX

GALLBLADDER XXXXXXX
BONE MARROW XXX XXXX
MAMMARY GLAND X
PARATHYROID 0 0

THYMUS:
Thyroglossal duct cyst

TRACHEA

ESOPHAGUS

SKIN

MANDIBULAR LYMPH NODE/CERV.




MICE - MALES
INDIVIDDAL_PATHOLOGY FINDINGS

R2-201M  Control R2-2E6M  5.%
ORGANS 5833885882 | 5583885882

BRAIN XXXXXXXXXX XXXXXXXXXX
PITUITARY XX XXXXXXX XXXXXXXXXX
THYROID XX XXXXXXX XXXXXXXXXX
ADRENAL X * XXXXXXX XXXXXXXXXX
HREART XXXXXXXXXX XXXXXXXXXX
LUNG: XXXXXXXXXX X XXXXXXXX

Focal minimal chronic inflammation P
SPLEEN XXXXXXXXXX XXXXXXXXXX
LIVER: , XXXXXX XXX XXXXXXXXXX

Focus of cell alteration P
KIDNEY XXXXXXXXXX XXXXXXXXXX
STOMACH XXXXXXXXXX XXXXXXXXXX
SMALL INTESTINE XXXXXXXXXX XXXXXXXXXX-
LARGE INTESTINE XXXXXXXXXX XXXXO0XXXXX
PANCREAS XXX X XXXXXX XXXXXXXXXX
TESTES XXXXXXXXXX XXXXXXXXXX
PROSTATE XXXXXXXXXX XXXXXXXXXX
SEMINAL VESICLES X |
PREPUTIAL GLAND: X

Ductular ectasia P 4

Hypertrophy P

SALIVARY GLAND




. . TABLE 4a I
- Y

MICE - EﬁMALES

INDIVIDUAL PATHOLOGY FINDIWGS

M3-201 Control

BRAIN
PITUITARY
THYROID
ADRENAL
HEART

> > > > > > 120

LUNG:
Minimal lymphoid hyperplasia
Minimal peribronchial lymphoid
hyperplasia
SPLEEN

LIVER:
Diffuse slight fatty metamorphosis

KIDNEY

STOMACH

SMALL INTESTINE

LARGE INTESTINE
PANCREAS

OVARY

UTERUS

SALIVARY GLAND
MESENTECRIC LYMPH NODES
URINARY BLAUDER




MIGE - FEMALES
INDIVIDUAL PATHOLOGY FINDINGS

TASLE 4a

M3-201F __ Control
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Decabromodipneny! Oxide Requirements

Dose Level No. of Animals kq diet mix/week como/1 ko comp/1 week kg comp/103 wk

ra: male female gm om
5.0% 50 50 25 50 1250 129
2.5% 50 50 25 25 625 _64.583
Total 193.53
mice
5.0% 50 50 5 - 50 250 25.75
2.5% 50 5¢ 5 25 125 _12.87
Total 38.62
Rats & Mice

total comp. 232.15 kg
Compound received 15.35
After Prechronic 5 48
Studies

-ompound to be
ordered 226.67 kg

Submitted by Felaasr/Z - M

HENRYA. RUTTER, Jr., Pn.D.
Principal 'nvestigator
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Y2 Microbiological Associates

5221 RIVER ROAD e BETHESDA, MARYLAND 20016
TELEPHONE: {301) 654-3400

DIAGNOSITC SERVICES TEST REPORT-

Our Code A 4326 .
Contract NOl1-CM-67069 -/
T0: Henry Rutter
Hazelton Labs
9200 Leesburg Pike
Vienna, VA —
FROM: Michael J. Collins, Jr., Ph.D4&S¢
DATE: June 11, 1979
TEST: Murine virus antibody determination
SPECIMEN: 10 rat and 9 mouse sera
RECEIVED: June 1, 1979

Hemagalutination Inhibition Compiement Fixation
Sample ¢ PVM Reos GOVII _Poiy MVYM KRV H-1 Ectro Send M.Ad MRV LCM ROV

71616-71620
71626-71630
976-614001
976-614002
976-614003
976-614004
976-614008
- 976-614012
976-614014
976-614019
976-614020

>

¢ 0 0 6 6 ¢ 0 0 0 00
s ¢ 81O

K

¢ ¢ 00 0 0 0 )

¢ 20 0 00 00

[ I I I D B DN B

[ 2 N TN N N BN N A

¢t ¢ 0 PO OO
"¢ 0

[0 T I I I I I I

o 10 8 b )

ignitTicant
iter

~N
o
~N
o
~N
o
L d
o
~N
(=]
~n
o
[
(=]
(=)
o
-
(=]

AC = Anticomplementary serum

A UNIT OF




AXALYSIS OF DCSAGT MT

Subconzractsr Name L T s Rl e Y ~ Daze /s e
1 )
Chezical Name Cocednmotioiu U alast CE
! J

Venicle (or Feed) Zo b

1. Methods:
a. Method of sample selection: '_(I;/'.w..a./uj‘ A ~
v /.

b. Detailed description of extraction or other workup procedure and
analycical aethoo(s) used:

€. (L.--.f'..z—’n('fu,m o '-M—/\—i-‘e—-

-

-
sy el e

torage temperature of mixture before analysis:

I . -
Resules: /anfiﬂ.a.;.'-_. >

.

Dazz Data | Theor. Concentraticon Found
Szzole Mivad Anclvzed } Conz. 2] £2 Average f Cerrected
Zieme 2 2./ 2/aat| coeet | cioe ool cce%| o ooos
"’..‘ i . ’ :
(il _ o ~PE 2!
cewn 2 [ RjeiT8) 2/2z/m) 0. 30¢)| 0. 3sel |2 2% o I X 2 s (7.7
P A B .l ot ! -
"— % / ~p )
LT  ralii . . ’ - O € e e . :Cef S o ~T = /
Ym 82 | 2liTY &a2/ie 0.3/%)| €. 22 % | 0 25X -
L4
T . ;
N o, ) Y 23 c.12¢ O Brv €
Soeie ®o 1 a7 225107 o 29 O. 3266 23 - ‘
- . / .
l’ ;. */
. - L . - :- \\
" LETLA f el 0L gatadFangd
3. Conme lusicns' ..
Tk 2ol A/'W-,-J NI ‘_”_.44'44. v T
s
J- ¥ 2 / -

P .
- fuT #ﬂ.‘,f 5‘»‘,\“ W ef A /'LC/,ﬂLd-';.z(L,sLﬂ-eL /-éd.»:,&‘c-‘;'
4. Acrtiens takan as a result' *

/. .
_’»,‘Lfﬂ/‘iw ds"/‘ e 5 .’., 4*\],\-3 P T /:*'k'— - \»ii‘

7 Se .

i

‘£ - d L
- N ’ FAR -w-/“c P .
T s e e ,J"-:w R ~ R — ’ o
- et - - [ A 2L
e — - o I - P R Sem llle .= Py

R Y = N S AP R Y et . - y e "~ N

_# e s C s ot Sigoature ol Respeasidle Chemist
~ Lheg L T Ll r’,,‘_ ’.4“, I [ .,

LA Yotedook



ANALYSIS OF DOSASZ MIXTURE
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1. Methods:

a. Method of saxple selection: P
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analytical method(s) used:

€. Storage texperature of mixture before analysis:

i 5
Resulcs: /{;m'l:-y.c.v&>

Dacs Theor.

ceatration Found
Sazole | Md Analvzed Conce.

Averzage [ Corrected

p/';:-l‘

’, \q £ -
. 6!‘/‘ . y Yo " G- Evy . C sSYyy S
! / PY N I
N . . A ! = I. 3'_’; '.: /. o / /;
Swep 84 | 2hite ] mazire] ras%| 4

, - &8 2o o/
._/J_ [ '5 ;/I:;/:"?: ;\’509{ e Lol S.é68 /: 2. 759 »

. o~ s

:’-/2—3/'77" 5-0C‘/'J - T 4 S 25 Y &5 ¢

Conclusions:

Actions taken as a resul::

N

7

K ——

A

DR 3

'Y

Signazure ¢ Responsidle (hazmist
wstedook No.
% (rev.)

{BEST COPY AVAILABLE]|




DOSASI (OXTIRE

b.

c.

Subcoatractor Xaze ":,1-.- - < Ay z < Date T 2 /e
- J ~
Che=iczl Name tor St Ao -.~r_~f~=la--_: > / Ayt c#
Vehicle (or Feed) é—,j '
1. Methods:
" a. Method of sacplz selection: L el

Storage temperatuyre of mixture before analysis:

4 . Y
f, - [
Results: t:ﬁJbﬂﬁmffé .

Dezailad description of extraction er other workup procedure and
analytical method(s) used:

2.
’ Data Data Theor. Conceazration Found
Sa=yle Mixed Analvzed Conec. 7 22 Averagpe { Corrected
2 -t Com I Ly s ~ e/ - = . o/ s = - s - )
: v oy R /=274 Sl A A Sl £ 3759 L9 7YY
&t A T
2 : !/
T L~ [
£ k| | sfpajri | Kooy | S el fSess) SFRH | SR80 T
. e/,
—_3
Ll wm=
-]
ReZ.
- 3. Cenclusiens:
4. Actions taken as a result:
- ~
fo 'S Knep

Sigrnzzure

of Resgpensitle Chazmis:s



ANALYSIS OF DOSASE MITTTRE
—_“_—*_

"~
Subcontraczor Name Fevie. ¥ Q% aine Date
——— *&-——.

Che=ica) Name

Vehicle (or Feed)

1. Methods:

8. DNethod of sacple selection:

b. Dezailed dcsc*ip:ion of extraction or other workup procedure and
analytical method(s) used: _

€. Storage temperature ¢f mixzure before analysis:

Resulrs:

ta ) Theor. Coacentration Found
Anzlvzed Cone. el ® 3 Averace | Corrected
iN3) ] ] fhy ING) (o Cizev ey, )
3/, /7.-,4 S.0c [C.ov]s.ee] e ve C. o swe e

_,, e k. ¢ 77 |0 0 teeée | i0Co s %

2, /,,/7.: 350

§
-

.

25 fesm s

3/," ) .:’.s,l.'c

Conclusions: )
A Al are ewennie Lk

L. Actions taken as a resulc: |

3 -
-

Sigratura af Respensible Chemig:

LA Nectehook Ne.

£ ey {BEST COPY AVAILABLE|




March 2, 1672

project 976-605
1. Methods

(b) Detailed descriptioﬁ of extraction or other workup procedure
and analytical method used: .

A 5.00 gm sample in 2 50 ml test tube w2s extracted with 40 ml

of tetrahydrofuran for 10 minutes on 8 horizontal shaker. The sampie was
centrifuged at 2500 rpm for 15 minutes, and the supernatant transferred to
2 125 ml erlenmeyer flask. The feed residue was reextracted again with 40 ml
of tetrahydrofuran. The combined extracts were filtered through Whatman #1
filter paper into 2 100 m! vilumetric flask. The solutions were brought up
to volume with tetrahydrofuran. pilutions from 1:2 to 1:10 were made ir
order to inject 10 w1 aliquots on the high pressure 1iquic chronctograph under
the following conditions: -
instrument: Waters - Model 6000A high pressure 1iquid

chromotograph with absorbance detector

model 240 and WISP sampie processor model

710A equipped with a Houston Instrument -

recorder.

3.9
Column: » Bondapak C18 300 mm x B M
Mobile phase: 10% water: S0% acetonitrite
Flow rate: 1.0 ml/min.

Detector: yltraviolet 254 nm
Chart speed: 0.5in/min

Attentuation: 0.1

Retention time: 19.5 min for major peak

211 feed samples are processed in duplicate, sncluding control feed. Samples
were quantitated against 2 standard curve prepared by injecting known amounts
of decabromod ipheny’ axide. A series of spiked samples were processed simul-
taneously with the feed samples to adjust for average recovery Yosses.

-y
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ARALYSIE OF DOSAGE MIXTURE
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ANALYSIS OF DCSASZ MIXTURE
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1. Methods:
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2. Results: &0 Oc«.«r A e ;;N‘C.‘ e e A

Date- Date- Theor. - Concentratioa Found
Sa=ole Mixed Analvzed l Conc. l 23 £2 1 Average [ Corrected
Sapooriy | zparfy| 3/7/78 | raseh | 106 | e rse Las
.‘!«-7 <y |2 ;?/?_—' 3/2fre |\ Lasd | )/« /.76 /e ;25 %
3
“
5
;’.-.;3’.;&.;-5‘:'?. 3/7/75 :f/'z/:\c; LT (ie r7e 1187 :‘—:.‘.‘,
A 2, <
3. Conclusiens: T G & zO—w- g3 M’_.d_ 4«»\. e Tkt T,

L. Actions taken 25 a resulr:

RN
~— J o T e

Signature of Respensible Chemis:

o
==A lLiorebook No.

VTG Smae )




WABDORATORIES AMERICA, INS
jn:a LEESBURG TURNBIKE. VIENNA VIRGINIA 22183. LS A

'd
- 28 -

Rocent Labo:...ory Chow?
§001

Guaranteed Anal i
Ingredients ysis/

Crude Protein, Mif. ceeeeeeccens..23.0%
Crudefat, min. ..c.cceeeececcccccce. 4.5%
Crude fiber, Max. ccvcecceeceroces 6.0%
“h.mu P00 0000000000000 000OY 800%
Added minerals, MaX. cecececseces 25%

Ground extruded corn, soybean meal,
ground cat groats, dried baet pulp, wheat

germ meal, fish meal, brewers’ dried yeast,
dehydrated alfalia meal, cane molasses,

dried milk products, meat and bone meal, o
wheat middiings, animal fat preserved with =
BHA, calcium carbonate, dicalcium

phosphate, sak, animal liver meal, calcium

fodate, vitamin B2 supplement, methicnine
hyoroxy analogue caicium, calcium

pantothenate, choline chlorice, iclic acid,
riboflavin supplement, thiamin, niacin,

pyridoxine hydrochloride, ferrous suilate,

vitamin A supplement, D activated animal

sterol, vitamin E supplement, iron oxide,
manganous oxiage, cobalt carbonate,

conper oxide, zinc oxide.

PHONE (703) 893 5400 TELEX BES4A3B (HAZLABS VINA). CABLE NAZLABSTWWASH DC
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AXALYSIS OF DOSAGE MIXTURE
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ANALYSIS OF DOSAGE MIXTURE
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ANALYSIS OF DOSATEI MIYITRE
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1. Methods:
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ANALYS1IS OF DOSAGE MIXTURE
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M . March 2, 1679

Project 976-605
1. Methods

(b) Detailed description of extraction or other workup procedure
and analytical method used:

A 5.00 gm sample in a 50 ml test tube was extracted with 40 m)

of tetrahydrofuran for 10 minutes on a horizontal shaker. The sample was
centrifuged at 2500 rpm for 15 minutes, and the supernatant transferred to
2 125 ml erlenmeyer flask. The feel residue was reextracted again with 40 m)
of tetrahydrofuran. The combined extracts were filtered through Whatman #£1
filter paper into a 100 ml vilumetric Tlask. The solutions were brought up
to volume with tetrahydrofuran. Dilutions from 1:2 to 1:10 were made in
order to inject 10 1l aliquots on the high pressure liquis chronmctograzh under
the following conditions:
Instrument: katers - Model 6000A high pressure liquid

chromotograph with absorbance detector

model 440 and WISP sample processor model

710A equipped with a Houston Instrument -

recorder.
2.9

Column: u Bondapak C18 300 mm x 85 mm
Mobile phase: 10% water: 90% acetonitrite
Flow rate: 1.0 m1/min.
Detector: Ultraviolet 254 nm
Chart speed: 0.5in/min
Attentuation: 0.1
Retention time: 19.5 min for major peak

F1Y Lo

il Teed sampies are processed in duplicate, including control feed. Samples
were quantitated against a standard curve orepared by injecting known amounts
of decabromodiphenyl oxide. A series of spiked samples were processed simul-
taneously with the feed samplies to adjust for average recovery losses.

e 1 . N [4
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AXALYSIS OF DOSASZ MIXTURE
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