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03JECTIVE

EXPERIMENTAL

Sampie Preparatinn

Male rat lfvers stored in 10¢ neutral buffered formalin were
weighed and ap aliquot homogenized for analysis. Each liver was homogen-

ized in 25 tg 5p ml of tetrahydrofuran,(THF). The sample was filtered

under a stream of nitrogen to 1 mJ and each pylied through a Waters Silica
Sep-Pak®, The Sep-Pak® was washed twice with J-m aliquots of THF, ang the
e?uaﬁé combined {in a 15-m1 test tube, The totail volume was adjusted to
abtain an optimai fina) concentration of 5-15 ng of DBDFO per micfolifer of

eluate,
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Sample Anaiysis

Each sample of Tiver extract was analyzed by high prassure liquid
. chrnmatagraphy using the Fbi?owipg Parameters:

Instrument: Waters HPLC, Model 440
“with 254 nm oyv detector

Column: Waters uBondapak°C,,
(3.9 mm x 30 cm)

Mobile phase: acetonitrile/water (99:1, v/v),
isocratic

Chart speed: 0.5 em/min

“low rate: 1.0 ml/min

Attenuation: 0.005

Injection volume: - 5 ul to 20 ul

Retention time: 7.5 min

Concentration of each sample was Quantitated by 1inear regression eStimation

calculated for Peak height valyes.

RESULTS AND DISCUSSION.

in Table 1 (3 diet Tevels). Also listed are "spiked” recovery values which
ranged from 91,5% to 97.8%. The mean interference, expressed as DBDPQ
equivaiehts,'frgm ten control Tivers is 0.21 ug DBDPO/g cf.1iver. The ana-
lytical data fop the control level ére summarized in Table 2.

The analytical data for the 10 mid-level (2.5%) samples are iisted,
in Table 3. These valuns range from 9.56 B9 to 3.29 ug/q DBDPQ of Viver
with a mean of 2.09 ug/9. Two values are not averaged in with the others,

One was spuriousiy h#gh, and the othé? had no detectable DBDPO. '
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. The analytical data fer the high level (5 0%) samples
listed in Table 4.

are

A1l sampies were processed and anaiyzed in duplicata.
The values range from 3.95 ug to 13.07 ug/g DBOPO of ljver with
8.6 ug/qg.

& mean of

 Figure T is a representative standard curve of decabromo-

dipheny! oxide utilizing high pressure 11quid chromatography. Figure I

is a typical ehrﬁﬂatogram of the standard. Figure IT1I is a control 1iver

sample which shows no detectable DBDPO., A chramatogrém of a high level

liver sample 1s shown in Figure 1v.

It 1s concluded from the above data that DBDPO is found in the

liver of rats in concentrations proport1ona] to the amounts added to
diet feed.

Submitted by:__ »”,:i

Approved by:

I
J/// irector of Chemistry

HLA Notebook No. 217, pp.4-10 "



ERENE Lt Laul‘*%g o
%@Q&TQRIES Aiv%eﬁst;A. NC:.

&\J

('\

Summéry ?able 1

Determination of Decabrcmcdipheny? Oxide (DBOPO)

in Male Rat Livar

Level or Number of 2 Mean Values
Concentration Values Averaqggw 25.D.
ug/qg
Control 9 0.21 £ 0.43
(0%)
Mid-Level 8 2.09 = 0.89
(2.5%) ] :
High-Level 20 8.6 x 2.83
(5.0%) o
Spike Control I = = .
(8.19 mg DBDPO)
Spike Contro] I1 1 -
(8.81 mg DBDPO) , -

At each level, ten liver tissues wer

ere énaiyzed, but not all the valyes
were averaged (see Tables 2-4).

- A1 liver tissye was stored in 10% neutral buffered formalin.

Percent
Recovery Average
%
91.5
94.65
97.8
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Figure 111

HPLC Chromatogram of Control Liver Sample
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