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Sample size: 1 microliter to 5 microliters
as necessary to give desired peak area for
quantitative measurement.

Septums: Replace each evening and allow
to condition overnight at operational tem-
perature.

Flame assembly: Remove silica ash from
the flame assembly each week. The flame as-
sembly is removed; the anode, flame jet, and
chimney are cleaned with a nylon bristle
brush. Water and acetone are drawn through
the jet capillary to remove any foreign ma-
terial.

2. Add 0.2 milliliter of silating reagent to
the sample or to the zeranol standard.

3. Stopper the vial and shake vigorously.

4. Warm the vial at 40°-50° C. for a few min-
utes, then roll the vial on a horizontal plane
to insure that all of the interior surfaces of
the vial have been in contact with the rea-
gent.

5. Let vial stand for 4 hours or overnight in
a warm area (40 °C.) to allow reaction to
reach completion.

6. Place vial in a small padded centrifuge
tube and centrifuge to settle the precipitate
and insure that all the liquid is at the bot-
tom of the vial.

7. Inject 1.0-5.0 microliters of clear solu-
tion into the chromatograph. At the begin-
ning of the day’s run, make 3-5 injections of
a standard to condition the column for that
day before taking quantitative data.

8. Run known mixtures at the beginning,
middle, and end of the day’s run over the
concentration range of samples to be ana-
lyzed to compensate for day-to-day sensitiv-
ity fluctuations and drift. If four or less sam-
ples are to be run, calibrating at the begin-
ning and end of the run is sufficient.

V1. CALCULATIONS

Area values are obtained on known mix-
tures and samples by multiplying the net
peak height by the peak width at half height
or by counting squares. Area values obtained
on knowns are plotted versus zeranol con-
centration. Calibration plots indicate a near
linear function in the 0-10 microgram range.
Area values obtained on samples are con-
verted directly to microgram quantities
using the curve. Control tests demonstrated
a 70 percent recovery of zeranol from spiked
wet beef liver and muscle necessitating a
correction factor.

Micrograms of zeranol

Zeranol, parts _ found A1,000
per billion ~ W AO.7
Where:

§556.770

0.7=Correction factor for 70 percent recov-
ery.
W=Grams of tissue examined.

VII. RECOVERY STUDY

A. Fortification of reagent blank.

1. For those using this method for the first
time either for recovery study or tissue
assay, a solvent blank and solvent fortified
with zeranol should be processed through the
entire procedure. This preliminary operation
will establish whether or not the procedure
is free from contamination arising from sol-
vents and glassware and demonstrate the
level of recovery of the standard zeranol.
Level of recovery should be in the same
range as the samples.

2. Transfer 600 milliliters of methanol to a
1-liter beaker. Add 50 milliliters of 2N HCI to
the methanol and concentrate to 125 milli-
liters by boiling on a hot plate.

3. Transfer 600 milliliters of methanol to a
1-liter beaker. Add 50 milliliters of 2N HCI to
the methanol and concentrate to 125 milli-
liters by boiling on a hot plate. Spike the
concentrate with 1.0 milliliter of stock solu-
tion D.

4. Assay both samples as described in the
procedure beginning extraction step V-E1.

B. Fortification of samples.

1. Transfer 100-gram portions of partially
thawed tissues into 250-milliliter homogeniz-
ing flasks and set half of them aside to serve
as tissue blanks.

2. Add to the remaining samples 1 milli-
liter of stock solution D to serve as fortified
samples to which 20 parts per billion
zearalanol have been added.

3. Assay both fortified and unfortified tis-
sue as described in the procedure section be-
ginning with V-C1.

[40 FR 13942, Mar. 27, 1975, as amended at 54
FR 31950, Aug. 3, 1989]

§556.770 Zoalene.

Tolerances are established for resi-
dues of zoalene (3,5-dinitro-o-
toluamide) and its metabolite 3-amino-
5-nitro-o-toluamide in food as follows:

(a) In edible tissues of chickens:

(1) 6 parts per million in uncooked
liver and Kidney.

(2) 3 parts per million in uncooked
muscle tissue.

(3) 2 parts per million in uncooked
fat.

(b) In edible tissues of turkeys: 3
parts per million in uncooked muscle
tissue and liver.
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