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APPENDICES

CHEMICAL REAGENTS.

charcoal WHO RIA Matched Reagent Program.
(1,2,6,7,- Hcortisol

', rsham International PLC,

cortisol antiserum — : Wmtched Reagent Program.
cortisol standard 7 \N\ ched Reagent Progran.
(2,4,6,7,—3H)estra io ; \\\Q;:\‘~‘n ernational PLC,

dextran

bched Reagent Program.
diethyl ether Darmstadt, Germany.
, Darmstadt, Germany.
disodium hydrogen phos (A ;f?f: S td., Darmstadt, Germany.

17g-estradiol antiserum

-ﬁf;&&;ﬁ%? A Matched Reagent Progran.

17p-estradiol sta: ———— LA .. hed Reagent Program.

5(
absolute ethanol Eﬂ iarmstadt, Germany.

WHO RIA Mﬂached Reagent Program.

heparin ﬂ u EJ‘ fJ VI EJ ﬂ ?ﬂrp,jenm:;’cal Products,
o qm’a\mm nsny oo

gelatin

Australia.
(1,-3H)morphine L Amersham International PLC,
i England.
phenyl-oxazolylphenyl- Sigma Chamical Company,
oxazolylphenyl St..Louis, USA.
(1,2,6,7,-3H)progesterone Amersham International PLC,

England.
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progesterone antiserum WHO RIA Matched Reagent Progranm.
progesterone standard WHO RIA Matched Reagent Progran
**%1_prolactin kit Diagnostic Products Corporation

(DPC), USA.

sodium bicarbonate Merck Ltd., Darmstadt, Germany.

,y)mk Ltd., Darmstadt, Germany.
ﬁ Chamical Company,
_‘

sodium chloride

thiomersal
LIS, usa.
toluene ’_»ﬁ‘?ﬁa Ltd., Darmstadt, Germany.
INSTRUMENTS
autoclave ientific Mariette,
USA.
balance asworth and Sons Inc.,
Colo, USA.
centifugator ‘-aqa,‘Decton, Dickinson.

nd Company, Parsipany,USA.

waneio i 2|39 Ej ﬂngfm A 1m0 torporation,

Jowa, USA.

rizer QW Q9N T U VAR G on. wer

diary of Sybom Corporation,
Dubugelowa, USA.

pH-meter 5985 Cole Parmer Instrument
Company, Illinoi, USA.

pipettegun Clay Adam, USA.

refriger#ted centrifuge International Equipment Company

Mass, USA.
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Ultrasonic cleaner W.M.Ainsworth and Sons Inc.,
Benver, Colo, USA.
millipore size 0.22 n Corp Bedford Mass, USA.

tri-block heater Thecam Incorporated, Princeton,

g-liquid scintillation c er ; g Instrument Co.,USA.
micropipet ' an M.81, Gilson, France.

3130, Germany.

REAGENT PREPARATIO

1. Morphine Solution

One hundred nil l_: _’lﬁ- ‘ drochloride and eighty-
three milligram of . :
10 ml tri-distilled wat morphine concentration 10 mg

/ml. The SOlutlﬁﬁ , oring through 0.22 mn

millipore filter .-5‘~ Lo one month.

o mﬂﬁ’?ﬁﬂmwmmed I
TR0 dY ..

disodium hydrogenophosphate(Na_ HPO,) 11.6 gm
sodium chloride(NaCl) : B.8 gnm
thiomersolfmerthiolate) 0.1 gnm

Added up the solution to 1 liter with distilled water,
mixed until the chemicals dissolution completely. Adjusted the
pH to the range 7.2-7.2 and stored at 4°C. This solution is
used as a diluent for all the reagents in steroid assays and

should be stable for up to 1 month at 4°cC.
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3. Charcoal Suspension

Dissolved detran 0.0625 gm in 100 ml of assay buffer
completely, then added activated charcoal 0.625 gm and shaked
vigorously bymagnetic stirrer for 30 seconds. Sored at 4 °C.

” stable for up to 1 month and

%;

_d

The charcoal suspension sh

need to be thoroughly mixe

4. Counting Solutioy |
Mixed 2,5-dip y kot

oxazolylphenyl (POPO

yl-oxazolylphenyl-
re and dioxane 200

nl homogenously and.

5. Steriod Antiserum

Cortisol, estradi e antiserum were raised

in intact rabbit ‘tisol-21-hemisuccinate-BSA,
estradiol-6CMO-_BSA+  and T og 7 D-BSA, respectively.

Each was obtained : ? am and bottled in

Eﬂlmmediately brfore usey the contents should

e U INOSREINS
o SN AR

and was diluted up to 5 ml with analytical grade of toluene:

lyophilized form

ethanol; 9:1 v/v and stored at 20 °C. The working tracer was
prepared by evaporating the tracer solution and diluted in

assay in buffer to 100 nCi/ml in assay.
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7. Steroid Standards |
Cortisol, estradiol and progesterone standards were
provided in ethanolic solution at a concentration of 6.0 mol/1l,
150 nmol/l and 250 nmol/l, respectively, in ampoule.
Reconstituted the residue from 100 ul of the ethanolic solution

with 10 ml of assay buff r

ated to 40 °C for 30 minutes.

Mixed vigorously and al tandards to cool to 4 °C

before use. These s ns contained cortisol,

estradiol and progy ion of 60 nmol/1l, 1.5
nnol/1 and 2.5 nmol#d, ‘tive _'?a  o
Prepared sev i ut

- stock:assay buffer)

of each stock st ofore use with serial

cortisol concentrati 1,500 750, 375, 188

and 94 fmol/100 ul r stradiol concentration

of 1750, 375, 188, 94, 500 ul respectively and

progesterone concentratl- T LD 625, 313, 156, 78, 39 and

20 fmol/500 ul lv-"____
7 )

Iﬂ 2
ﬂﬂﬂ?ﬂﬂﬂ‘iﬂﬂﬂﬂ‘i
QW’]ﬁNﬂiﬂJ UA1AINYAY
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