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APPENDIXES

Appendix I: chemical reagents

1.1 Radioimmunoassay Kits

- 17(-estradiol standard mme,Switzerland.
(Batch number 79/11)
- antiserum to 173-estradiol epartment of

(Cloned 2F9) gy Regulation, Weizmann Institute of

- 17B-estradiol tracer (2,4,6,7-'H) _# Amérsham Infeshaional, PL.C, England.
(Batch ﬁumber 2 Nov 2001) -
- testosterone standard e '”'"__"-".:f"'-‘5"'2“'_“‘2 ''''' amime, Switzerland.
(Batch number K079810)

- antiserum to testosterone ¢ = WHO RIA Reagent Programme, Switzerland.

(Bmumbermﬂ)uﬂqwﬂmwmn‘i
'Ziifiiii“;:“%w KRR RbiRGE

- FSH standard : National Institute of Diabetes and Digestive and
(Batch number NIDDK-rFSH-RP-2 Kidney Disease (NIDDK), Japan.
(AFP-4621B))

- antiserum to FSH (Batch number : NIDDK, Japan.
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NIDDK-anti-rFSH-S-11
(AFPO 972881))

- FSH tracer (Batch number : NIDDK, Japan.
NIDDK-rFSH-I-5 (AFP-11454B))

- LH standard (Batch number

NIDDK-rLH-RP-3
(AFP-7187B))
- antiserum to LH (Batch numb
NIDDK-anti-rLH-S-11)
- luteinizing hormone tracer

(NIDDK-rLH-I-5 (AFP-11536

1.2 Hormones

- testosterone propionate ! 7. N " ck, USA.
. >
|

J iy

sowe AUHINENTNGINT
oo W DN SRLMAI AN,

- dextran reagent : WHO RIA Reagent Programme, Switzerland.
- gelatin : Difco laboratory, USA.
- diethyl ether (C;Hs),0 : E. Merck, Damstadt, Germany.

- natrium dihydrogen phosphate- : E. Merck, Damstadt, Germany.
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monohydrated (NaH,PO4. H;0)

- toluene P.a. (C7Hs) : E. Merck, Damstadt, Germany.
- ethanol (95%) : E. Merck, Damstadt, Germany.
- ethanol (Absolute) : E. Merck, Damstadt, Germany.
- methanol (CH;0H)

- art.3115-1-4-Dioxane (C7H30,)

- art.2946 [(2,5-diphenyloxazol)-
phenyl-oxazolyl phenyl anhyd
(CisH11INO)

- formalin (40%)

- xylene (C¢H4(CH3),)

- n-butyl alcohol (absolute)
- hematoxylin

- eosin

- glacial acetic acid

- glycerine = E. Merck, Damstadt, Germany.

- POPOP ﬂ u U ,J mmﬁxwﬂ{y] @A‘j
E;i;'iifiim N0 NI INIaT

oxazolyl phenyl anhydrous
- thiomersal (merthiolate) : Sigma Chemical Company, USA.
- sesame oil : Sigma Chemical Company, USA.

- sodium hydroxide (NaOH) : BDH Chemical Ltd. England.
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- disodium hydrogen phosphate- : BDH Chemical Ltd. England.
anhydrous (Na,HPO,)

- sodium chloride (NaCl) : BDH Chemical Ltd. England.

- paraffin

- egg albumin

Appendix II: equipments

- beta counter KB Wallac, Findland.

- dunoff incubator shaker rument Inc., USA.

- dynac centrifuge son and Company,

- ultrasonic cleanser , Benver, USA.

- magnetic stirrer bars S-18520, [hermolyrie C Wi, USA.
v, Y7

- micropipette size 100 ul

200 ul E : Nichiyo Model 8100 Japa m

‘o .Y
of YR IHBTTIWEIN
- vortex mixer: M-16715“'l : Thermelyne Corpqrag)n Ipwa, USA. Y
pitmeer O P BV T ool e s bl kG b £
q
Corning-EEI Scientific Instrument, England.
- refrigerated centrifuge : Model PR-J, International Equipment

Company, USA.

- machinery weight : Right A Weight, WM, Benver, USA.
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- foam decanting rack : DPC, USA.
- machinery weight : Right A Weight, WM.
- microtome : Model 820 serial 66305: American optical,

Scientific Instrument Division, Buffalo,

- microtome blade

- hot air oven

- refrigerator ' \ shi MR-E51GY.
- light microscope
- hot plate ical Co.Ltd.,

- paraffin dispenser
- laminar flow
- syringe terumo with needle

ole 1. 2.5 56 5 il Y R

: rl‘

}1 ' 13]

- gamma counter

ﬂuﬁﬁﬂﬂwéwﬂﬂnﬁ

Appendix III: reagent a'l'eparatlons

QW'WNﬂ‘iﬂJ UNIINYAY

3.1 Preparation of reagents for determination of sex steroid hormone by RIA technique

The reagent preparations were followed WHO (1986) procedure.
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3.1.1 Steroid assay buffer (buffer S)

Natrium dihydrogen phosphate-monohydrated: NaH,PO4. H,O ~ 3.05 g

Disodium hydrogen phosphate anhydrous: Na,HPO4 11.6 g
Sodium chloride: Nacl 8.8 g
Thiomersal 0.1 g
Gelatin 1.0 g
The gelatin must be di (

C \ water. After the solution

was cool, the rest of the certai as made up to 1 liter and

the pH of this buffer is adjust to, 724 3 wise addition of sodium hydroxide

The buffer was storedja lgast 1 month. This buffer

Y]

was used as the diluent for al .;':j o one.

84
il

U

e i) 112171998173
~RAMANIUININGEE

Dextran 0.0625 g

Assay buffer 100 ml

Dextran was dissolved in 100 ml of assay buffer in a stoppered container, then
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charcoal was added and shaked vigorously for 30 seconds. The charcoal reagent should be
stable at 4°C for at least 1 month. The settle down suspension should be stirred vigorously

during use at 4°C.

3.1.3 Scintillation fluid

5.0 g
1,4-bis(2-(5-phenylox 0.3 g
Toluene 1.0 g
Dioxane 200 ml

These constituents wer \ ored in the dark bottle. The

solution could be stable at the ro ation fluid should be prepared

before use at least 7 days.

3.2 Preparation of estradiol iz

/. N
sinnafiiét] TN UNTNEINT
e AEARIDIUHBII NN Ehosr e

[(2,4,6,7-3H) estradiol] in amounts of 250 pCi by mixing with toluene:ethanol (9:1). 100 ul
of stock solution was pipetted and evaporated, then redissolved in 10 ml of assay buffer. The
final concentration contained 100 nCi/ml or 10,000 cpm. The estradiol tracer was stored at

4°C.
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3.2.2 Estradiol antiserum

Lyophilized form of estradiol antiserum obtained from Prof. Kohen Fortune, Israel

was added with 0.5 ml of di-distilled water two times, then transferred 100 pl of the solution

in each microfuge tube and stored at 0°C. Eac ge tube was added with 900 pl of di-

icrolitters of this solution was

—‘—.

transferred in each microfuge tube andestored at 0°C. “Fhe solution was dissolved again as

mentioned above, but this timethe asSay b fer \\*\-\-\ﬁ of di-distilled water. The

. \ \ ion of estradiol antiserum

concentration was 1:1,000. T

solution was added with

- —

Estradiol standard batc (mof 10 ng/ml obtained from

WHO RIA Reagent Programmg, Switzerland wag § erved as stock solution of estradiol

standard. The concenﬂ uﬂ%mt&% § WI%LI]Nﬂ9§ 19.6, 39, 78, 156.5,
312.5, 625, 1250, 25 0 nd 5, OOOﬁ/SOOflijbe

YN 19AINYA Y
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3.3 Preparation of testosterone tracer, antiserum and standards

3.3.1 Testosterone tracer

i/ml) was prepared from testosterone tracer

The stock solution (concentratio

[(1,2,6,7-3H) testosterone] in amo with toluene:ethanol (9:1). 100

-—d.

edissolved in 10 ml of assay buffer.

-

ul of stock solution was pipetté
The final concentration co \-\ The testosterone tracer was

stored at 4°C.

Lyophilized form of testoste on w ,_V‘ h number K888510 obtained from

WHO RIA Reagent Prograthme, Switzerland wa: s stable for seve J al years if stored at 4°C.
LY

g‘

sa

One bottle of testosterone arﬁ;o y 0 amy buffer when required with

the final dilution in 1:210,000. ¢ .

333Tems£luﬂdﬁm ﬂ Vi ‘3 NEIN?
ARSI ANEIAY e

Programme, Switzerland at the concentration of 220 nmol/l or 2,200 fmol/l was aliquoted to

the vials provided, each vial contained 100 pl of testosterone standard. These aliquotes were
stored at 4°C until need. When required, 10 ml of assay buffer was added to 100 ul of

testosterone standard and heated at 40°C in water bath for 30 minutes. After the solution was
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mixed vigorously, it allowed to cool at the room temperature before use. The concentration
of testosterone standard serial dilution was 17.2, 34.4, 68.8, 137.5, 275, 550 and 1,100

fmol/500ul/tube.

W by RIA technique
%1 990) procedure.

3.4 Preparation for determination of gon

The reagent preparations

3.4.1 Assay buffer fi

distilled water _
- 250 ml of 0.05 Ml o1

i

grams of

n 1 liters of di-

distilled wﬁu E]\ ;j Qﬂ E] ﬂ %Jw E]n ﬂ ‘i

2. Solution B V”S poured into solutign A , then th H of this mix olutlon

ol bR e ) T ZJW]’J‘HEHQ d

3 NaN3 2 grams / 2 liters was added.

NaH,P04.2H,0 (MV ‘ 156.10) which it was dissolved

4. 0.14 M of NaCl 16.364 grams / 2 liters was added.

2. The solution was stored at 4°C. It should be stable for 1 month.



130

3.4.2 Assay buffer for 0.5 M PBS-0.1% NaN3-0.05 M EDTA-1% NRS pH 7.6

1. The assay buffer above was added with EDTA, then the pH of this mixed

solution should be checked to be 7.6 by dropwise addition of 5 M NaOH.

3.5.1 FSH tracer

Lyophilized form of IDDK-anti-rFSH-S-11 (AFPO

972881)), which it obtained fror ained its substance 100 pg/ampule,
was dissolved in 1 ml of assay buffer, t 1 was aliquoted into vials. 20-25 pg of
FSH tracer per vial. The so —— ble for 4-6 months. FSH
tracer was dissolved in 0. O M '- ¢ value of cpm used in this

L]

assay was 4,000-5,000 cpm/50 u.l

ﬂﬂﬂ?ﬂ&lﬂ‘iﬂﬂﬂﬂ‘i
’QW’]%NﬂiflJ UAIINYAY
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3.5.2 FSH antiserum

FSH antisera (NIDDK-anti-rFSH-S-11 (AFPO 972881)) obtained from NIDDK,
Japan was dissolved in 1 ml of 1:12.5 (2% normal rabbit serum (NRS):assay buffer), then the

solution was lyophilized. The lyophilized SH antisera was mixed with 1 ml of di-

S stored at 0°C. When working

solution was required, stock solution ol dded with 0.05 M PBS-0.1%

NaN3-0.05 M EDTA-1% 1l the final concentration was

1:125,000.

3.5.3 FSH standard

~was 10 pg/ml, then 25 },tl‘ 0 a he cach vial and stored at 0°C. It

should be stable for 3-5 monthg The concentratlon of FSH standard serial dilution was 3.9,

wisson o FRRANBRINENT
eree RS NIAUNKI NN Y

3.6.1 LH tracer

Lyophilized form of LH tracer (NIDDK-rLH-I-5 (AFP-11536B)), which it obtained
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from NIDDK, Japan and contained its substance 100 pg/ampule, was dissolved in 1 ml of
assay buffer, then the solution was aliquoted into vials. 20-25 pg of LH tracer per vial. The
solution was stored at 0°C, it should be stable for 2-3 months. LH tracer was dissolved in
0.05 M PBS-0.1% NaN3-0.1% BSA. The value of cpm used in this assay was 4,000-5,000

cpm/50 pl.

3.6.2 Preparation of LL

LH antisera (NIDD i : I (AF 1)) ined from NIDDK, Japan

was dissolved in 1 ml of 1:18.75¢ assay buffer); then the solution was lyophilized.

solution. This solution was stor . W vorking solution was required, stock

3.6.3 Preparation of LH standard

ﬂUH’J‘I’lﬂﬂ‘ﬁWEﬂﬂ‘i

TR Ty
NIDDK, Japanq diss hosphosali concentration

was 5 pg/ml, the solution was stored at 0°C. It should be stable for 3-5 months. The
concentration of LH standard serial dilution was 3.9, 7.8, 15.6, 31.2, 62.5, 125, 250, 500 and

1,000 pg/100ul/tube.
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3.7 Preparation of histopathological reagents

3.7.1 10% buffer formalin

Formalin (40%) 100 ml

900 ml

Natrium dihydrogen phospha nohyd H20 4 g

Disodium hydrogen phos 6.5 g

Di-distilled water

These chemical subste k bottle, the solution was

shaked until it was completely. red at the room temperature.

3.7.2 Ehrlich’s acid haematox¥lis:

Ethanol (absolute) 400 ml
Amm“mﬂ;utl’m&mwa’]ﬂ‘i -
Glyceammmmummmw .

Haematoxylin was dissolved in absolute ethanol in water bath at 40-50°C. When the

solution was cool, it was filtered with filtered paper, then ammonium alum was dissolved in
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warm di-distilled water. These two solutions were mixed together, then glycerine and glacial
acetic acid were added and stirred until these substances were completely dissolved. The

solution need to expose to daylight to ripen for at least 6 weeks.

3.7.3 Eosin
Eosin' Y 0.5 g
Ethanol (95%) 100 ml

Eosin was dissolved i on was completely dissolved

and stored at the room temper:

L
- -
] -
L 4
.,!
i
i
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