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APPENDIXES

Appendix I: chemical reagents

1.1 Radioimmunoassay kits

- 17B-estradiol standard Programme, Switzerland.

(Batch number 79/11)

- antiserum to 17f3-estradiol Department of

//\\\

(Cloned 2F9) n Institute of

- 17B-estradiol tracer (2,4,6,7-3 - Amers| il 7 1ational, | C, England.
(Batch number 2 Nov 2001)

- testosterone standard - W O RIAT t Programme, Switzerland.
(Batch number K079810)

o

- antiserum to testosterone y

b |
i |
L

amufic, Switzerland.
(Batch number K888510)

- testosterone tracer ( ﬁqﬁlﬂ fJ Wﬁﬂ?ﬂﬁ'ﬂm ?land

(Lot TRK 402)

- i) WW Q9N TRHAN TR =

(Batch numberl]IDDK—rF SH-RP-2 Kidney Disease (NIDDK), Japan.

(AFP-4621B))



109

- antiserum to FSH (Batch number  : NIDDK, Japan.
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 num

NIDDK-anti-rLH-S-11)

- luteinizing hormone tracer 4 4 :NID gf :
(NIDDK-rLH-I-5 (AFP-115368)) f§ AA0

|
. _,:__»;E‘ x
1.2 Hormones :

VMerck, USA.

] |
s AUHINYNTNGINT
e B ) 597 SR BTN G

- dextran reagent : WHO RIA Reagent Programme, Switzerland.

- diestrilbestrol

- gelatin : Difco laboratory, USA.

- diethyl ether (C,Hs),0 : E. Merck, Damstadt, Germany.
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- natrium dihydrogen phosphate- : E. Merck, Damstadt, Germany.

monohydrated (NaH,PO4. H,0O)

- toluene P.a. (C;Hg) : E. Merck, Damstadt, Germany.
- ethanol (95%) : E. Merck, Damstadt, Germany.
- ethanol (Absolute) : E. Merek. Damstadt, Germany.

- methanol (CH3OH)

- art.3115-1-4-Dioxane (C;HgO, ™™

- art.2946 [(2,5-diphenyloxazo
phenyl-oxazolyl phenyl anh:
(CysH11NO)

- formalin (40%)

- xylene (C¢Hs(CHs),)

- n-butyl alcohol (absolute)

- hematoxylin

- eosin

[y .

- glacial acetic acid :E. Merck, Damstadt, Gerit any

e AU ¢ AN BRI

- POPOP Slgm@Chemlcal Co ompany, USA.

[1,4-bis(2 <5Q%qéaza>ﬂﬂ‘ifu ZWH’J ne a g

Benzene, phenyl—oxazolyl-phenyl—
oxazolyl phenyl anhydrous
- thiomersal (merthiolate) : Sigma Chemical Company, USA.

- sesame oil : Sigma Chemical Company, USA.



- sodium hydroxide (NaOH) : BDH Chemical Ltd. England.

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

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

- paraffin

- egg albumin

~
¥y
¢

AUEINYNINYINT
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Appendix II: equipments
- beta counter : Model 1218 Rack Beta LKB Wallac, Findland.
- dunoff incubator shaker : Model 3575-1, Lab-Line Instrument Inc., USA.

- dynac centrifuge : Clay Adanis JBecton Dickinson and Company,
- ultrasonic cleanser

- micropipette size 100 ul
200 ul
1,000 ul

- vortex mixer: M-16715 erpoivie:go _:_‘.. owa, USA.

- pH meter 240 Cat No. 476530,
ir _5’ ent, England.

- refrigerated centrifuge  ° .': if' hipment

Company, USA 'Iy' ‘
et 1181 PRIMNEAN T
- foam decanting rack ¥ DPC,}J SA.
ey Q| ) FMHINR 1 8
- microtome : Model 820 serial 66305: American optical,

Scientific Instrument Division, Buffalo,
New York, USA.

- microtome blade : S 35, USA.
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- hot air oven : Griffin Grundy.

- refrigerator : J-elegance Mitsubishi MR-F51GY.

- light microscope : Olympus B071, Japan.

- hot plate : Model PS-D, Sakura Finetechnical Co.Ltd.,

- paraffin dispenser

- laminar flow

- syringe terumo with needle

size 1,2.5 and 5 ml

- gamma counter

AULINENINYINS
ARIAATAUNN TN
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Appendix III: reagent preparations

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

Natrium dihydrogen 3.05 g
Disodium hydrogen 11.6 g
Sodium chloride: Nac 8.8 g
Thiomersal 0.1 g
Gelatin 1.0 g

The gelatin must be*disse < -"r‘ water. After the solution

i
II | |

Al reagents were added The volume was made up to 1 liter and

o N N Y o e

(NaOH) or hydrochlon acid (HCI).

'ﬂWlNﬂimﬂJﬂﬂﬂﬂ’lﬂﬂ

The buffer was stored at 4 °C. It should be stable for at least 1 month. This buffer

was cool, the rest of the ce

was used as the diluent for all reagents in sex steroid assays of hormone.
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3.1.2 Charcoal suspension

Charcoal 0625 g
Dextran 0.0625 g
Assay buffer 100 ml

Dextran was dissolved ™00  _, :stoppered container, and then
charcoal was added and sha
stable at 4 °C for at least 1 ai@ntha U title down Suspension'should be stirred vigorously

during use at 4 °C.

3.1.3 Scintillation fluid

2,5-diphenyloxazole (PF 5.0 g
17 ,

1,4-bis(2-(5-phenylos ;I"’o | - 03 g

Toluene g

ﬂumwmwmm »

These constltuents were homogenosisly mixed amd stored in thegdark bottle. The

crin AAS ST LA VUG e

before use at least 7 days.
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3. 2 Preparation of estradiol tracer, antiserum and standards

3.2.1 Estradiol tracer

[(2,4,6,7-’H) estradiol] in amounts+@: ) | | by Al with toluene:ethanol (9:1). 100 ul
" — -
of stock solution was pipetted and prated, then redissolved in 10 ml of assay buffer. The

final concentration contained 400 nGifal ¢x 10000 cpni Ihcestradiol tracer was stored at 4
°C.

3.2.2 Estradiol antise

Lyophilized form of estradiol ed from Prof. Kohen Fortune, Israel
was added with 0.5 ml of{giiStilled water two times. then traich ed 100 4 ofthe soluion

Yo X
in each microfuge tube and sﬂe 3 getub =;ﬁ as added with 900 pl of di-
i

distilled water, this concentratignwas 1:10. Oneghundred microlitters of this solution was

rastered in cach ﬂ&é&ﬁaﬂl %Lﬂﬁ&%l kbt s dissolvd agan s

) ﬁmﬁ? LN (.
concentration iﬁe d as stock solution of esfradiol antiserum

and stored at 4°C. When working solution was required, stock solution was added with assay

buffer and mixed until the final concentration was 1:20,000.
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3.2.3 Estradiol standard

Estradiol standard batch number 79/11 at the concentration of 10 ng/ml obtained from

WHO RIA Reagent Programme, Switzerland was served as stock solution of estradiol

3.3 Preparation of testosterga

3.3.1 Testosterone tudCery ,

The stock solution (conCen: th it as pre pared from testosterone tracer
[(1,2,6,7-’H) testosterone] in amounts ¢ 1CEbY mixing with toluene:ethanol (9:1). 100
pl of stock solution was pipé:

in 10 ml of assay buffer.

BN rr.-"l he testosterone tracer was

Vi . )t

ﬂﬂﬁl?ﬂﬂﬂﬁﬂmﬂ‘i

’QW]Nﬂ‘iﬂJSJﬁTmEﬂMJ

Lyophlhzed form of testosterone antibody batch number K888510 obtained from

The final concentration con |

stored at 4°C.

WHO RIA Reagent Programme, Switzerland was stable for several years if stored at 4°C.

One bottle of testosterone antibody was added with 10 ml of assay buffer when required with
the final dilution in 1:210,000.
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3.3.3 Testosterone standard

Testosterone standard batch number K079810 obtained from WHO RIA Reagent

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

the vials provided, each vial contained 100k 0fftgstosterone standard. These aliquotes were
stored at 4°C until need. When ébuﬂ'er was added to 100 pl of
testosterone standard and heated g at MfordQminutes. After the solution was

mixed vigorously, it allowe ore use. The concentration

\
’\\ Y 37.5, 275, 550 and 1,100

R

of testosterone standard s

fmol/500 pl/tube.
3.4 Preparation for determinatio soniad | IA technique.
The reagent prepargftons v -:--—-f-:v»--u-'— Vatanabe-2ral~t1990) procedure.

)

I
.ll IF |
1 w

3.4.1 Assay buffer for QSA’I PBS-0.1% wg, pH 7.6

AUEINENINEINT

1. Pre aration of solution A and B Was as follow

ARSI AN NAY

Na;HPO4.12H,0 (MW: 358.14), which it was dissolved in 2 liters of di-

distilled water
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- 250 ml of 0.05 M of solution B was prepared from 7.801 grams of
NaH,P04.2H,0 (MW: 156.10), which it was dissolved in 1 liters of di-
distilled water.

2. Solution B was poured into solution A, then the pH of this mixed solution

should be checked to be 7.6
3. NaNj; 2 grams / 2 liters
4. 0.14 M of NaCl 16.36%

2. The solution was

3.4.2 Assay buffer fi 2) TA-1% NRS pH 7.6

\

1. The assay buffer abo hen the pH of this mixed

solution should be checked .ﬁé : wise addition of 5 M NaOH.

2. NRS was added 2 s
y;
|

3.5 Preparation of FSH tracer antlsemm and standards

ﬂUEJ’J‘VIEJ'ﬂiWEJ’]ﬂ‘i

3.5.1 FSH trac%lr

QWWNﬂ‘iEUﬂJMTJﬂEJ’]@EJ

Lyophlhzed form of FSH tracer (Batch number NIDDK-anti-rFSH-S-11 (AFPO
972881)), which it obtained 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

FSH tracer per vial. The solution was stored at 4°C, it should be stable for 4-6 months. FSH
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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.

3.5.2 FSH antiserum
FSH antisera (NIDDK-antig “:'I TR0 _972881)) obtained from NIDDK,
Japan was dissolved in 1 ml of 15125 (2* boit setum (NRS):assay buffer), then the

solution was lyophilized. Thed / é n S ia,was mixed with 1 ml of di-
distilled water served as ste / This ed at 0°C. When working

solution was required, sto ded with 0.05 M PBS-0.1%

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

1:125,000.

3.5.3 FSH standard}
| y'
J

Lyophilized form of I} standard (NIDDK—rFSH-RP—Z AFP-4621B)) obtained from

NIDDK, Japan was ﬂ %E};’J %Wﬁ %&}%b%er Its concentration

was 10 pg/ml, then 2?' pl of the 7s01171t10171 was aliquoted jato each vial ang stored at 0°C. It
should be sta% w.’:l arﬂﬂﬁ mulm Q&Mﬂﬁl ﬂuﬁon was 3.9,

7.8,15.6,312,62.5, 125,250, 500 and 1,000 pg/100ul/tube.

J
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3.6 Preparation of LH tracer, antiserum and standards

3.6.1 LH tracer

Lyophilized form of LH tracer (NIDDIS-dl H-1-5 (AFP-11536B)), which it obtained

from NIDDK, Japan and containe djts substancé ule, was dissolved in 1 ml of

assay buffer, then the solution“ : uoted mto viz "‘"H-‘.';'- g of LH tracer per vial. The
Should & :n ‘ \
7/EV NN
// N

solution was stored at 0°C,.i LH tracer was dissolved in

0.05 M PBS-0.1% NaN3;-04% B svalie ) d 1" this assay was 4,000-5,000

cpm/50 pl.

362PreparatlonofLHan ﬁ»--— u '

W = ~d
LH antisera ”<7|.u (1= J from NIDDK, Japan
. i

was dissolved in 1 ml of 1:18. » A2% NRS:assay er) then the solution was lyophilized.

The lyophilized formﬂ lua&a ”w ﬂ%ﬁ wl gdﬁlﬁgwater served as stock
solution. This solutlon was stored at 0°€. When w sol quired, stock
solution of Lﬂnﬂm ﬂmm &LM f]‘iﬁ ﬂﬁd@l% NRS (pH

7.6) and mixed until the final concentration was 1:180,000.
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3.6.3 Preparation of LH standard

Lyophilized form of LH standard (NIDDK-rLH-RP-3 (AFP-7187B)) obtained from

NIDDK, Japan was dissolved in 1 ml of 1% BSA phosphosaline buffer. Its concentration

was 5 pg/ml, the solution was stored at)0%C should be stable for 3-5 months. The

concentration of LH standard seria 01 Wa : .6,31.2,62.5, 125, 250, 500 and
1,000 pg/100ul/tube.

3.7 Preparation of histopa

3.7.1 10% buffer fo

Formalin (40%) 100 ml
Di-distilled water | 900 ml
Natrium dihydrogen !r,» ST 4 g
Disodium hydrogen ph os‘phate anhydrous: Na HP04 6.5 g

ﬂ‘lJEl’JVIEJ'ﬂ?WEJ’]ﬂ?

These chemlca?| substances were miked togethern the dark bottles the solution was

dated i WAANDIMIBIAN AR e



3.7.2 Ehrlich’s acid haematoxylin and eosin

Haematoxylin

Ethanol (absolute)

Ammonium alum
Di-distilled water
Glycerine

Glacial acetic acid

Haematoxylin was di

solution was cool, it was fil

3.7.3 Eosin

F’TUEJ’J'VIEW]SWEJ’]ﬂ‘i

Eosin Y

400

400

400

40

B w

2 B B

Eﬁm&ﬂﬂ ANNTUURIINGY ﬁo&l m
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Eosin was dissolved in absolute ethanol until the solution was completely dissolved

and stored at the room temperature.
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