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(1) INHa(37-65) , 29 AA
(FSH) , Ile- Ser- Phe- Glir Glu- Lew Gly- Trp- Glw Arg Trp Ile-
a mRNA?! .+ VaF Tyr Pro Pro Ser Phe Ile- Phe His- Tyr Cys- His-
, Bl Gly Gly- Cys- Gly Leu
(2) INHBA(1-28) , 28 AA
, A Gly Lew Gl Cys- Aspr Gly- Lys- Val- Astr Ile- Cys- Cys-
Lys- Lys- Glir Phe- Phe- Val- Ser- Phe- Lys- AsprIle- Gly-
Trp Asr Asp- Trp
, (3) INHBA(82-114) , 33AA
(361, Val- Pro- Thr- Lys- Leu Arg- Pro- Met-Ser- Met- Lew
. . Tyr Tyr Asp Asp- Gly Glir Astr Ile- Ile- Lys- Lys- Asyr
(71, 891 lle Glir Asir Met- Ile- Vak Gl Gl Cys- Gly
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Institute . Fmoc

: Thr(tBu) , Ser(tBu) , Asp(tBu) , Lys(Boc) , Arg
(Pmc) , His( Trt) , Glu(tBu) , Tyr(tBu) , Cys( Trt) .
Boc 1 Asp
(OcHex) , Thr(Bzl), Lys( ClZ) , Tyr( BrZ) , Arg
(Tos) , Cys(4 MeBzl), His( Bom), Glu( OBzl) .
Pam (
100 ~ 200 mesh) , Wang

,0.38 mmol'g'1 , 1 % cross-linked ,
(0.85 mmol*g ', 1%

cross-linked, 100 ~ 200 mesh) . s
; DMEM R
SCIENTICFIC ; R
, FLUKA ;8- , SERVE
;PEGL500, ;
, ,HEPES,
,Sigma .
co, , WFIIK
, COSTAR . Cl8 (
) \TSP , Hitachi 1-8500

,Autospec- UltimaE T OF

Boc Fmoc
C , Boc
thioanisole , EDT
EDT, thioanisole, H, O, TFA
, HPLC

HF , anisole,

;Fmoc .

( thyroglobulin, TG)

(H-TG) , EDC; H-TG
( Freund s adjuvant) ,
3
BALB/ C (
) ;
; ( )
4
a,pA
Inhibin a(37-65) ()
( ESIF MS: calculated: 3443.5, found:
1721.8] M+2HJ*" ,1148.5] M+3H]'",861.4[ M
+4H]') . BA ,
HPLC 1, 1 2. MS ( ESI-
MS) : INH BA(82-114) : calculated: 3843.8,

found: 1282.1] M+3HT ", 961.8] M+4HT] " .

Tab1 Amino acid composition analysis of INH A and INHBA

Peptide Asp  Thr  Ser Glu Gly  Cys Met Ile Leu Phe Tyr Lys Trp Arg Pro
INH gA(1-28) 4.56 0.67 2.00 2.93 - .87 1.83 1 2.96 3.60
(5) (H (2 ) 3 (2) (1) (3) 4 (2)
INH BA(82-114) 533 0.87 0.86 4.19 2.29 - .67 - 3.20 1.80 1.73 3.00 0.85 1.84
S @ @ 2 (@ 3 W 2 2y ) (G DR )

0 a8 96 143 B
t/min

Fig1 HPLC chromatogram of gA(1-28)
Gradient elution: MeOH/ H,O(0.1 % TFA) 50 % ~
80%,1.0 mLemin™', 30 min, 254 nm

0 38 76 14 152
{ /min
Fig 2 HPLC chromatogram of 3A(82-114)
Gradient elution: MeOH/ H,O(0.1 % TFA) 65 % ~
100 %,1.0 mLe min~ ', 20 min, 254 nm
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INH a(37-65) ,INH pA(1-28) pBA(82- Tab4 Detection of McAb specificity
114) 2, 3. 4 3 Cell line (37?65) (1??8) (82?1‘*14) Tg FSH LH Others’
. 1117B - - + + - - - -
Tab2 Result of McAb additivity test V3G ) i . o i
Cell line A(492 nm) Al +A2 Al % 13 A - - + - - - -
a subunit  IAS 0.5 VI5C - * - - - -
1v3cC 0.44 " Others: AFP, Testoterone, CEA, progestone , PRL, E,.
V5G 0.87 Symbols in the table show immunoreactive intensity: + + +
IAS +1V3C 0.72 0.94 53.18 intense, + + subintense, + faintly, - negative
IA5 + V5G 1.08 1.37 53 .28
1V3ervsG 0.98 b 4962 Tab 5 Determination of the titer of McAb
BA subunit 1117B 0.81
1V3G 0.73 Titer
13 A 0.62 Cell line Culture Ascites PcAb
I17B+1V3G 1.02 1.54 32 .47 supernatant fluid antiserum
H17B + 113 A 0.92 1.43 28 .67 a subunit 1AS 1: 6000 1:100000 1: 6400
IV3G+II3A 0.87 1.35 28 .89 1Vv3C 1:1000 120000 1:1000
V5G 1: 400 1:1600 1:1000
Tab 3 Detection of McAb relative affinity BA(82-114) 1I17B 1 400 1 64000 1 4000
1V3G 1:600 1116000 1: 800
100 % 50 % Maximal combination 113 A 1: 400 1: 8000 1: 800
Cell line A Dilution A Dilution BA(1-28)  VISC 1: 200 1: 4000 1: 400
a subunit 1AS 1.78 1: 800 0.80 1:5000
1vV3C 1.56 12200 0.78 1:1600 N
V5G 1.49 150 0.74 1: 400
BA subunit 1117B 0.95 1:200 0.49 1: 800 ’
1V3G 0.80 1:100 0.40 1:1600 ’ °
113 A 0.92 1:50 0.45 1: 400 a,
VIS C 0.75 1:50 0.37 1: 800 BA 7.

Tab 6 Immunohistochemistry of McAbs of Inhibin a subunit

Intensity of

Sample Age Sex i m munoreactivity Sample number
Normal testis Leydig s cells 35 Male ++ +
Theca cells ++
Spermatogonia + +
Spermatocytes +
Normal ovary Granulosa cells 32 Fe male + + +
Theca cells + +
Lutein 40 Fe male + +
Left testis e mbryonal carcinoma 53 Male +
Testis spermocytoma 48 Male + + +
Ovarian dysgerminoma 63 Fe male -
Ovarian thecoma 44 Fe male -
Ovarian e mbryonal carcinoma 62 Fe male
Ovarian papillary cystadeno carcinoma 67 Fe male
Ovarian granular cell tumor 56 Fe male + + +
Brain astrocytoma 42 Male + +
Hydatidiform mole 30 Fe male + +
Esophageal carcinoma 56 Fe male -
Prostate carcinoma 60 Male -
Stomach carcinoma 48 Male + + +
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Tab7 Immunohistochemistry of McAbs of inhibin f A subunit

McAb(1:25) + porcine

Samples Number PBS buffer McAb(1:50) follicles INH(1: 4)
preabsorbed at 37 C for 2 h
Sertoli s cells - + + -
Leydig s cells - B
Spermatogonia - R
Spermatocytes - + -
Spermatids - - -
Testis spermocytoma 1 - + + R
Testis e mbryonal carcinoma 1 - + -
Ovarian granular cells 1 - + + + -
Ovarian granular cell tumor 1 - + + -
Ovarian dysgerminoma 1 - - -
Ovarian e mbryonal carcinoma 1 - + -
Cervix uteri tissues 1 - - -
Breast tissues 1 - - -

: Symbols in the table show immunoreactive intensity: + + + intense, + + subintense, + faintly,

- negative
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SYNTHESIS OF HUMAN INHIBIN 8 A FRAGMENTS, PREPARATION AND
GENERATION OF MONOCLONAL ANTIBODIES AGAINST
HUMAN INHIBIN a AND A SUBUNITS

SUN Ying , LU GuiShen' , LEI Ping Sheng , XIA Hui Ming’ , GAO Xiao Dong’ , HUANG Xin’

(1.Institute of Materia Medica , Chinese Acade my of Medical Sciences and
Peking Union Medical College, Beijing 100050 , China ;
2. PathOphySiOlOgy Depart ment of Henan Medical University, Zhengzhou 450052 , China)

ABSTRACT: AIM To synthesize fragments of inhibin subunits gA(1-28) ( GLECDGKVNICCK-
KQFFVSFKDIGWNDW) , gA(82-114) ( VPTKLRPMS MLYYDDGQNIIKKDIQNMI VEECG) and to obtain
their monoclonal antibodies. METHODS The fragments of inhibin subunits a(37-65) , BA(1-28) and BA(82-
114) have been synthesized manually by stepwise solid phase procedure . These peptide products were conjugated
with TG as antigens to prepare McAbs against inhibin a and 8A subunit . After immunization, fusion, selection
and cloning procedures , seven hybridoma cell lines were obtained. Ascites titer, specificity and relative affinity
were identified. RESULTS These McAbs were shown to be highly special , sensitive and useful in detection
tests . Initial im munohistoche mistry test gave some important information for clinical utility . CONCLUSION
The method of detecting serum inhibin level will be established on basis of the present research .

KEY WORDS: inhibin ; solid phase peptide synthesis ; monoclonal antibody ; immunohistoche mistry





