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CHEAPEHEFREREILK-HRR BiH 434000)

W E RLEmA KR (ecGH) %5 49 BALB / c /B 48 IR 5 /s BB 88 40 i
(Sp2 / 0-Agl4) B4, % 3 IKVIRE{LIEFE R ELISA Fik, B3 7 skt e ik, H
2 BB, AT AR AN, B R SR kBT B B SRR UK (McAb) R KK E
Bt KK SGH) . AR DR G R R R GTH) R4 EKHEK GGH) HARER M.
MRBIK McAbs 3 B ik 1: 1280000, 3 4k—gcGH-McAb £ LHBER, McAb B SR
WHER eoGH AR R R, M4 ELISA /TR MBIKE % 0.1251g / ml 4 goGH,
XSE EALKER 238 1RRhE

EARAKERENEHALXEKHREENET, DFREERZBEAIFPHER
pERER. BERMNEEFTEREKBRERNTEFERHR, FERETEE
TRNTEARERGANTR, IR ENBER LA E KRB KIE. RENRANY
B, EETES T RS AR TEXKR R, R, RURREERHERY
BorthE, R ERAOBN G ERE T AR, HEAKNREAFTEND. BARAE. &
fLmA R B, ZHUMHE BAAKER. Hit, RIOEAREORRAKARZ —HEAEN
PR, ETERLT HaE KRN RTEUE.

1 #EFr %
1.1 HEREkE

BT REREZBARMEGEaERKBEENLELS X2, BRERZ)E
HPLC MEH 8 —. o h M.

12 &%

B 6 A BALB/ c /MR, B — AR R LERALE R FEAEH, ERKME
SRR AFEATZLENTLG OB ETS, BREY 15d. SR EE N R
4. 3d BERE. BRAEEMERN 100,

13 RS Bk

SHIMR[3]). %K BALB/ c/MRMARS MNEEHEEMAME Sp2/0#% 5: 1R

&, BEH K 45%PEG (MW1450, Sigma) . Hi AR 3 A1 BHHE 2430 78 4 IR 72 88 L I I it

. AR NERARPEES RHHA.
AT 199541 A 15 3.
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HBI¥E ELISA A%, S A EPBiRicNeii/ R IgG &4 N EHE SR 22BN
LYIRATRBT R BT S], (AR R 1 1 1000,
1.4 SHMSTRE{LIESE

ROl RAERBRLE R KU L,
1.5 McAb R ET

AR & ELISA J7iE4 Bl McAb 5 A8k D/t K% GH)Y, Xk T
WA (R B (sGTH)® Rk 4k K- % (bGH, NIH $24) 2 [l 80 5 Fe A 8L,
1.6 BiAK McAb H&

ZMUMR[7]. BALB/ ¢ /MEEFESRTH AN —A, 8 R EH 0.5ml Pristane, 2%
SCRRHMRES RN 3x10°~5x 10° H / R.
1.7 Ig XMW IHMNE

AR B #ik, Fl R B 1gM. 1gG1. 1gG2a, IgG2b, IgG3 =%k 011§ (Sigma) M
£ 20 SRR WA ST MR 3% WP McAb /9 Ig KB,
1.8 EiMRE

Fife # ELISA 77 Be e B #F McAb RMFFEAS RTINS /R S B AR i
BB, TR CEI8).
1.9 McAb B9&k{L

Bk McAb £ 50%.40% M 33% S W B UTIENS ., /i Sephadex G-200 & JZ ik
1. 4hi{k McAb Al SDS-PAGE K54,
L10 McAb A
L10.1 {E)# ELISA F#: LIS L BB A% gcGH, 5 RFEIMRE S McAb N, IR ¥
HR.
1.10.2 ZF{A—-pcGH-McAb J2.0 ELISA ¥ ABZHS 510 1 0 20,1 - 100 5 inih
A, LLARIH R gcGH 52 RV, B/6H McAb RIERTER MV EX.

2 #R
21 HpamE

167 1B TTRE 1A 19 DN, IEEE 11.4%., HhiRma R 2 4, 1D2BY &
3ERAS; M M IRE 5 1. 1C1A4, 1A2E6, 2ESHS, 2G10F3 # 3B11D7,
22 FUMHAMESREEE

LR T R EERER TSN McAbs IR 54 K NE. X DBRAERNE. X
OafERNEREZXREN(#E 1.
23 HIMAMRAEAIERBRATRER

ERRZRBRRL 3 WG, SRR 20 AU L, BB EFEEREN
BB 7 3 McAbs, Pk L0 8 FRE,
2.4 Bk McAbs iR BE

HENE2.
25 ZFTMHAME 1D2B9 K 3ESAS Frar btk Ig HEMT I E
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SMERTRAMME 1D2B9 H 3ESAS MHLIKSTY ¥ 1gG2b.

®1 SREHEHMIEF

Table 1 The determination of MaAbs’ specificity

2 %0 S WL
. § 3
Hybridoma cell lines
Hormone =

1C1A4 ] 1A2ES [ D289 [2010?3 [ 2ESHS |3B]1D7 [ 3E8AS
Rk KWK gcGH + + ++ + + + -
KOt KNE sGH - - - - - _ _
KOEMEHERKE sGTH || - - - - - — -
g4 KK bGH - - - - - _ _

W+ MR + R SR - B R R
Note: ++ represents strong positive reaction; + represents medium positive reaction; -~ represents negative reac-

tion.

¥®2 FTWMHBEERS BAHAAE
Table 2 Titers of McAbs secreted by hybridomas

BP0 JEE
LR T Titers of McAbs
Hybridomas _ Box AEMIER L
Ascitic fluids Supernatant of cultured hybridomas

ICl1A4 i : 320000 1: 640
IA2E6 1 : 320000 1: 640
1D2B9 1 : 1280000 1: 2560
2GI10F3 1 : 640000 1:1280
2E5HS 1 : 320000 1:640
3B11ID7 1 : 640000 1: 1280
3E8AS 1 : 1280000 T:2560

2.6 FLMAMR 1D2BY # 3EBAS HFE AR

P McAb IRE MR 5 2 McAb BB R EHIE, KALAERALE,
HER R ERAK.
2.7 SRRk

e B 5 i 84k McAb, 8ifbJ5# McAb 4 SDS-PAGE P ERB &%, 24 T7#
WEIEH S HRES TRESNERNZE E ).
2.8 McAb P ER
2.8.1 [al4E ELISA 3k I 2 o = % iR i LU AT LU th, UK McADb 3 1 @ 10000
~20000 WERKERBT RS RIFAORMER. H, gcGH FUFEEETE 0.0625~
0.25ug / ml Z A IHLIRMHEL 5 4920m REATEARLEXR, X84 H ELISA ik
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&1 ik McAb A TR
Fig.l Molecular weight of purified McAb
1.Phosphorylase b (94 000);
2. Albumin(67 000);

-7 -6 -5 —4 —8 —z2 -1
LR D o 9 logo [Ag]

Logarithm of antigenic concentration

Bl 2 1D2B9 &l ELISA HiEHK W geGH
1D2BY MR E 5% 1 0 1000(E);
1:10000( - )i 1 : 20000(0).

Fig.2 Detection of g¢GH with |D28%

3.Actin{43 D00); by indirect—ELISA
4.Carbounic Anhydrase(3¢ 000); The dilutions of 1DX2B9 are 1 : 1000{®));
5. TMY coat protein({17 500). 1: 10000{ - % 1 : 20000(O)-

-4 -3 -2 -1 0 1 F
HRR K X8 log: [Ag]

Logarithm of antigenic concentration

B3 3{#k-gcGH-McAb %4 ELISA
AT L 200@):1 2 100( - ); MK LEQ).
Fig.3 Testof receptor—chH—McAb‘sandwich—-ELlSA
Coating receptor 1: 20(@); 1 : 100( - ); Heat treatment(C))-
282 Sk—pcGH-McAb %0 ELISA 78 ABE 3 o, 232 4LL 1 20 g 1: 100
BRES A, R gcGH WK RSN 3497 91 B0HK, T hn SR 056 1O ST 4 B o b 3
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R. ZiLBE McAb AR gcGH RIES AL 48, 2H IEHM gcGH. H5h, K
REARRFEEEN R PTUE G, SRR, ol m A 08, R RMR
YERE (A 3).

3 Wi

KB LR, AR E BT - ERABH RREMEYEEMEHOTE, §iE
BARML ST REER, 0 LUEB B A BABIA 1074~ 107Vg, (B i FIRAK
HUERMRFEM AREHE, Bilt, AHTERHER-CHRERGE, TRBAEDR
—BECTRER. FEOMESEAR. B, BREEARNE. R, BT R
MHERESFREMER, BIERR A TFARERMRE.

B B M GRS % 0 A6 R W 22 AR S B B A MR B4t
TEfE, MERERTEANAEHRNAYE, BERMH 107~ 107, {4 HBEF
ATFBRMEHBR, 1 B, B R BRI SR RE. Boa, o] LA M B RO#E &, 7R3
TR R A YIS NE TR RR, 4R, BB k5B R ey Sty
EMEL RN —BE, ER T H— P HEEE. '

MR R XA BRERIEE A McAb 2% Rt 2 a4 K ¥
K. A, RATAMEM T JUM HPLC LR e R4 2, 1 B A A R aiib s
WEZK, B MR-ZAZANERESSXE, $—F LI &R RRTRNA
BT L KHRARRENN, |

B TFARBREAKN T BB, BT EERESHE A USRE. AR, FRE,
AR A G . BT A4 KRN AT & SCR A2, BRI ket
ERME FEMET. JE, A ~R2ER. B, Br@sikEn] BEREHS LY
77 I, {6 S AR R R S B A (R R E T A
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THE DEVELOPMENT AND IDENTIFICATION OF HYBRIDOMA
CELL LINES SECRETING MONOCLONAL ANTIBODIES AGAINST
GRASS—-CARP GROWTH HORMONE

Yang Feng' Chen S(mg[iu2 Fan Zhen! HeLu’ Wang Yuancheng'
(' Biotechnology Research Center, Chinese Acedemy of Agricuitural Sciences, Beijing 100081)
(3Changj iang Fisheries Research Institute. Chinese Academy of Fishery Sciences, Shashi 434000)

Abstract Monoclonal antibodies of hybridomas derived from fusing the mouse spleencytes
immunized by gcGH with BALB / ¢ mouse mycloma cells (Sp2 / 0—Agl4).Seven hybridomas
cell lines were produced by indirect—ELISA screening and cloning for three times with limited
dilution.In crossreaction test. these monoclonal antibodies didn 't react with sGH, sGTH and
bGH. Antibody titer of ascitic fluids was about 1: 1280000 in indirect—ELISA. In
receptor—ecGH—-McAb sandwich—ELISA test, monoclonal antibodies reacted with biologi-
cal—active gcGH. GcGH can be detected at the concentration of 0.125 pg/ mi in indi-
reci—ELISA. \

Key words  Grass—carp growth hormone, Hybridoma, Monoclonal antibodies
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