844 A5 45 T g 2 44 (Chin J Cell Mol Immunol) 2014, 30 (8)

cipE . S 1007 —8738(2014) 08 — 0844 - 04

] e R T < R R R e B A R 2 e

fTakE, M#F, 2" ik R, LTS AR 030006)

Ui 28] Hm s/ BT g AR 8 i B A 1 (MT) S g BE B AR (mADb) » JF %5 I e s 2 et . ik A RNz %
FEAE it 11 (SUMO) fil 45 3234 22 28 660k 35 i Al (phoA) 3 i 3¢ 34 43 1A il 5 ] o 4 3% % T 41 28 (1 SUMO-MT Al His-MT, LA
SUMO-MT G 3 5T 5« His-MT K50 50, ) A8 98 B AR B oinl g 22 B8 MT mAb 2970 A bk . SR Iv) 43 ELISA Il 5&
mAb [EK Ly, Western blot i+ Dot-ELISA 4347 mAb [ k. S50 B E T 2 BRER 2 40 it MT & P11 mAb %48 55 41
Mok, 430l fir 4 8 mAb-MT2 Hl mAb-MT3, £)k8 T TeGl W2 B ACE AR 43910 25 1:500 000, 1:1000 000, Western blot 1 Dot-ELISA
ZEWAIESE 2 Bk mADb B e dE e tE U T MT RN E MT. £5i8 il 7 AT B R 7 M 10 o g A2 8 MT mADb.
O] ol e st SIMmE 1 oAk

[ 42557 Q813.2, R392.11 Cepkbrkm] A

DOI:10.13423/j.cnki.cjemi.006980

Preparation and characterization of monoclonal antibodies against metallothionein

of freshwater crab (Sinopotamon henanense)

HE Yongji, LIU Jinping, WANG Lan
School of Life Science, Shanxi University, Taiyuan 030006, China

[Abstract]  Objective To prepare a monoclonal antibody (mAb) against metallothionein (MT) of freshwater crab
( Sinopotamon henanense) and characterize its immunologic properties. Methods Two recombinant MT of S. henanense,
namely SUMO-MT and His-MT, were produced by SUMO fusion system and phoA secretion expression system in E. coli.
SUMO-MT was used as an antigen to immunize BALB/c mice. By means of the cell fusion technique, multiple cell subcloning.,
repeated screening with His-MT as detecting antigen. the hybridomas specifically secreting mouse mAb against the MT of
S. henanense were generated. The titers of mAbs were measured by indirect ELISA and the specificity of the mAbs was
evaluated by Western blotting and Dot-ELISA. Results Two hybridoma cell lines designated mAb-MT2 and mAb-MT3 with
the property of secreting mAb against the MT continuously and steadily were successfully obtained. Their immunoglobulin
subclass was IgGl. The titers of the ascites fluid were 1:500 000 and 1:1000 000, respectively. Western blot analysis
confirmed that the two mAbs both reacted with recombinant SUMO-MT and His-MT with good sensitivity. The Dot-ELISA
demonstrated that the two mAbs reacted specifically not only with recombinant MT but also natural MT. Conclusion
The mAbs against MT of S. henanense with high specificity were successfully prepared.
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FEAE IR AT H HyClone 23w 5 B34k L WEW [ b 5 %8 3§
FRHEAG B4 ] s PVDF i, NC B [ BioRad 2y ) ; HRP ki
ML E PN L 1gG W 1 GeneTex 23w 5 Bl 0 R s (alkaline
phosphatase, AP) bic it 1 25 B/ Bl 1gG 08 B 242 A4 T
(i) It 47 IR 4 w5 482K 1% (o-phenylenediamine, OPD)
F1NBT/BCIP Y (650 [ Amresco 23 75 3L 4% 9 MR 7 3 0
[543 Bl HGPRT e 50 /s 5l 907 4h M bk Sp2/0 W [ op
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1.2 Jiik
1.2.1 R BayH & S HHi iz EREE i 0 -6 s i

# 1 (small ubiquitindike modifier— metallothionein, SUMO-MT)
(i % 41 T F2 i PET28a-SUMO-MT/ BL21 (DE3) £
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T 41 SUMO-MT (% 4 /N Ble 402k S 9 H S 9% $t i
SUMO-MT L 2 {4 f1 |0ui(:k Antibody-MouseS W 7K % P s 95 i;f'Jl
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20 PEG1500 - 50 mL/L CO, ¥ 74P #E ey 24 ho In A
HT i %k 55 78 56 (4 50 mL/L DMEM/F12 ¥ 3% 5. 10 mL/L
NCTCA09 £54# 4k, 20 mL/L i 4= 55 A1 1 mL/L ITS &5)) ,
R T 96 fLE FE BB, 1 x 10°/mL, 100 pL/fL. 37°C.
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PBST PERE 4 Y, I 1:5 000 FFe 19 AP brid il 2 F 5o
lIgG, ik W 2 h; A] PBST @it 4 ¥ )5, 45 H] BCIP/NBT
i ) R Y B IR IR e e IR AR s G e N ) R T
AR AT AR 0 MT A4 ™« 4> B IPTG A %
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X5 A0 R ) T DA R Al it X 4 D S 1 R 52 M 2 4 i)
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U, K 0] R AR IR MT JE X E 50 b 2 PET-28a.
PQE30 % — R4 H M ik 8k b, RIUIL LR
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FH GST ik 7 48 B pl My 5 B 7 ] v 493 8 1) K IK
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PR o ASHIF S P A R ) R IA R 48 - SUMO il &
KRG phoA 3 bR IE RS, SLBL T ] g AR IR g
MT [ EA A LTk £ SUMO R4, MT i it il
71 SUMO tag, FJH]H AL (247 & SRS B T 1K

HPEA N[ RIL . MLE phoA RiLRGih, W g iR
% MT & A0 W Rk Za i 8 b, BT MT i
A0 M EEE () Ik A i R T b AR R IR B AL GG . R
T KRR FE W PR AUE MT [ RAR M %, SE I T A 1
6 x His/N 7 7 Bt b5 28 MT (2 ik R skal T 3
AT AR MT 1) M, A S IR PE e ™
SUMO-MT () e Th il 4 » 76 pg KRR E O FF MT AR 1
ZAERE B, RS T MT (s SRtk o [A]iF1) H
4 15 59 % 9% 5L 1196 x His tag 52/ 7 MT [ 41
ik, L His-MT £ 24 K0 B 0 28 mAb, KK
T UG (0 S AR . A 2% A R O 3k A R
o, LA His-MT A5 4 K B 40 57 6 4 SUMO tag {B2 BH 1
(V52 (6 A HisHGF F 4728 U % 1 R0 1 %
Xf 6 x His tag fFHYE, SRAFOUEG MT (1 B 2% 28 98
A kk. [FINf, FE4L SUMO-MT Fil His-MT ¥ L] %
JERFE, B KRR T MT [ RARMSR, Ik
ATT IR s 75 38 S X6 2 % e B A7 A R R A7 1) mAD 2
it T AT fig

AHFF S 2 AN ) 2k 1 3 s B0 T I R AR R
8 MT 5 (R4 KL, #E— 2R H SUMO-MT [ 4F
(1) G 9 SR AN His-MT B0 (1045 Sk R A48 3 B
A% T mAb. SH0 45 LR, %1 mAb AL AT
DL S R 5 T 20 SUMO-MT I His-MT, 1 H 5 N
PEPEALZ MT B A7 AP itk HT MT mAb 1)
4%, @ NLRIUER S MER BRVELL 1A S g S Ry ik
FORNHIESE MT {9 15 4 Jas i 5 L i) 2 A7 o 22 5 3.
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