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Prokaryotic expression and polyclonal antiserum preparation of human laminin al-

phad LG4-5 module
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Abstract; Objective To clone and express human laminin alpha4 LG4 -5 module( hLNa4LG45) protein
by gene engineering techniques, and to prepare specific polyclonal antibody against hLNa4LG4-5. Methods
The ¢DNA encoding hLNa4L.G4 -5 was amplified by RT-PCR, then inserted into pMD-18T vector by T/A clo-
ning and sequenced. Prokai‘yotic expression vector pET-28a-LG4 -5 was constructed by recombinant DNA tech-
nique. The hLNa4LG4 -5 fusion protein was expressed in BL21 ( DE3 )/pET system and identified by SDS -
PAGE. Rabbits were immunized with the polyacrylamide gel particles containing the fusion protein for poly-
clonal antibody preparation and the sera were detected for antibody specificity by Western blotting. Results
The ¢cDNA fragment of hLNa4LG4 -5 was cloned successfully. While BL21 ( DE3 ) /pET28a-LG4 -5 bacterium
was induced with IPTG, a new protein band with a relative molecular weight of 42 000 was shown on SDS-
PAGE profile. After rabbits were immunized, the high titer (1: 10 240) polyclonal antiserum was isolated. The
protein band of hLNa4LG3 4 module expressed by BL21( DE3) was detected specifically by Western blotting in
which the polyclonal antiserum of hLNa4 LG4 -5 was used as the first antibody. Conclusion The hLNa4LG4 -5
protein was cloned and expressed successfully, its specific polyclonal antibody was prepared.
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208 BBt

L1.2 RaY EERFEZLEA%R3 2,15 A,
k& 700 ~ 1 000 g, H iU TE T2 K2 L3 shiyhoo R 4
113 HtkS5mHE  IMI09 Hitk A E (R 7F, pMD-18T 7
R (A H TAKARA 25 7= d, R Rk #1& pET28a F H 18 ¥
B BL21 (DE3) ¥y B Novagen /3H],

L1.4 SrFAawsadil Trizel 5719 B GIBECO 23] R
HltE A V1B EcoR 1 ,Xho [ Jz T4 DNA i # . Ex Taq B N
TaKaRa /2 &) 7§, AMV [ 4% 7884 Promega /v 5] 7= 5 | J $i 48
P & B SR N W EE e DNA ISR & o AL s S B A A =)
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L2.1 5¥aiit 58  #1E GenBank H1#) hLNadLG4-
5 mRNA 731 (535 002290) , FI 5 | #0114k {4 DNASIS 43
SRt T LGA-5 A L. F 5] ¥ GTCAGAATTC CAC-
CTTTCCAACAGCCCTAGAG #1 GTCACTCGAGCTAGGCTGCTG-
GACAGGAGTTGAT, 7E I . F 5|48y 5' %4 5040 A EcoR 1
1 Xho 1 BEYI{L & B AR B2 GTCA, 78 F eS| 9 i A 2% 1
I F H4MNFH CTA,

1.2.2 hLNo4LG4-5 cDNA [y %[5 FEFIME 4% Trizol i
FRU 68 P58 T 45 5 G 4 4 48 RNA, LASR B S RNA W KifR,
RT-PCR 44 H i K- B, %& {4 94 € ,30 s .55 C,30 5,72 C,2
min, ¥ EIE F T/A 2 5[ A pMD-18T # (k17 ¥
3 5E .
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Z IR F ik # K pET-28a b, ¥ A BL21 (DE3) T2 i + Al
IPTG % 53K (4 B 1 mmol/L) ,12% 9 SDS-PAGE ¥ i i

(61317, 4N EEAZ 5% FUZR/12% 43 B HE SDS-PAGE 41
B, BEBCLEVKYS (Y 0. 25 mol/L KCI i *H #2110 min LIEER
FHEEIM. MEROTFRIIR VI TG E A FEASER R, I
BEEREHRYIAL 0.1 ~0.3 mm' 7o 45 9 /NEURL, FH PBS 4 C i %
HREEL, FEPHSHFAERRNENES. R
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M43 B 74 A s A BR L AR B S 10 d R 23 B9 i,
W E LA . 43 8 E 69 1M 3 BD 4 hLNadLG4-5 ) £ 5 [ $T
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098 bp ] hLNa4LG4-5 cDNA £ %15 GenBank 1 ¢ 31 [7] I 44 A
99.8% 34 2 kb &A T RAE, 53510 399 iy T &K C #1519
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1: Protein marker; 2 — 4. Recombinants expressed the hLNa4LG4-5;
5,6: negative control
1 hLNedLG4-5 MAMA 12% SDS-PAGE iR
Fig 1 Analysis of the hLNo4L.G4-5 recombinants by 12% SDS-PAGE
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1,2: hINad1.G4-5 protein after purification; 3 Protein marker
E2 hLN4LG4-5 F A4k
Fig 2 Purification of hLNad1.G4-5 protein
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Tab 1 Result of ELISA Assay D(490)

Dilution

320 640 1280 2560 5120 10240 20 480

Polyelonal -antiserun 2.421 2,182 1.820 1.484 1.132 0.972 0.665
Negative Serum 1150 1,029 0.853 0.710 0.560 0.485 0.462
Ratio( P/N) 2,105 2,121 2,134 2,090 2,021 2.004 1.439
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1,5: SDS-PAGE and Western blotting of hENadL.G34 proteing 2,4
SDS-PAGE and Western blotting of negative control; 31 protein marker
E3 hLNa4LG34 FiE=HA) Western blotting E[i7F 43 #
Fig 3 Western blot of hLN24L.B34 expression product
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