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[ Abstract] Objective To clone human tumor antigen DLL4 gene, then induce its prokaryotic expression
and separate, purify and identify the soluble fusion protein. The result is intended to apply in the DLIA—specific
antiserum titer detection of lung cancer vaccine research process. Methods DLI4 segment was amplified by
RT-PCR and cloned into pMD-18T vector. After sequencing, the DLLA segment was sub—cloned into expression
vector pGEX-KG to construct the expression plasmid pGEX-KG-hDLLA. The recombinant vector was transfected to
BL21 ( DE3) and GST fusion protein was expressed by IPTG. The protein was purified by GST affinity
chromatography and identified by SDS-PAGE electrophoresis and Western blot. Results hDLI4 gene segment
were obtained by PCR amplification, and the sequence was the same with the sequence which published by
GeneBank after tested. We have successfully constructed the pProkaryotic expression vector pGEX-KG-hDLLA by
proving that the target gene hDLL4 had been inserted into the recombinant plasmid after PCR and enzyme digestion.
Conclusion The fusion protein GST-hDLL4 could be induced under the condition that the temperature was 25 “C
and the concentration of the IPTG was 0.5 mmol/L. After purified by GST affinity chromatography column, the
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expression of the soluble fusion protein could be tested by SDS-PAGE and Western blot.
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3 SRR AL BRI S DI, T4 MR
pMD18-T #AKER J K% takara 23 H] 7™, 2x Extaq
PCR master mix. Western ECL 2055 & . 11 2EH1 &
IsG-HRP 1 & {2,3X %] TMB 4 Jy b 50 B hy 40 7
b, JECREAlAL R DGR e B b s RAR AR
GSTrap (1 mL) SEFMZHAE B GE healthcare 2
A, BPTA DLIA BB H Abcam 2\ A,
DH5a, BL21 (DE3) &Sz 4 H Ki% takata
/v DLLA B eDNA J7 41 H b5 Origene 23 ],
IR pGEX-KG Hi AL 254
1.2 PCR F=¥i 5 FEFALEIE

PCR ¥4 DLL4 J¥%4, b REES13500k: &
514 5'< AAGGATCCATGGCGGCAGCGTCCCGG—
A>3', TG4 5'< TTGAATTCTTATACCTCCGTG-
GCAATGAC>3', 574 BamHI 1 EcoRI i Y] 3
M. PCR W 440K 95 CHiAETE 4 min, 95 °C45
s, 58 C 1 min, 72 °C 1 min, 35 MEHG 72 C i
it 10min. 1%ZIEHE43E PCR 434 B4 50k B
Fe A G U B aith Y, H BRI EREE T
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min, $ hDLL4 F Bt ) 3¢ [ 3] pGEX-KG # K
b, EETYEACEZ A BL21 (DE3) W, Amp
SR 5 B e, ARAS I BHE SR 4E PCR, XL
ity U)W P 4, WAl A A SR G 44 R
pGEX-KG-hDLLA.
14 FRRIEIBEER

PR 22 F A R A R TR T HERD B 100
mg/mL 2 EH R LB WA 374, 180 /min,
37°CHEFE 14~ 16 h,  LAFE 1:100 fHEFE 32 1 mL
BT 100 mL F 2N H &R LB ARG A
1, 180 v/min, 37CH KI;iFEZE A600 nm = 0.5 ~
1.0 B, AW EE 0.5 mmol/L 1 5N —B-D-
WACKALEET (IPTG ), 160 t/min, 25 CIEFF 8 h
J BB
1.5 Fik=#) SDS-PAGE Bk iR 4tk

BLOEREAR, IR REE. B8
mL BERRZE MR (PBS) 7%, ARG, Hifk 1
h, VREIALIE 1 ~2 K, SRJGHES: 150 W %, 10
sHE, 90s [alfE, A 10 min (A~ 4 ~5 K,
SRR AR BOR BRI L) . 4°CARIF T B0
WS DIE W, LIS UIRE YU SDS-PAGE 5
DL 3 R AR

W bR S U B 0 B — A L
GSTrap ZEFZHTAEH, W 0.1 mL/min; H 5~ 10
AR PBS/EDTA $EATE, Wi 1.5 mL/min;
5 REAARFRA A e H ARG vhy AT B PRl & 2
TR 0.3 mL/min; FHEEA MR sl 1 45141 55
H ISR, 7E 280 nm Ab W i fil 4 2R 11 ARG
HIFS GST RGNS, 4°CIRfE.
1.6 Western Blot £7F

afi {15 3 1Y) 41 85 114 SDS-PAGE HLk ) ,
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Mr, DL 3.
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Fig. 1 The PCR amplification electrophoretogram of
DLL4 gene
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Fig. 2 The recombinant vector identified by double
digestion
e 1-3:FLLFORE EcoRI/BamHI XUBEYI A 4:FHE PCR 774
X REGHE 5:BAPEXT FR A 6:500bp DNA Marker.
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Fig. 3 Inducible expression and purification of the
recombinant protein
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B4 EHEHM Western blot £
Fig. 4 The recombinant protein identified by western
blot
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PN R RN I 65 A 1 1 2 B B T 2 3k P E
438, BT ROR, SRS DLL4 i DNA R 76k
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I PR A

AWFFTE BL21 (DE3) KT HEE A 1E £
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