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Abstract: Objective
and identification of human recombinant IL.-4. Methods the open reading frame of 11.-4 was amplified by nest PCR with total RNA
from PBMC of healthy volunteer. And then the amplified Il.-4 was inserted into pET101/D-TOPO, transformed into BL21, ex-

The size of amplified open reading frame of 1L.-4 was about 460 bp and the sequence was

Construction of human Il.-4 recombinant expression vector and then conduct the expression, purification

pressed, purified and indentified. Results
correct, After transformed into BL.21,the I1.-4 clone with higher expression level was selected by selection of different clones insert-

ed with IL-4 and the size of expressed, purified I.-4 was about 28 X 10°, Western blot results showed that the size of single band

was identical with the expected protein. Conclusion
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IL-4 5 1L-13 25 5% 4%, LaPorte I fE( Cell) | %
T IL4IL-13 R Z R0 5 A S 4, I JBR T 40 41 i #
WA S S 2% — k. @ 14 1 1L-13 T s 5
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PRI S RN, T 1L-4/1L-13 5 5 48 10 i ik 4%
SiE B TP 2 R TR BRI T L 4 T A B T4 A TL-13 BURE S
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1 #rRE5RF*E
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TOPO % i85 i # & W B Invitrogen 2 #]; Oligo dT15 Fl
MMLV fz # : i [ Promega 23 7 s Ni-NTA 3 fl 4l {k & 5§

Human I1.-4 recombinant protein was got successfully.
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12,1 TL-4 LR A fele B 25 JRE o A1 Jo) ot v 43 28 SR A A% 4
ML FREUE RNA, R ] Takara cDNA & #GR 7 & & i cDNA,
35 [ 5 AR W R 45 B o (NCBD T 8% A IL-4 mRNA
FF R B HLEE PCR §7 38 1L-4 ¢DNA, 15 %e% A IL-4 5]
#1.5'-TCC CTC GGT TTC AGC AAT-3' M1 Fiialyy 2.5'-
ATC GTC TTT AGC CTT TCC-3'§#4 IL-4 3 H. %A TA
SORE R T RO G R Be o bE B pGM-T ik i, 5 B3 B 0 3o %
B 7% PCR BEBHME e e 7. 4R BURRL . 3% BB A H ARG R
NI R IR B S LA SOR N AR R TL-4 BRI 2.5
CAC CAT GGG TCT CAC CTC CCA ACT GCT T-3'#1F i
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IL-4 FFJ M BAE . PCR P AP R 94 C 2 min; 885 94 C
30 5,55 C 30 5,72 C 1 min,30 IRIGH; feJ5 72 C4Efdh 10
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TOPO #fk 1 pL, R ME 1 L KA E 6 pL. FF2R A
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Z45 50 pL K ERMESE A 6 pL EEEY TR SR R]RE
BEE K EE 30 min XI5 F 42 CIRE 30 s, Tk L E
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*  BEETBEHEAREEIE S R E (31000415) ; PO JI| 4 4 56 4 % B 5 B (2012]JQ0018) ; U JI| 45 L B /7 3k 4 ¥E Bh 5 H (13ZB0262)

EFE N EMQIT4L—) PRI AR T2 B 40 S e 2 05T

BIEE , Tel: 18383000039 ; E-mail : yuanging_ok(@ hotmail. com,



1882

B 100~200 pL ¥ R VE AR LB & & P-4, 37 CRE 3Rt
o PRBCFAR B 5~10 A~ BB & . 47 1 ¥ PCR 35 iF kL
REWAT IL-4 HWEEHE ., 254 1 % PCR FH % 58 b T
fE A BT AR (100 png/mL) Y LB WA R 35 56 p 37 Cal i d
75 PRI 415k DNA 3% 1 A= W) B R A B2 W) 8 47 0 )y 56
WEA AT 5 1 1IE A 1k

1.2.3 SRBEWETME  BOR A AR R IF IEH
i 20 JFUk DNA 1L-4/PET101 10 ng Bl A 100 pL BL21 5%
JK A, vk 30 min, 25 42 C i 30 s, S RDUK LR H 2
min, JIA 250 pL SOC ¥ 3% 4E)5 .37 C,200 r/min ¥ & ¥ 57
30 min, HFHAEIFRZYMA 10 mL & 50 pe/mL B4 FE Ak
B LB RS SR A, 37 Cl i KiaE. W H M 1 mL $&K
FEFRM AT BE SR B & 50 pg/mL R VEARA 10 mL LB i &
HeFp L, 37 'C 250 r/min B3R B EODy, =0.5 24 . MA
LW 1 mmol/L 5 P 3L AR (IPTG)37 C 4k 8kt
5 h, Bt 1 mL 405 £ .5 000 r/min B.[> 5 min, JLIEN A 1 X
IR TN I Ok i 458 I P 7K (SDS-PAGE) LA ZZ wh i 50 pL, ik 5
min, MFE#E 1T SDS-PAGE 4347 .
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IL-4 9 5o B 20 P4 5 329 2 mL R 8] 4% 50 pg/mL R PE Ak
i 100 mL LB ik F23EH,37 'C,200 r/min B2 £ ODgy, =
0.5, M ALY EEH 1 mmol/L IPTG F 37 CH;%# 5 h J5,8 000
r/min B0 8 SR 10 min, WAEM KD H FE A4, %
Invitrogen 2% ) () Ni-NTA #li{b i 7] & 1948t 4 alifb | A .
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2% BSA, 0. 05% Tween20) % i £ A NC I 1 h, & F
pET101/D-TOPO # &k A 6 X % B br 25, B LA A A 3 FA
W1 000 X H B (19 Bt 4H 2 R B 58 BE HT /K (GE Healthcare, & J§
F/ABOZERME 1 h; BRRIEIA 5 000 X B0 D 5L/ R
IgG HRP FricHi&k (Promega) iR E 1 ho dJa M AL &
Y631 (Minipore) #£ 47 & 4, .
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B 1 PCR ¥ A IL-4 EEH
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pET101 %5 , 4k E. coli TOPO10, RHE % PCR # A%
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UE BEE 5 B 1« F R T IR . K I IE B Y 4 A SO T R R
FIE AR R ¥ Ak A E. coli BL21 ¥E4T /N F ik, 94T
SDS-PAGE, ZHREW . FFREFMNE QKW K/ 28X
10° 2/ 5B M &W KADh—8. MRZHGT 4 4~ FH
IL-4-1 kB, Hk e 1L-4-2 1 1L-4-4,10L-4-3 JEAR TG &
K CE 2, BBCR IR A A IL-4-1 #E47 R s Rk, ORI
IPTG ¥ 5= W 1E A5t B8, 217 SDS-PAGE MLk % . 455 8
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10° A W] B 44, TG IPTG 35 S 415 28 X 10° 4 W] B 4
WL 3,
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