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Abstract: Objective To construct recombinant plasmid PET32a- IL.-1R | and express extracellular region of human IL-1R [
protein in E. coli. Methods Total RNA was extracted from human white blood cells and used as template to amplify the extracellu-
lar region of human IL.-1R | gene fragments amplified by PCR. Recombinant plasmids were constructed by insert the PCR products
into vector plasmid and then were cloned by being transformed into E. coli DH5a. Recombinant plasmid PET32a-11.-1R | was trans-
formed into BL21(DE3) , the expression of proteins,encoded by recombinant plasmid, was induced with isopropy-g-D-thiogalactoside
(IPTG) .and expressed proteins were identified by SDS-PAGE and Western-Blot. Results Recombinant plasmid PET32a-1L-1R [
constructed by inserting the extracellular region of IL-1R | gene into vector plasmid, was confirmed by colony PCR and DNA se-
quencing.and was transformed into expression strain BL21(DE3). The expression of prokaryotic protein,with a relative molecular

mass about 67 X10° ,induced by IPTG,in transformed BL21(DE3) was confirmed by SDS-PAGE and Western-Blot. Conclusion

The extracellular region of IL.-1R | gene was successfully cloned and expressed in BL21(DE3) and the elementary expression con-

ditions were obtained, which lays a basis on the further research of IL-1R [ .
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& KOD-Plus ¥ ff LR 58 H Toyobo 24wl . A% B2 JiE [] iz ik
F & W) H Omega 23 ) sDNA Ladder., J5i /> #2328 500 & KR i 74
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Be iy gt X 7 5, i Fl Primer 5 8 #3514, P1.5'-CCG
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GAC TGG AT-3", %I£k¥64 4514 EcoR 1 Al Not 1 i 4]
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M. 519 PL RIS Y P2 47 5 & B4 2 b (PCR) , i b f&
£ 10X ZZ wpifi (Buffer) B 2.0 pL, 514 P1(10 pmol/L) 5|4
P2(10 pmol/L) & 0. 6 pl, = B B2 B A W% Ml 4% & (ANTP, 2. 5
mmol/L)2. 0 pL,KOD-PLUS fi§ 0.5 pL,MgCl, (25 mmol/L)
0.8 puL.cDNA 1 pL, 2 8§ F Kb 78 AL E 20 pL, PCR
PR AT R 8T 94 CHAM T HEAT 4 min A5 48 )5 4%
94 °C 30 $;56 “C 30 s;68 °C 1 min, 3t 30 MEIHJE .68 °C 4
7 min, B F 4 CHAMF TR~ PCR =@ it 0. 7% B8 b
Ji2 P K 1R AT ARG

1.2.2 FAHAFRAMHE PCR YK EIWIE S PET32a ik
[F]Bf 64T EcoR T 1 Not T WU , B V) J5 7 1) 28 Byt i A 5t Jig
P UK [0 A Ak HE AT 3% He OB, #5610 pl OB R 2 10 X 3% %
iR 1 pL.PET32a /& 1 pL.PCR 774 4 uL.T4 DNA %
WG 1 pL, BB TR A E 10 pL, RAJEBER L8 22 °C
SRR . BT WA AL AR I FF T DHS o ff & &
W R 50 mg/L SN VAR LB SF-H#E4T 0 38 %Pl b AR K
PATH P AT PCR S Bk PCR BHE 5o b % ) M) 35 A 3B 2 A
A
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1.2.4 FHHEOMWRAESRELEE PR E L9 R
BL21(DE3) 5. 5 [ R bk . T B 5 2 R P AR LB 8535 e vp it
SR, AW 500 pL W R EEFRTEW T 3 38 10 mL o4 4
FoHifE LB Br 3R BB, B TR IK A LA 37 °C 240 r/minf]
IR 5l 2 h 5 A S E-3-D-i 48 2k LB AF (IPTG) = IPTG
B BEAy W2 0.5.1.2 mmol/L 3f-48%2 D4 37 °C .240 r/minfE
SR, FEMA IPTG 19 0.1.2.3.4 h &8 1 mL B & L5
IR (R 347 SDS-PAGE Hil Western-blot %858
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HEHE R —K.
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4 J ki % fk BL21(DE3) J& X -4 I A= 4 B8 3 v 1E 41 PCR

Y5 LFE 1 000 bp HAF S A B B R B R 1 008 bp(FE 3).
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4 5 6 2 9 10
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1.DNA #JE DL2000;2~9. 47 b AR [ 8 #% PCR 45 4510, [
Pk B8 5 11 - 28 JFORE A AR [ %) R
3 EHFK R PET32a-1L-1R T # 4L N\ BL21(DE3)
BB REEE PCRANERBE)RE

2.4 IPTG i 'S$ 3 ik BL21(DE3) B # ™= 4 1y SDS-PAGE ¥4
W Pkt PCR P BL21(DE3) W ¥EHEAT 3 Nk PTG i 5
Feik XA [R5 T e RS [R] 375 5 e T 5B 11 TR 0 s B
14T SDS-PAGE Kl » 76 1 Xt 4 F B &k (55~70) X 10° 2
V) A5 it 25 75 3 B i) 0 S <38 7 348 9 19 45 H A TR RIS 4 T
FhE ol 67X 10° (AR B TL-1R T Jy 49 X 10°, i fir PET32a 3
KR ZEEE N 18X100)  ILE 4,

70 x10°
55 10° R

M:EH# A 1~5.0.5 mmol ¥ FF IPTG 55 0.1.2.3.4 h J5§
& SDS-PAGE;B 1~5:1 mmol ¥ i IPTG %S 0.1.2.3.4 h J5# {&
SDS-PAGE;C 1~5: 2 mmol ¥ J# IPTG 55 0.1.2.3.4 h 5k
SDS-PAGE,
B 4 SEHARM BL21(DE3) &R EIRE IPTG SR
0~4 h EXHFKIEEBM SDSPAGE £7E

2.5 IPTG 53k BL21(DE3) & bk 7= 1 i) Western-Blot ¥
M Pk PCR FHPE BL21(DED W k17 3 Mk IPTG 5%
3K R R )75 5 VR AR [ 375 5 F [ 05 5 10 BT V2 AT West-
ern-Blot #ill , 76 41 X 43 F 5 42 4 (55 ~70) X 10° Z [A] A %6
%t B AT 4 F i E R 67 X10°, WA 5,

1~5:0. 5mmol ¥ & IPTG %S 0.1.2.3.4 h J5 & & Western-
Blot;6~10:1 mmol ¥ & IPTG 5 0.1.2.3.4 h J5 i & Western-
Blot;11~15:2 mmol ¥ IPTG %S 0.1.2.3.4 h J5 # & Western-
Blot,
5 SEHARMN BL21(DE3) &R ERE IPTG 5
0~4 h G ERIEZABR Western-Blot £7F
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BU& A BT 7% BEAT PCR KGN G & BUIS A 45 Sk & (A 2 A
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DI BT R B0k E 4 PL.P2, ¥ 45 R4 NCBI M ¥ b
HEAT HE X, & B0 PCR 7= 4 2% 45 o B 1E 8 19 B8 0 38 & A 5 i 4h
B IL-IR T LN S22 45 A W FF 31, 1 PCR 7= 49 4% 47 £ BH o b
BRZRAR T 7 T HE A R4 M A B TL-1R | B[], AT AR 2 i
T 5 Al st v O S 2 R DR B K A 8 AR BT B, Bk BCPH T
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fige 43 B B[ W) ok 2.5.8 pL k4T 4k . B21(DE3) % %
AR T CaCl, Bl . A5 ls B2 LB .06k
BL 2 min JFHLAHS LW, 8 200 pL BT E K S RAR
BERAGHRAE LRI . KB 2 L Bk b4 T 5 46 B
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pL BRI AT HE AL BT A AR G P A4 K. SRR Al fEJ2 8 pl
Hh R i e R 32 S AE AR #E AR T B R AR
TE WA KT Y S A _E 4 B PR 8 AN BT T i 4T PCR %5 .
PCR 5 G R M M OF HLO B e . B P 1 AN vk

MR LB kRS I 37 °C 220 r/min i R IF SR, 2
R M BRI 2w 7. 7 45 R A NCBI ¥ 5 #3547 He
I KBTI A 5 A B IL-IR T 2N 58 45 6 ¥
B, %I OE A B YK 6 AT IPTG S BN E K &
KT NS IL-IR 18 F % E 48 [ 32 DA 8
FTE. W LREREEMET TOL M, 43R BR . IPTG
e B (0. 5~2.0 mmol/L) XJJi4hBr IL-1R T £ F 3= 3k & 59
G BRI T 1 h 25 A 5 S B A 2 K B O Rk R IR
T EAiEH.
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