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The vector construction,separation, purification and activity detection of human-derived erythropoietin
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[ Abstract | To construct the efficient expression vector of the human-derived erythropoietin,and investigate its in

vivo activity through experiment in mice,in order to study the tissues protective function for the further research. Methods Pro-

Objective

karyotic expression vector pET30b(+)-rhEPO was constructed, transformed into E. coli BL21(DE3) ,to obtain low-cost and effi-
cient expression of recombinant transformant strains,fusion protein purificated by Ni-NAT affinity chromatography column,and in
vivo activity detected through animal experiment. Results Successfully constructed pET30b(+ )-rhEPO prokaryotic expression
vector,and realized the expression in prokaryotes. The purified fusion protein showed expected molecular weight and reached the
electrophoretic purity level, the reticulocyte number in rats increased significantly showed that the fusion protein has in vivo activi-
ty, the specific activity of soluble fusion protein is 1 059. 63 p/mg,and the insoluble fusion protein is 727. 94 1/ mg. Conclusion

Construction and expression the prokaryotic expression vector pET30b(+)-rhEPO,and the fusion protein has in vivo activity after

separate and purify.which can be as the foundation for further study of erythropoietin functions.

[Key words |

PR LT 40 i 2 i 2 (erythropoietin, EPO) 3 32 12 f 5 i 43
B —Flobl 2 1 2 R R AL AT I R AT AN R A A 4y
24 A3 AN A 2T AR T AT RE R B 2 R A SR E AR
Wit Z Ak m e . SR EPO 78 & # F 1% i o i i
3 R R ) A T 5 B0 86 0 I AR O K 5 i SRS R
BT, B TR 4T 40 i AR AR Y EPO i A ) B
AR R A 5K S Z —. B4R SR A EPO 2 H Bk k.
EPO 25 Ik 5 T A2 £1 48 M A B4R I /9 EPO AT 28 97 19 48 3G 4R
S ABAFAE A T 5 W A S ), A S B AE AL T
FEE SR AR AR EPO 5848 IR 78 & #E AL 4UER B R B 2 1 [w) g
Vol /0 R 27 40 i A i 22 S B AN SR A0 B A Al Al
LU TR YT X2 T R SR SRR IR . B B iy B 5T N
KM E AT EPOGhEPO) JR & 2 ik #i ik, H bR & 11 1 4>
B AUl B LR A L S it — 25 T REF 5 B AR B L B ARGE

mr.

1 #RE5H®

1.1 ##

11 BB R A Fopess £ DHSo R Tt st 2 4k

AN FiEm EE BL21 (DE3) B A& 5L 1 = 14 7

EER N ALK 1990 —) FEA L EZE NS E A BN TR

erythropoietin; genetic vector;isolation and purification;activity detection

pBLUE-rhEPO, pET30b(+) ¥ i A 52 I AR AF .

112 FEREH Bk BORA R & A DNA i S ) £ 0
A %E Axygen W HF AR AT NCO T BamH T FR il 2 #% B2
WY, T4 DNA #2501 3 2 E Thermo Fisher B3 2
AL IPTG M A TAEY TR L) B A BR 2 & JE 4% Ni-
NTA HisoBind resin i #4522 4 Y RL A FRA A L bR
e 5% [ Sigma 28 B A 77 5 48 48 05 YL R T U | K AR R P AR
ZEEBE bR UE EPO T DU 1 R 24 42 VG B8 Bt HoAth 5 B Ak 27 3 )
Sy B 43 A 4l

1.2 Fik

1.2.1 JFE#FEHE#EHE pET30b(+)-rhEPO B # & pBLUE-
rhepo JJi i Al 5 A% 2= 35 2 /& pET30 b(+) ¥ M NCO 1 A
BamH T MEEYI L1 28 1.5 % B bl Tk U o M2 [l i B 9 B
rhepo J¢ pET30b(+) 2k kK i B, =4 % T4 DNA % £: [ i
P2 50 E DHS o 832 25 A TR U - AR 6 JBCPA 4 2 5 e T 9
T AL SR IO 2 R U R D S A

1.2.2 HWMEAMRE. 4ifk
1.2.2.1 HEEAMWF SRS LHMEAMKS BT

fb BL21(DE3) &2 2540 g A5 15 1L J5 19 TR W e fh 2] LB B 9%

A EIYESE . Tel: 13708087299 ; E-mail : Xiufengg@163. com,



3914

Fdr,37 °C 170 r/min }5 3% 3 h, I B 5 0. 5 mmol/L 57
WD G AR FET (IPTG) .20 CFifFERB LR . 3 000
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