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Preparation of recombinant human SMAC and SMAC-PTD

HU Ying, HE Feng-tian, LI Rong-fen, GAO Hui-guang, HUANG Gang, HU Da-giang, GONG Wei ( Department of Bio-

chemistry and Molecular Biology, College of Medicine, Third Military Medical University, Chongging 400038, China)

Abstract: Objective To prepare human second mitochondrial derived activator of caspase (hSMAC) and
human SMAC-PTD (hSMAC-PTD). Methods The ¢cDNA fragments encoding hSMAC and hSMAC-PTD were
amplified from Hela cells by reverse transcription polymerase chain reaction (RT-PCR) and PCR. PCR prod-
ucts were cloned into the prokaryotic expression vector pET28a ( + ) for sequencing. The vectors with correct
sequence were transformed into E coli. BI21 (DE3) to express the hSMAC and hSMAC-PTD fusion protein
with the induction of IPTG. The hSMAC and hSMAC-PTD fusion protein were purified with Ni**-NTA chroma-
tography, and identified by SDS-PAGE and Western blotting. Results The ¢cDNA fragments encoding hSMAC
and hSMAC-PTD were amplified by RT-PCR and PCR were accurate. The hSMAC-PTD and hSMAC were high-
ly expressed and purified. Conclusion The ¢DNA fragment encoding human SMAC and SMAC-PTD has been
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successfully cloned, and the proteins are highly expressed and purified.
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TEs |44 2514 3. B PCR /=415 wl T 1% B g B e e b
ALk LA g

1.2.3 @4 A SMAC(rhSMAC) K SMAC-PTD( thSMAC-PTD)
1) ik B % o ¥ PCR 774 K #% 1k pET28a ( + ) 43 0l 25
Neo | + Xho | 1) 15 #5021 FEORE (6 45 4 pET28a-SMAC il
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eI N . R L S R TR O
AT | 5 (4 38 11 5 T LA AT AR 23 T it HLAS B
HRIErE. @ PTD A FHE A FE S0l B s R AN
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PTD, f£ KA1 H BL21 (DE3) hARTG S aRiE G T
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