BRERASYE 2011 £ 36 5 9 8 ( Journal of Chongqing Medical University 2011.Vol.36 No.9 } — 1069 —

HARE ¥  x#45:0253-3626(2011) 09-1069-04

A Api6 i3 R F1RB AR R SRR

5 PELGEHE?
(1. ERERRFRPEMER S FEYF TR ESLREIEEAR 02 ERERREAXTAXREFRSRBTIEY
BHFE ,EK  400016)

[# E]Bo . AWERRAEAREBEEENFTE, HEREIEA Api6(Apoptosis inhibitor 6)FE-&EH , I —E BT Api6 76
R BRI R A Ve B E R, ik R PCR SRY A Api6 2 K TIME 2[RRI E A ppSUMO,
PR 4 R ppSUMO-Api6 ; B 41 ORI AL FA% 321K 78 £ 8 E.coli Rosetta JRZA; RABAFER AN L, ARFBESFIHE
R B, ARIREE AW B AL E ST (Isopropy 1 -8-D-thiogalaotopyrano—side, IPTG ¥ A FES:AHE , kBT RiA
Api6 EHE A BB S ; Western blot EFHRABEN . &R BIWBEEL K ppSUMO-Api6; INFE T Apic BAEAM
BRI EMH . ODg=0.5~0.8 BIELHH , 16°C.0.5 mmol/L IPTG S 16 h, %k &7 A Api6 cDNA 2K FFIH)
EH 4 KL ppSUMO-Api6, 8L EA KT8 X E.coli Rosetta RZ M, 75 SFATH K ODk=0.5~0.8,16°C 0.5 mmol/L
IPTG .S 16 h X— U LIS &HT , B ppSUMO-Api6-Rosetta Al R EATE H ppSUMO-Api6 KR RIX,

[ k&3 |HT-MHET 6; FERAMEED

1 hERESHEZEHHEE |RISL2 [ XHkERER A [ 4%8 B # ]2011-04~27

The construction of prokaryotic expression system for human Api6 fusion

protein
FANG Yan!,LIAN Xue-mei*
(1. Centre for Lipid Research ,Key Laboratory of Molecular Biology on Infectious Disease ,Ministry of Education,
Chongqing Medical University;2. Department of Nutrition and Food Hygiene ,School of Public Health ,Chongging

Medical University)
[ Abstract ] Objective:To further study the pathophysiological
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formed into prokaryotic expression host E.coli Rosetta;prokaryotic expression method was optimized to induce expression of recombi~

nant protein Api6 in different conditions of E.coli density,temperature,IPTG concentration and induction time;recombinant protein

Api6 was identified by Western blot. Results:The recombinant plasmid ppSUMO-Api6 was successfully constructed ;the recombinant

protein Api6 was successfully induced,and the expression of recombinant protein ppSUMO -Api6 from the prokaryotic expression

system was optimized in the condition of ODg=0.5~0.8,16°C,0.5 mmol/L IPTG and 16 h induction.Conclusion ; Recombinant plas—

mid ppSUMO-Api6 was converted into the prokaryotic expression host E.coli Rosetta to get the recombinant strain ppSUMO-Api6~

Rosetta.Recombinant protein ppSUMO—-Api6 was expressed using a prokaryotic expression system at the optimal expression condi-

tions.
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FET-MHIE F 6(Apoptosis inhibitor 6,Api6), X & BLFK
Y& AIM(Apoptosis inhibitor expressed on macrophage) ,Spa.(Se—~
creted protein alpha)8% CDSL(CD5 antigen like), /&K%
RE A AR AR F I (Scavenger receptor, systeine rich—
superfamily , SRCR-SF)B AR, B IABEEE KB Api6/AIM/
Spa 2 H b 5 40 4 G B AN 7 A, RAT 0] CD4+/CD8*
XS BEL A A 2 P T OV | DAY S 4 LA AR a2 4 2 RITF
B 2 G R E S HICBT R NARLE R R T Api6 FE4
JRYLD HRAE S WA BpIR R A R T EEER BT
Api6 R ZK LXR WEREE G, TR Api6 7EN B AH
MERF IR Z BIANTHIRE, FERETIEE T, Api6 X%
Frée B 4 M T HRIE FHE 28 2 T AT AR
B A T B BRI R B A B E IR AT,

FHFTURAFERERG, KB Api6 IEEA, N
P RABIR Api6 TERTHE | BREACE AR R 4
HIVE RS BLR

1 #R5HE

1.1 BAkFdHn

E.coli DHSa i FREERFRZ2BR IR 0 SL B ARAF  E-coli
Rosetta B JFAZ B K ppSUMO vector 1 H K ERF K228k
RS FEYFHE R E LR EEE,
12 E&EAM

LB/Kan ¥ ([& ) 35 55 & , Prime Star B R E AN &
(TakaRa, HZ), PR &l¥E 18 (NEB, £ H ) , i FGAR &
(Omega, H4),T4 DNA M #:8#(NEB, X H ) , FrbL/ M
% (Omega, H A ), 53R Z 5 1k 2 3L # (Isopropyl -8-D-
thiogalaotopyrano-side, IPTG) (Merck, %), Prestained Protein
Ladder (Fermentas SM0671, MBI, i1 € X ),anti human CD5SL
antibody(R&D systems, 3= ),
1.3 F4 5% ppSUMO-Api6 #5#13

4% Pubmed 3B 7 I B8 R BN Api6 (Gene
ID:BC_033586) 3 FE 51 B3+ — X4 514, 31 9 P50
F sf-primer:5’ -CGGGATCCGATGGCTCTGCTATTCTCCT-3 ’
(F R 24>~ BamH 1 8 80 4L &), r—primer:5’ -GC-

GAAGCTTTTATCATCCTGAGCAGATGAC-3" (F R4 1
Hind IE§YINLR) 51988 B4 TAY TERARA R AN,

PCR {418 A Api6 cDNA 24 , F=41 E i 4lifk , 22 T4
DNA ##8 16°CEBEWBE AT R AR ppSUMO, E#™
VAL E.coli DHSo JRAZZS , RHLHUMER S B ST RE T A, JTURL
INFFSERE
1.4 ppSUMO-Api6 @& & @t ki 5% %

EHFRL ppSUMO-Api6 FbE R EH E.coli
Rosetta/& 322, REUE 4 SR 5L/, 858 T 5 ml LB/Kandg 5
Hrh 37°C, 180 r/min BEFE it TR, i R IE T WK 2% 45 R B
100 ml LB/Kan,37°C¥; 3 Z 0Dg=0.5~0.8, Bl A IPTGC B4 ¥k
E X 0.5 mmol/L,37C,3 h FEREEBHMRE, F LIS,
Z BRI IPTC F55 HIIEFRYIVE SRt R, B LR B,
TEBEER L 28 W (Phosphate buffered saline, PBS)pH 8.0 4%
AT UOKE AR , 2R AL R R IE DT
¥, i F SDS-PAGE Hi 3k Fl Western blot 2 ¥, % & H 0 &
HIRAEN, BIESr-REB HEMA pH 8.0 PBS &
BHITIIEZ 8% SDS-PAGE # B G 8 ZASBRET 4E K 5T,
S%ARAEYIHY £ J& TBST(Tris buffer solution+Tween ) ¥ 4~
6 ¥, LABTA CDSL Hifffi—Hi(1:1 000 #iRE) 4TI H LR
J5 P TBST ¥k 4~6 K, 235110 5% A8 I3 ¥ ¥ e 59 HRP
FRIC/NRILLAE 1gG(1:5 000 #RE) —Hi,37°CHEE 2 h,TB-
ST Y% 6 )5 ECL 2%

1.5 #&&EGARLFHGRAL

WRIEEE A FERENENEEKF, SRR &4
T, EHREEH ppSUMO-Api6 HFE AR, BRIRERLSL
.

R T P R AR RN | R SN RS2 A
M E & BRI BRIE MR B 1K \SDS-PAGE % HL43
FHYPERE S (5 F T LA T )Y,

2 & 7
2.1 Api6 AR &gy %

1.2% B ig B G I IR A BT =R B4 1.1 kb 1Y
DNA BB, K/NSTIAER (8 1),
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WiteEE , FEHEOESH 6xHis HIRIAHREF SUMO 43 T4
{8, ppSUMO R SUMO #ik4= 5 Atk &, InREE KR &
EAKE BEMMBAEANRSR RHEEDERTT
B RETBEHEESCY, R, 558 ppSUMO 5IAT
BamHUHind M % BREEVINL S FD tev 2 FIBEERYINLE 5 & B
RIS BMEE A MEMRE, ARSI
WEH.

32 FUERGREEAEEMGHA

EHH AR ppSUMO-Api6 F1b 361578 T B e B IR BT 5%
FE ODgy=0.5~0.8, 2 0.5 mmol/L IPTG,37CiESE 3 h, i
FHEOREETE P UGBREERRTE, A 4A FR )
RIEE N E R REN S NE R, B— U eRR &4,
BREE B2 IE R ODg E .15 S A IPTG ¥R EE (&
3)

AT EPER, BE RN ZERERBERRE
P AHMEER, FRBERRER 37C, FRERIEXH pp-
SUMO-Api6 iR & B, 16 CRRIRFES N REEFRE,
3TCHMGT FENOARERIX, I6CURAA LERBH
¥, MTRERMER THEEKER, FEEA S BEER
18, AR RBREMERRS TESERTENLE R THE
B R HERE, R T IR ARRIA R,

HE AR ODgy, HMBHEMBE 1 0D5=0.5~08,
HEHE 0.6 £F, FREL 0Dg=0.2 & ODgy=1.0 1EST R,
T xE BefE ODgy=0.5~0.8, 5 H AR EAHR] , ToAFERM:

IPTG ¥R BEXT I R mME AR BN R, AR P iksE
B 3 4~ IPTG R /Z,0.5 mmol/L A HMAKE , 5% 0.2 mmol/
L #1 1.0 mmoV/L B MR, £ 3 0.2 mmol/L IPTG HLEEIEF H
REORER,BFEXEL 0.5 mmol/L BFEIXBEM, W 1.0
mmol/L W{U A MAKEMRE, B ERAMA SN OEORYEK
fi5, %8R PTG B, SBORBE X EHEI BN,

R RARIRR , BT LA AR B th A BT, A37°C
BEEEER 3 0 A, EERRES TARERKER &
P A AR S A8 T AR S K35 S ], B 8 8,16 h T
AFFIHE, WK, 16 h MR BFEENELR IR

A Api6 B HEBEAMBER , BEEAEHEM R
B 50 kDM, EFERE RGP HRREINWREANE
BB E M4 F B 38 kD, 55 ppSUMO 4+ FPEABTE AL
A BANK/NTRITRL S 54 kD, RITFEZNMEEAY
55 kD(@ 5), ST ESEERMA, RUFHFEHERR

RRBAETEHAERER LES, KB BESBEE
B L%, #id Ni~NTA sepharose €8 Ni B-& 2 Fddifk,
E BB £ B ppSUMO 73 FHE1E , BITT KRER B difb iy A
Api6 BRI D, NI A #E—BB5T Api6 ZEE T3 A8 BT
TN Rl 2 A Hh AR B B

2 £ X W
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