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Construction, identification and expression of prokaryotic expression vector of Siglec-9-V~
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Abstract: Objective To construct prokaryotic expression vector of Siglec-9 V set domain(Siglec-9-V) and induce the soluble
expression of the recombinant plasmid in E. coli for further biological function research. Methods Siglec-9-V ¢cDNA sequence was
synthesized. The recombinant vector pET-His6-SUMO-Siglec-9-V was constructed by PCR and TA cloning. pET-His6-SUMO-Si-
glec-9-V was confirmed by enzyme digestion and DNA sequencing and induced by IPTG for soluble expression at different tempera-
pET-His6-SUMO-Siglec-9-V was con-

firmed and expressed in soluble status at 24 C. The recombinant protein was with relative molecular weight of 29X 10* and was i-

ture level. At last, the expression product was identified by His6 tag specific stain. Results

dentified to be the target protein. Conclusion

The recombinant vector pET-His6-SUMO-Siglec-9-V was constructed successfully

and the fusion protein could be expressed in soluble status in E. coli.
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B 22—, W] L I M T R 1) 45 B RIORE 2R 1 A B REAR A ST .
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RS2 T LAHS Siglee-9 il B 10U IR A O 70 7 R 61 X R
AR A2 0 A5 90 4 19 PET BA2™ . X #2838 i 4 7 oot
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T 45 A8 Jaf 7 IR I 9 A R IR M SR T R R AR L5,
K % T Siglec-9 VB 25 ¥y 35 (Siglec-9-V) B WF 5 A B T T fi
AT e I PR B AN (B . ASBIFSE BRI His6-SUMO il & R 45
X Siglec-9-V 47 JFAZ R B BRI M £ 8 M 2B Rk .
1 #RE5FE
1.1 A @RI Taq [ F1 pET-His6-SUMO [ i £ 35 &
4ilg B Life Technologies(Invitrogen) 2\ #) ; GelCode Blue Stain
F1 6xHis Protein Tag Stain I [§ Thermo Scientific (Pierce) /%
Al E.ZNC AL Y24 R & 5 BoR 5 BUR R & W 3 Omega
2yl R YA Hind [l #1 EcoR [ ) B Takara A #] .
1.2 Jik

* BEGIUH R BE AR R RS IUH (LA A FR B H NJH201132)

B PERT 56 10 50 FIREDI

recombinant vector

1.2.1 Siglec-9-V ¥t 54 8 M TR E 1 Siglec-9
) cDNA JF 51 F0 20 0 A1 45 #0043 XL ke #2455 K v
S BAE NG T 5 . %7 514 NCBI Blast 147 T 55 3iF
UESE Siglec-9 3 P A [R) 1Y e Sk A LA AR ] Y V280 45 44 45§
HIA% R AN & 2L 1R 91 . % Siglec-9-V By 48 5 R ¥ 51 78 NCBI
Conserved Domains, Pfam Fil SMART % #& ¢ v 47 He XF .
IWIZFH T EETERN V BRI, K55 R V BS54 3
S PR B 4 W a2 A A R

1.2.2 59568 EEGHER BN ERBETY
B 7E RS Ry 5 on AGT 78 7 4 15 91 I D 22 4 1 i
5 DT PRI 76 K 1 2l 4k v BB 65 ) T SUMO 2 [ il (HLxt 22
SRR R 1 8 O i HA R IH AR A3 V) & His6-SUMO; 7
TSR 5 S TTA, BB AR IE P2 9 78 E L TAA &k
HHTFEEAR., ZBI W R W LR Sk G R T Si-
glec-9-V ) KRR EH . #5149 Siglec-9-V-F [y 551 Jy.5'-
AGT ATG CTG CTG CTG CTG CTG-3", Fi#5|4 Siglec-9-
V-R 4 F %5 k.5 -TTA GGC TGT CAC ATT CAC A-3', %
Invitrogen 23 &) & i .

1.2.3  Siglec-9-V )4 4 1 3 ik # & pET-His6-SUMO-Si-
glec-9-V Wty gE  FIH G R A 519, DA B 5 B R B oy i
i, PCR ¥ Siglec-9-V ) ¢cDNA K Bt. 50 pl B4 81k R

PEF T A h . 5. A K e B, 2 g £ A



e 270 Er b E #4074 2013 42 2 F % 34 %% 3 # Int ] Lab Med,February 2013, Vol. 34,No. 3

L, E TSI 0.4 pmol/L, 10 mmol/L f§ ANTP 1 uL, &
£ Taq i 1 U, £ S1000 #1453 {X (Bio-rad) I i#47 PCR X
BE. R REZHH 94 C 1 min,94 C 30 s.55 C 30 s.68 C 45
s JE¥F 35 1K, 68 C 20 min, HL50 pL =9, #1472 %0 5 g 4%
P UK K R S 7 0 TS A 5 K R B Y Sl A T R TA B
B mg 5 pET-His6-SUMO Fik g4k 15 Ci#E#Ed K .
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PAGE H 3k . ¥4 il — Bt SDS-PAGE JiZ 5] 6 X His Protein Tag
Stain e &, 8 SR & A His6 A4 Siglec-9-V; 1 GelCode
Blue Stain Je o, Kl R E A. 2B A H & AW K pET-
His6-SUMO-CAT T 41 3 35 5 i/ by BH 4 X B
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I8 Y B A A A 1 A 20 B VR L (AR ODgoo =0. 5,
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K/INC429 bp) A7 T3 I 09 R Sk A (LB 1A,
2.2 Fik#H K pET-His6-SUMO-Siglec-9-V [ #8411
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M 1 23 4 5 6 7 8 910
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5 His6 gitA & [ 1 e kb #E 17 SDS-PAGE Jig e 5 19 45 1 &
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glec-9-V By B T 45 S5 1k 2% (LB 2B)
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37 CHf 1 mmol/L IPTG 4 hiE S &M F . Siglec-9-V EEH ik
A A Y b (L 3A); T 24 CH 1 mmol/L
IPTG 6 h iS5 %M F . Siglec-9-V £ T J AR 4N 1 27 1) 175
W (WL E 3B),

) X10°
1 2 3 4 5 M
94.0

,—
B 66.2
B 5

B 33
B 26.0

S — 20.0

IR 14,4

A
M:EE S TARICY; 1~2. K4 IPTG iES 1 B E A HIEY ;3.
IPTG if5 T R B X IR CAT MR ALY 54 ~5. PTG IS H M E
AL .
E 2 BERER SDSPAGE Bk B EBEE(A).
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4. BB [ S0 0 2RI REY)
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3 it
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CD33rSiglecs i 1 DL 2y G825 14 18y 5057 i 47 80 40, Pl g 1k s
Z RV W3 I N Y 3 1 R 28 AT 3R A 5T 2 0 A 2 D e L TR
Ve Th B4 H B B A S A T Y
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B8 8K 1 T BB 5 RN 43 0 B E LA

His6-SUMO fil G4 H R B RGE 2L F kW KR Z &
FIR il 25K RGN, 32 B0 a5 02 - BB 08 (7 E 2 1 J5 e )
MR R A B B BOE 19 Rk i SUMO #2486 T 5 35 1
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