DOT :10. 160167j. 1000 5404. 2004. 4. (02
26 14 Vol. 26 No. 14

2004 7 ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Jul. 2004 1231

X E G5, 1000-5404 (2004 14-1231-04

SL.C
Fagk' o ATRE’ . ) ,
400038)
: B SIC(secondary lymphoid-tissue chemokine)
7 ik RNA, RT-PCR, SLC . 5 3 Newl  EcoRI
, pEl32a(+) , E. coli DH5, , , DNA
s Neol 3 , DNA ,
SDS-PAGE , . . , , Western blot
. HER SILC , , Westem blot
SIC N SIC SIC
: SLG; 3 5 ;
. Q78 R392. 11 A

Construction and prokaryotic expression of SLC
LUO Fuo—kangl, ZHENG Hongl, HE Fer]g—t[anz( 'Center of Medical Research, Southwest Hospital, *Department of Biochemistry and Mo-
lecular Biology, College of Medicine, Third Military Medical Univemsity, Chongqing 400038, China)

Abstract; Objective To construct an expression vector pET32a(+ ) BLC and express the fusion protein TrxA-
SLC. Methods Total RNA from human inflammatory tonsil was extracted and its ¢cDNA was generated with reverse
transcription. Mature secondary lymphoid-tissue chemokine (SLC) gene was amplified by RT-PCR and cloned into
plasmid pET32a(+) with Nwo I and EwRI1 sites added to the 5" and 3’ ends respectively. E. wli DH5a was
transformed with the recombinant plasmid, and the grown clones were selected. The inserted DNA was verified by
enzyme digestion and DNA sequencing. The 3 amino acids between enterokinase site and target gene were deleted
with mutation and the new vector was verified by sequencing. Expression of SIC was analysed by SDS-PAGE. The
fusion protein was purified by metal affinity chromatography and weak cation exchange chwmatography, which was an-
alysed by SDS-PAGE and Western blotting. Results Trx-SLC fusion protein expression vectorwas successfully con-
struced, and the fusion protein was expressed with solubility. The purified fusion pwotein displayed the ability of bind-
ing the goat anti-human SLC polyclonal antibody. Conclusion The SLC fusion pwtein can be expressed with stabili-
ty and solubility and primary purification is performed with metal affinity chromatography and weak cation exchange
chromatography .
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:5-GGTACCGACGACGACGACAAGAGTGATGG AGGGGCTCAG -3
1 : 5~ CTGAGCCCCTCCATCACTCTTGTCGTCGTCGTCGGTACCG: 3
1.1 ##
111 , . pET32a
(+) KIL.
1.1.2 " E. coli. DHS JE . Bl2i -8 pEB2aCH)SIC pET32a
(DE3). PET32a( 1), Novagen (+)kLC BI21xB(DE3). 5
1.1.3 RNA (tRNA) Tripure Tsolation Re- - L5ml 50 ml 37 C
agent, Roche ) Improm- Il RT System, ’ Dew 0.5 , 1ml ’ IPTGC
DNA . ’ Wizand® 1 mmol/L), 3h  Iml
SV Gel and PCR Clean Up System Neol . EcoRI 100 C5min .1 :
T4 s Promega s High Pure vio pss . ’ ’
Plasmid Isolation Kit, Roche » QuikChange® II Site- SDS-PAGE
Directed Mutagenesis Kit, Stratagene , IPTG  Sigma 1.2.9 pEr32a(+)/SLC
SIC R&D . ( 5 ’ - IPTG 2h
) . TALON .
CLONTECH » AKTARExplorer + Hipr- 1.2.10  SDS-PAGE Bio- Rad , 4% s
ep26/ 10 Hiprep16/10 (M FF 15% . : ;
Amersham Phamacia 1.2.11
1.2 ik pET32a(+) [SLC BI21trxB( DE3) 100m %
.21 RNA 100~ 200 mg tg hnl 151 ml LB .37 C.2%
, 2h —70 C . RNA t/min . 5% 2 L
Roche Tripure Isolation Reagent 0 gl 15 tighml 1B ’
RNA — 70 C 37 C.250 rhnin 3~4h, Dy, 0.6~0.8.
1.2.2 RI( Y RIC ) Promega PTG 1 mmol/L. 37 °C. 250 rhmin
Improm-II RT System, RNA, Oligo(dT) s, 3h. 4 C.3000< g 15 min - PBS 1
ImpronrII™ Revese Transcriptase, 25 C 5min £2 C 100 ml Lysis Buffer .80 C
1h 7 C 15 min. —20 C 37°C BioNeb :
1.2.3 PCR Genebank SIC mRNA (gi  T00MPa 4, - 4G 15000< g D
2335034), 5 CATGCCATGGCTAGTATGGAGGGGC it ’ SDS-PAGE
TCAG3, 5' CGGAATTCCTATGGCCCTTTAGGGGTS . 1.2.12 TALON
SIC ATG 69 bp s Clontech SDS-PAGE
, TAG. 5 Neo 1 1.2.13 50 mmol /L Tris- HCI , pH 8.0 ,
.3 EcwRI . RT . 2ul NaCl . : HPLC
Tl DNA s PCR . Amersham Phamacia AKTARExplorer , Hiprep26/ 10
o4 C 5 C, 40 .94 C 1 Desalting; 5 ml/ min 3 ml/min
min 51 C, 1 min, 72 °C, 2 min. 72 C
5 min. 1.2.14
1.2.4 PCR . PCR . . HPIC Amersham Phamacia AK-
Promega Wizard” SV Gel and PCR Clean- Up System, TARExplorer, Hiprepl&/ 10 CM FF,
Roche High Pure Plasmid Isolation Kit 20 mmol /L Tris HCI -pH 8.0 20 mmol /L. Tris-
. HC1 . pH 8 0 1 mol/l. NaCl. 5 ml/ min,
1.2.5 NN (9 . 3 mV min. 0~ 100% B, 20 v,
1.2.6 (Nco .
1 . EcwRI ), 3 1.2.15 Westem blot Bio-Rad . 4%
S-Tag .T7 , . 15% . ) ,
. pET32a(-+) BLC(+ 3). , ; (80 V. 70
1.2.7 Neol , SLC N min) » 1% 3 ml 2h SIC
3 . 3 , ( )6 1] 0.2 g nl , PBS
2 ., 10 min 3ml ,1.5¢]
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1: SLC PCR product; 2: 100 bp DNA ladder
1 SLC PCR
Fig1 Agarose gel electrophoretic analysis of SLC PCR product

2.3 pET32a(+) BLC 4ty #y i

PCR Neol « EwoRI
Nl .« EwoRI pET32a(+) )
SLC-Trx . E. coli. DH5x,
LB , Nwl « EcwRI
C 2, 3 pET32a(+) /
SIC(+3) DNA ( )s
3 . pEl'32a(+)/
SIC DNA ( Do SLC
GenBank

I SO0 bp—*
600 bp—
300 bp—»
100 bp—+

1: 100 bp DNA hdder; 2. SLC positive cbne ckaved by No 1 and EcoRI
2 SLC
Fig2 SLC positive clones digested with Nco | and EcoRI

2.4 pET32a(+)KIC i #42 E. wli. BI21txB(DE3)

gk ik
IPTG ,
SIC . SDS-PAGE SLG-Trx
30X 10°, 29. 58X 10° C 3.
| 2 1'_ 5 f ]
84 % 10
16 x I(y— g ™ - "
8 x 10 - ..'

1: Poteins in precipitation of induced fertilized bacteria (IPTG induction
for 3 h); 2. Proteins in supernatant of induced fertilized bacteria (IPTG in-
duction for 3 h); 3 Marker; 4: Proteins in lysate of fertilized bacteria (not
induced); 5—9: Proteins in lysate of 5 cnes of induced fertilized bacteria
(IPIG induction for 3 h)
3 SDS-PAGE
Fig3 SDS PAGE analysis of fusion protein

2.5 SIC axb&&n\ sk ik

TALON ,
90% . , SIC
) « .
1 ") M
116 x 10
' & % 10
—d45 x 10
SLL [usion— - 30 1Y
protein 20 x 10
14 0]
B 610

M: Marker; 1. SLC fusion protein in the elution peak of weak cation ex-
change chromatography; 2: Proteins in the elution peak of desaking;
3. Proteins in the elution of the metal affinity chromatography; 4: Proteins
in lysate of induced fertilized bacteria (IPTG induction for 3 h); 5. Pro-
teins in lysate of fertilized bacteria (not induced)
4 SLC
Fig 4 Purification of the SLC fusion protein

2.6 Western blot %~ #74k 1L69 &k & &G
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M: Maker; 1: Puiified SLC fusion protein; 2: Proteins in lysate of in-

duced fertilized pET32a(—+ ) /BL21rxB(DE3) (PTG induction for 3 h)
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Fig5 Western blotting of recombinant SLC fusion protein
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