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Abstract  Secondary lymphoid-tissue chemokine SLC is a type of CC chemokine identified by searching the Expressed
Sequence Tag EST database. The full-length SLC gene was synthesized based on human SLC sequence using SOE-PCR. The
sequenced SLC gene was cloned into expression vector pTMF and pALM  which used to transform Escherichia coli. Then the E.
coli was cultured and induced according to protocol. The expressed target protein was identified by Western blotting. The target
protein was expressed as soluble protein as well as inclusion bodies the ratio of these two forms target protein varied with the
difference conditions of culture and induction. The target protein was purified with the methods of nickel-nitrilotriacetic acid Ni-
NTA  metal-affinity chromatography. The results of electrophoresis of the purified target protein showed that the molecular weight

was larger than the predicted molecular weight.
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PCR
SLC DNA
Western blotting
SLC
1
1.1
E . coli BL21 GI724
pIMF  pALM pAL-myc
1.2

Ni-NTA NAVOGEN  Germany  rhSLC R&D

System USA SLC R&D System
USA
1.3 DNA
PCR SLC
" PCR
SLCFR1  5"-AAAAAgAATATCgCATTTCTTCTTgCATCT

ATgTTCgTTTTTTC-3’

SLCFR2  5"-gCATCTATgTTCgTTTTTTCTATTgCTACAA
ACgCgTACgCTAgCgATggCeeCeCg-3’

SLCFR3  5'-AgCgATggCgeCeCeCAggATTeCTgCCTgAAA
TATAgCCAgCgTAAAATTCCg-3'

SLCFR4 5'-CAggCTCgeTTCCTgTTTACggTAgCTeCeAAC
AACTTTCgCCggAATTTTACgCTgeCT-3’

SLCFRS  5'-AAACAggAACCgAgCCTggeCTgCAgCATCC
CggCgATCCTSTTTCTgCCgCgTAAACET-3’

SLCFR6  5'-TgCACCCACAZTTCTTTCggATCggCgCACAg
TTCCgCCTggCTACZTTTACgCggCAgA-3'

SLCFR7 5'-CgAAAgAACTgTggeTgCAgCAgCTgATzCAC
ATCTggATAAAACCCCgAgCCCgCAg-3’

SLCFRS  5'-TTTTgCTCgCgCCACgATCTTTACggCAgCCC
TeCgCCgeTTTCTgCgeeCT CogeeTTT-3’

SLCFR9  5'-CgTggCgCgAgCAAAACCggCAAAAAAgeCA
AAggCAgCAAAgeCTgCAAACGTACCg-3'

SLCFR10  5’-CTACggeCCTTTCgeegTCTgeCTACSTTCgg
TACgTTTgCAgCCTT-3’

SLCPRI 5'-ggCTCgAgATgCaCATCTCTggC-3"
SLCPR2 5'-CAggCTCggTTCCTeTTTACg-3'
SLCPR3 5'-AAACAggAACCgAgCCTgg-3'
SLCPR4 5'-TTTTgCTCgCgCCACg-3’
SLCPR5 5'-CCgAATTCCTACggeCCTTTCggge-3’
SOE-PCR 2ul.
2ul, ANTP 241, 10 x buffer 21, ddH,0 8ul. pfu

1u 94°C Smin 94°C 35s
55°C 355 72°C 60s 25
30uL

2plL

1.4
PCR DNAMAN

1.5

pTMF-SLC  BI21
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30pg/mL. LB 37°C buffer ~ 30CV 5 washing buffer
1:100 ODgy > 1 1:100 30CV 6 elution buffer 20 ~
37°C 0D, ~0.6 3h 30CV 7 8
IPTG 0.4mmol/L 3h  5000g
Smin 1.6 SDS-PAGE  Western Blotting
pALM-SLC  GI724 SLC
pAL GI724 SLC
2mL RM 30°C IsG-HRP DAB
1:50 50mL RM 30°C )
1:50 2L. RM
30°C ODgy =0.5~0.7 1:100 2.1 SLC
Tp 37C 4h
10
PCR
SLC 1
63kPa 10 60nt
12 000 x 40min PCR
1 Ni-NTA SLCFR1-2
slurry 4°C 3~ 5h SLCFR3-10  SLC
o) SLC
3 SLC 2
ddH, 0 4 binding
IATGAAAAAGAATATCGCATTTCTTCTTGCATCTATGTTCGTTTTTTCTATTGCTACAAACGCGTACGCT
AGCGATGGCGGCGCGCAGGATTGCTGCCTGAAATATAGCCAGCGTAAAATTCCGGCGAAAGTTGTTC
GCAGCTACCGTAAACAGGAACCGAGCCTGGGCTGCAGCATCCCGGCGATCCTGTTTCTGCCGCGTAA
ACGTAGCCAGGCGGAACTGTGCGCCGATCCGAAAGAACTGTGGGTGCAGCAGCTGATGCAGCATCT
GGATAAAACCCCGAGCCCGCAGAAACCGGCGCAGGGCTGCCGTAAAGATCGTGGCGCGAGCAAAA
CCGGCAAAAAAGGCAAAGGCAGCAAAGGCTGCAAACGTACCGAACGTAGCCAGACCCCGAAAGGC
CCGTAG 405
1 SLC
Fig.1 Gene sequence of SLC
10 SLCFRI ——___
SLCFR2 A
55°C 15 SLCPR1+SLCPR2 >—F ~
. . SLCFR3
~ 22nt 5 9%4< Imin 55°C - Imin SLOFRI — 5
80bp Full-length SLC
SLCFRS SLCPR1+SLCPRS ull-lengt!
30pL TE SLCFR6 30_ >_sequence
2‘U.L SLCPR3+SLCPR4 >G
SLCFR?
5 94%C Imin 55°C - 1min SLCFRS }D_ D
20 SLCPR3+SLCPRS H
SLCFR9
Sig-SLC SLCFRIO —F
3 SIC 2 SILC
Fig.2  Diagram of sequence assembly of SLC gene
2.2 SLC pTMF pALM pALM pAL781 PL
pTMF pET28a T7 © hERFRMEWFRFTATIRSHES htto://journals. im. ac. cn
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4
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40%
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Fig.3 Middle fragment during splicing
1 H fragment 2 F fragment 3 G fragment 4 marker 5 D fragment 6 C
fragment 7 B fragment 8 A fragment.

2.3 Western blotting
90%
5 500mmol/L
Imol/L.
6 SLC  Western blotting 17

|
h
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Fig.4 Result of SLC expression in pTMF-SLC
1 2 sonic precipitate and supernatant of pTMF-SLC not induced 3 4 5

6 sonic supernatant precipitate precipitate supernatant of pTMF-SLC 7
marker.—> SLC.

~20kD

7

e -
UL TITE

5
Fig.5 Electrophoresis of affinity chromatography
1 binding buffer peak 2 injecting sample peak 3 supernatant fluid of
SLC 4 washing buffer peak 5 elution buffer I 500mmol/L. imidazole
peak 6 elution buffer [ 1mol/L imidazole peak.<— SLC purified from

sonic supernatant .

6 Western blotting
Fig.6  Result of Western blotting

1 control 2 prestained marker up to down 33kD 25kD 17kD 7kD
3 purified SLC.

3.1 SLC

PCR Single Overlap Extension-PCR
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SOE-PCR Sit-Directed L 2 3
Mutagenesis "’ PCR
130D — =
10 PCR
SLC
7 SLC CD3
Fig.7 Result of fusion expression of SLC and CD3 heavy chain
PCR 1 marker 2 sonic precipitate of pALM-SLC-CD3 3 sonic supernatant of
DNA pALM-SLC-CD3 <= SLC-CD3 heavy chain fusion protein.
3.2 SLC
SLC  pTMF
3.3 Cys
Tag 400bp SLC
Tag Cys 12
SDS-PAGE
Nagira SLC
pALM 15kD '* =2 18kD
PL 18
SLC PL Western blotting
clt857
PL SLC Cys
19 6 6  Cys
2 Cys
2 SLC
K+
compatible solute SLC
trehalose ' SLC GAG
24-26
SLC
80% " pIMF  pAILM pALM SLC
SLC
Cys
SLC
SLC
7 SLC  CD3 HPLC
0.3mL/min
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