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/L_E— él 1,2) %% 1%%&% 1) ##*

OTERFEDNE S FEY IR, B 650091 0GR R AEMEE SHERZE, M 610041)

WE ik PRI S AR S PR (STD I A4 7 Dh BE

IR . AR BIRZE A E A AT, XGRS RS A IS SRR

FHE(0,5¢ 6% 1 EGFP fil4 ¥ EGFP/Sil F4H & [ 4¢ HeLa 4l i

T0 3 ) AN TR B (1) EGFP/Sil A

RARE IR AL E NS TR BL, RIZENAE 5 XA 465~ 531 EILIRIRIE 2 0], Sil FEPR SmADAHE R AH 5% 1 639 4745
M, BARIFARTE AL S SAHSCE X, (H5Em) Sil Je R 1 4l itz it fe, dEimisem B K T fe.

KR Sil R, WAL, HoEfET, FeK, ®AE
FRHES R73, Q756

L R AF D HE DR (S 1) A A 5256 = 3 ik e i
T 15 77 40 MR I 37 L AR A M 1) i PRI R0 2 A3 21 1
— BCAE ML YL 4 1F T 7R8[ cDNA J¥ 41,
P A, W8 R RIL AR (EST), #f
P e S SE N 41, Tl PCR 4y B e B 3R 15 42
K cDNA 741, i%3E[K cDNA 42K 5429 bp, Tl
GRS AEAT 791 DN IERIR L, AT 21 MR T
(GenBank #7325 : AY050169) 1. W53 & W], Sil
— AN ZNLE A SR AT, FRE R A
B GARRE A, A, Sil F KA 55 40 i ) 3
11 4% #H 5% (unpublished data), {HIL 458y LK IhiE
(P CHIE I AR A iz FE /b,

55 PO HAR DG R R 22 S5 40 i 50 40 A
PG SRR P24 QM3 B 11 B A 0 40 &85 44 R 1)
SENLA SLDRE T AT HR PR S,
BRI Sil LR A2 E D REA S M SRR, AR T
WA B2 5 T A EGEP/SiL jilt a1 1 E AL 2
e T Sil AW Mt RN, REAEwE
LS M SRR R[] (1) EGFP/SiL S48 1 LA K 5
Sil FERIHE 1 639 SN i (158 A8 A EGFP/Sit,
XF Sil R A Az A DG S M AT T . B R
SO MT A RN, AE Sil FEN KRS (PR AR
¥ 5 A7 A5 %5 (nuclear location signals, NLS), SZ46 L
SN M Ar S I R B, STl ik A A S E A 71
Mk, 1H NLS {55 KI5 AR, 5 H RIS
A S EARFEATE NLS /551X, HAT3R5m T Sil
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pEGFP-N2 Jii #i T~ Clontech 2 ). 4l il 4%
&7 Lipofectamine 2000 X5 &% [ Invitrogen /A ).
JBE IR 7 £ H Promega /v, U251, HeLa 4
M kK B A S5 %5 {547, PMD 18-T VECTOR, T4 %
Bl S BamH 1« HindIl« Sac I« EcoR T Sal 1 .
EcoO109 1 (Dra 1) W DI G 390 A K & 5 W)
(TaKaRa)7A 7). TRI REAGENT I [ & 36 44 T
HRRAE. W55 & H Bio Basic Inc. At
AR AII A A T A TRARAR. PCR
P14 Sigma 2 T $E4E. PCR 154 I
R TAEY) TR RA R A . AR R EiRE
TAEY) TR AR L. W7 H Invitrogen 24 7]
SERK.
1.2 A%
1.2 AZSMEMEIEE R Sil ke, Sil K4
fich HE (GSF) il & %} U251 41 g () RT-PCR 43 5 B¢

* [E R [ REL I 4% B I H (39960030, 30360040, 30760057)Fl1
B AR LRI H (2008CC003).
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(GSFA 1 GSFB)3k#4, 51¥F41045r 54 : GSFA IE
X, 5" AAGCTTAATGCCACTCTATGACAATC 3,
R X, 5 TCTCATCCTGAATACATCTGTCCACC 3';
GSFB 1F X, 5" GTCATCCCTGTAGCCACCCATCT 3,
R X, 5 GGATCCGGCTGCTTGCCAACTTAGCG-
AGG 3’. PCR X WFE/7: 94C 2 min, 94C 30s,
59C 30s, 72°C 2 min, 35 MEH, 72°C 10 min,
WIS EcoR T BV IFHHEAT 2 Sil A 58 2 I 8157
T HE I 73 A\ PM18D-T-VECTOR # 4 t, 73 3
T-VECTOR/Sil, #4757 W. TAKARA T4 % F: il
YIRS, DP A E.

1.2.2  Sil FEFFRIAE W40 i 47 1 A4 B 2%
AT, ARG B2 Ao BT Sil BRI R IR BRI
41 i 5 A7 (http://www . http://www.psort.org/), V.4

Jiw 32 £i7 (subcellular localization) & I ¥ - Gpos-ploc,
Psort II prediction, Cello version2, Tl & [ )5 1) IF
S E A7, SingallP 3.0 TN S A, 4 ok &
£ 15 7 (nuclear location signals, NLS) ¥l il] #x {4
NUCLEO, NUCPRED, PredictNLS 5
Subnuclear compartments prediction system il 2 iy
[ AR

1.2.3 EGFP/Sil fli 5 %8 #/K (GSF) /2 EGFP/Si 4
DRI 22 73 SEAR AR R AR B AAR I A At 3 FH g D) A7 A
BamH 1, HindIIH#F Sil FEKEFE AN pEGFP-N2 #fk
Hh, SRR A RIS AR EGFP/SIL. AR I £5 SR 1
AR Sil JE S AR R(G-TS1~8, GSIS'a~
¢) 3k JH AR [F) g VD42 23 5e N\ pEGFP-N2 #fk
JIWA 1.

Proloc,

Table 1 Primers of Sil half-molecular clone

Product number Primer Size of PCR product/bp

GSI5'a 5" AAGCTTAATGCCACTCTATGACAATC 3’ 1126
5" GGATCCCATCCTGAATACATCTGTCCACCAT 3’

GSI5’b 5" GTCAGAATTCCCTTCAATGTCACCC 3’ 437
5" GGATCCCAGAGGTCACTGTGGTCACTTTGGT 3’

GSI5’c 5" GTCAGAATTCCCTTCAATGTCACCC 3’ 818
5" GGATCCCAGAAGAACTGGACTTGGCTGTGGT 3’

GSF 5" AGCTTAAATGCCACTCTATGACAATC 3’ 2373

5" GGATCCGGCTGCTTGCCAACTTAGCGAGG 3’

G-TS1 5" AAGCTTGATgAAGGTGTCCCTTATCTCCCAA 3’ 778
5" GGATCCCGGGTGCTGGAGGCAGGCGCTGTGAG 3’

G-TS2 5" AAGCTTTATgCAGGATGAGATTGTGGACTTT 3’ 1256

5" GGATCCCGGGTGCTGGAGGCAGGCGCTGTGAG 3’
G-TS3 5" AAGCTTCaTGGCCTTTGAAGTCCCTGAGCGG 3’ 1131
5" GGATCCCGGGTGCTGGAGGCAGGCGCTGTGAG 3’

G-TS4

5" AAGCTTCaTGGCCTTTGAAGTCCCTGAGCGG 3’ 152

5" cgGGATCCCAGAGGTCACTGTGGTCACTTTGGT 3’
G-TS5 5" AAGCTTCaTGGCCTTTGAAGTCCCTGAGCGG 3’ 353
5" cgGGATCCTCGGTCGTTTGGAGGTCTTACTGCC 3’

G-TS6 5" aagggAAGCTTGAtGTCCAGTCAGATTGGAAGTTCT 3’ 199
5" cgGGATCCTCGGTCGTTTGGAGGTCTTACTGCC 3’

G-TS7 5" aagggAAGCTTCATETCATCAGAACCACCAGAGCA 3’ 109
5" cgGGATCCTCGGTCGTTTGGAGGTCTTACTGCC 3’

G-TS8

5" aagggAAGCTTGAtGTCCAGTCAGATTGGAAGTTCT 3’ 127

5" ¢cgGGATCCCCTCTTTCTCTCCTTCCTCTGGTGG 3’

1.2.4 EGFP/Sit fil & R IL A . KA PCR
MRS Sil ALK, Wit 4 4519, 5107
N 2. BB ST 2 X EANG M2
LTS8 2 455 1 3 A TR B BB PR 1 i

55— IR PCR RAF PN A BAN AN s B
GSM- [ (414 bp)F1 GSM-TI (138 bp), M4 B 20
AL E SRS, TR A IR PCR P4

JBOERRK, @74 GSM. PCR RNAKZR N 4
—, XWFEIK 15.0 pl, 10xZ i 2.5 wl, 10 mmol/L
dNTP 1.0 I, MgCl, 2.0 I, DNA(GSM 1 )2.0 pl, DNA
(GSM 1) 2.0 ul, Taq DNA EAEES U/pl) 0.5 pl;
O, WK 15.0 wl, 10xZE 3 2.5 pl, 10 mmol/L
dNTP 1.0 wl, MgClL 2.0 pl, 55— & NV 25 pl,
Taq DNA ZE 4 0.5 wl. PCR RNFEFH: H—
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*, 94C 5 min, 94C 1 min, 58°C 5 min, 72°C
2 min, 35 MEFE, 72°C 10 min; 55 2, 94°C
3 min, 94C 1 min, 60C 2 min, 72C 2 min, 35
AMEIR, 72C 10 min. GSM [ Sac 1 #1 Sal 1 B
J& vEl% N\ EGFP/Si f3£73 EGFP/Sit.

Table 2 Primers of Sil mutation

Product Primer Size of PCR
number product /bp
GSM-] 5’ GCA GAG ACT TGG CCT TTG AA 3’ 414

5" GAG CAC AAGACC CTC CAGCT 3/
GSM-1I 5" AGC TGG AGG GTC TTG TGC TC 3’ 138

5’ GAA CTG GAC TTG GCT GTG GT 3’

1.2.5 2 (1 7E HeLa 40 (19 2 0A K e 47 .
HeLa 41t JHBREE AN AC IS, 4% 10 34648, i
1640 HiFr Ak, 10%F A1, 5% CO, 37°C 4
PEREIR 24 b, FITR ARG, e dk T Uk DNA
M 5pg B 25ml Bi IR, A0 J71%4% Lipofectamine
2000 #AE UL BIHEAT . B S RE IR 24 h, {EWOGIL
P # I BB (laser scanning confocal microscope,
LSCM) L9, WO 507 nm, A5t
WA 488 nm, RIS I0E AT WO LOW S 40 A £ 1)
i, EIRARAS AL P Zeiss, LSM, Image
Brower 4.0 5¢/%. T H 5L K4 1E EGFP & 13
PRI 5735, DA EGFP 41 )96 BT Ae A & B A H
R RE A A TK P ) RO

1.2.6 DNA Iy, AL 50kE J2 4 il & R IE Ak
10 745 5 B Invitrogen 2 ] 58 K.

127 Hym gt . M AEY g0 b AT Image
pro 6.0, St YL )5 EGFP flié B (A & 9 64l
Mo AL A, T sl 3 IRE A SER et 3
ANPRET FASHR~F- B4

2 & R

21 SilEFEMRESEE

K 23 B e BE N PEER I 71543 21 Sil JE R 1 4
T HEM 4K %1, RT-PCR M HeLa 41 fitd 7 43 i) 55
3 Fi Bt GSF-A F1 GSF-B, B EEVIAL 5 EcoR 1 i
453R19 Sil guhdHE 2: 24157 ¥ 41 GSF(Sil full). Pf
PR FEFTAS PCR =i 1. % K B/ 51
B2 AR5 SF B bR T 2k pMD-18
| 3R1G T Tk pMD-18-GSF, 4 i 52 T3 5
BEJP AR IR, 25 Bk a1

(a) M GSF-A GSF-B GSF
bp

2000

1000
750

500

(b)

EGFP
Powy

pEGFP-N2-Sil
puc 6.854 kb fl

ort

ort

Kan'
Neo' sv40

ort

Fig. 1 Clone of Sil gene
(a) Full frame gene of Sil gained from RT-PCR, gel electrophoresis. M:
Molecular mass marker. (b) Design for pEGFP-N2-Sil recombinant.

22 Sil EEZEMLESHENERE o

Cello version 2, Psort Il prediction &5 R 3,
TR &5 AL B, Sil F DN 2R IA B 1A A E 40 g
W E . 50 al ok 0.726% Fil 94.1% ;

Table 3 Cello version 2, Psort I prediction results

Cello results

SVM Localization Reliability
Amino acid comp Nuclear 0.576
N-peptide comp Nuclear 0.623
Partitioned seq Nuclear 0.726
Physico-chemical Nuclear 0.563
Neighboring seq Nuclear 0.386

Nuclear score 2.874°

Psort[[ server results

ER retention motif in the C-terminus none
ER membrane retention signals none

Peroxisomal targeting signal in the
none

C-terminus

2nd peroxisomal targeting signal none
Possible vacuolar targeting motif none
N-myristoylation pattern none

Transport motif from cell surface to
Golgi
Nuclear

none

Reliability: 0.941
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singallP 3.0 ¥l dll 15 5 Ik @M #% €455  G-TS4, G-TS5, G-TS1, G-TS3, G-TS2, Ki#fi&

(nuclear location signals, NLS) % Jii i il # {4
NUCLEO 5 NUCPRED [ 40l Jf #% & 7. £ i #8 A
0.65; Proloc 5 Subnuclear compartments prediction
system [ T 1 5 A7 7F 41 B #% (nuclear lamina).
PredictNLS T A7 T4t HE 1206~ 1239 #1112
(402~ 413 {7 Z LR IR ) A — N MUk e A5
(K 2). 1 Psort I -K-NN pridict 73 #7 H % 5 (5 A7
6 /> HE A S8 AL A 5 & 1 AT RE I R
(bipartite)#% & 7 5 5 (1] 3).

MPLYDNQKARSVMNECERHV IFARTDADAPPPPEDWEEHVNRTGWTMAQNKLENKILKAL
QSDRLARLANEGACNEPVLRRVAVDKCARRVRQALASVSWDTKLIQWLHTTLVETLSLPM
LAAYLDALQTLKGKIPTLIDRMLVSSNTKTGAAGAEALSLLLKRPWDPAVGVLSHNKPSK
LPGSPLILIASSGPSSSVFPTSRRHRFWQSQLSCLGKVIPVATHLLNNGSGVGVLQCLEH
MIGAVRSKVLEIHSHFPHKPIILIGWNTGALVACHVSVMEYVTAVVCLGEPLLTVDGPRG
DVDDPLLDMKTPVLEVIGQNSLQCHPEAMEDFREK IRAENSLVVVGGADDNLRISKAKKK
SEGLTQSMVDRCIQDEIVDFLTGVLTRAEGHMGSEPRDQDAEKKKKPRDVARRDLAFEVP
ERGSRPASPAAKLPASPSGSEDLSSVSSSPTSSPKTKVTTVTSAQKSSQLGSSQLLKRHV
QRTEAVLTHKQAQVPISSEPPEEGEKEDLRVQLKRHHPSSPLPGSKTSKRPKIKVSLISQ
GDTAGGPCAPSQGSAPEAAGGKP I TMTLGQASAGAKELTGLLTTAKSSSSEGGVSASPVP
SVVSSSTAPSALHTLQSRLVATSPGSSLPGATSASSLLQGLSFSLQDISSKTSGLPANPS
PGPAPQATSVKLPTPMQSLGAITTGTSTIVRT IPVATTLSSLGATPGGKPTATHQLLTNG
GLAKLASSLPGLAQISNQASGLKVPTTITLTLRGQPSRITTLSPMGSGAAPSEESSSQVL
PSSSQRLPPAPRCCVICP

Fig. 2 Result of NLS analysis

Signal region were framed by grey.

-Results of the £-NN prediction

£=9/23 95.7%: Nuclear
-discrimination of nuclear localization signals
RRHR(3) at 203

KKKK(5) at 403

KKKP(4) at 404

KKPR(4) at 405

KRPK(4) at 529

PTSRRHR(3) at 200

Bipartite: KRHHPSSPLPGSKTSKR at 514

Content of basic residues: 10.6%

4.3%: Cytoplasmic

NLS Score: 1.53

Fig. 3 The prediction results of PsortII-K-NN

23 MWEFHFLET EGFPSiIl A REHAR
EGFP/Si £E#5 FRE AR FIEH K

¥ 1% Dy v [ 31 pMD18-T 2 A4 1) Sil JPAIA H
BamH 1, Hind Il 1§ V) 3 % N\ pEGFP-N2 # {4
(B 1b). FIHAH R D7 kA g8 Sil DA [ B2 (1)
EGFP/Si K& A - 73 758 A8 k. # gt Sil K& DA 57 iy
GSI5’ a, GSIS'b, GSIS' ¢ L J Sil % A 37 i

£7 F B G-TS6, G-TS7, G-TSS8. k& HBrrais
KB B I 4, A8 A B 20 48 5 1R A,

GSF 1 2373
GSI5'c 1771
GSIS'b 1390
GSIs'a 1126
1522
G-T87 — s —— G118
1395 i
G-TS6
1 242= 1394 G-TS4
1595
| 24 e G-TSS
1595 G-181
1242 G-TS3
1117 G-TS2
GSF 1 2373

Fig. 4 Different fragments were designed
for exploring Sil NLS
1~2737 is ORF of Sil.

2.4 EGFP/Sil Rt &EB LUK EGFP/Si £E ¥ 5 F
IR TE HeLa £ B o B9 7 20 B8 7€ 1L

fig J5 A& # Y EGFP. EGFP/Sil % HeLa 41 ffu
Hr, 1597 24 h EEOGHRE BAMET %L, EGFP
HERGCE S MAENM W, MERT
EGFP/Sil B4 My 5055 EEAR TP/l iz N,
1 L AZA 37 T T L S).

(2) (b)

Pe-GFP-N2

| EGFP/sil

-— EGFP/Sit

Fig. 5 The Sub-location of Sil protein
(a) Green fluorescence, (b) Overlap (a) with visible light, the expression
of GFP protein was detected by LSCM. The green signals separated in
the whole cell that transfected with EGFP vector (control), located only
in the nuclear of cell transfected with EGFP/Sil, separated in the whole
cell transfected with EGFP/Sit (Sil mutant). Space bars: 10 pm.
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I Sil JE[K 5755 GSI5’a, GSIS'b, GSIS'c LLAL
Sil 3 A 37 % G-TS4, G-TS5, G-TS1, G-TS3,

G-TS2 FEAFORL A [R] J7 25 RS € L 1
(&6, 7). LB RHAE Sil FED I E AR K
(2) (b)

Fig. 6 The location of Sil protein in 5’ terminal
(a) Green fluorescence, (b) Overlap (a) with visible light, the expression
of GFP protein was detected by LSCM. Space bars: 10 pm.

@ )

—G-TS4

~— G-TSS

«— G-TS1

+~— G-TS3

Fig. 7 The location of Sil protein in 3’ terminal
(a) Green fluorescence, (b) Overlap (a) with Visible light, the expression
of GFP protein was detected by LSCM. Space bars: 10 pm.

FER ] BEAE o gm I HE 1 395~ 1595 bp 4b. ik —
KWL e P A, M T G-TS6, G-TS7,
G-TS8 K IL AR AT & N A5 5 o M (&l 8), 7T
W G-TS7 5 G-TS8 ik H I %A ¥ 2 A,
G-TS6 /& Sil ik & (AN 8T 51 (1 395~
1 594 bp).

(2) (b)

+~— G-TS6

+~— G-TS7

Fig. 8 The location of Sil supposed NLS protein
(a) Green fluorescence, (b) Overlap (a) with Visible light, the expression
of GFP protein was detected by LSCM. Space bars: 10 pwm.

2.5 MEFH LT EGFP/Sit fiEERFTIEHIK

SEARAT i ] PCR 4738 98485 4y X 42 1 PCR
BT BRI 9a. JEILEEDIAL 55 Sal 1
Y Sac 1, WEGY) - LM 577546 N £ pEGFP-N2
# Ak, 3543 GSM(GFP Sil Mutation) 41 1, il
Jr I 25 R ] 9b.

@ y 7 2 3 ® 0 Wildtype
bp i
sl

500
200

Fig. 9 Construction of Sil mutation
(a) Gel electrophoresis of GSM- I , GSM- Il , GSM. M: Molecular mass
marker. (b) Sequencing map for Sil mutant, the arrow point the base C
of wild type (top) and the base T of mutated type (bottom). /: GSM- | ;
2: GSM-1I; 3: GSM.
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2.6 EGFP/Sit i &E R i E AT AAatx

JIg J5i 44 #: 4% EGFP. EGFP/Sil. EGFP/Sit #I|
HeLa 41 f3 1, 1537 24 h Jo#oe L 4 Bt F W
(K 5), 4SRRI, ¥4 T EGFP/Sit 140 5 4%
YT EGFP (WA Mu G5 5 e s d i, 1X
5L T BEGFP/Sil (P40 M2 = B2 00 A 78 4 i i
RN BT A ST R B AR Sl J D] G B AE
1395~ 1594 bp(465~ 531 ZIEMR L IL) b — AN
DNREAR 5 X, 1M 578 f A7 B A Sil 2 A 2 i AE
1639bp MIAE, SAKIGGGESXAES.
27 HEFIT

T AP 2 S 7 A Tmage pro 6.0, G815 4k
J& EGFP filt & 85 1 & H 98 640 M rpoE fr iy B 2,
SERh 3 R SR 3 AN S5 RT3
i, 1920085 Rk, &R A KR 1)
EGFP/Sil il & £E 1178 HeLa 41 g o 5% Y6 o0 A FE A —
H, BRERZCIIZEAN, IR (97.0 £ 0.8)%.

3 it it

5 I A0 AR DG IR L R 22 5 40 Mt ) 39 A% 4t A%
P A S R A2 A DR, AT — TSR A AL 375 400 1
A N IRTG Sl e R FRIA R W 40 i 7 AT 4
M, % —J5 iR T T 5 EGFP & [ it & JF £ HeLa
40 i R IR W g2 L WE 41 i e A7, Cello version 2 Al
Psort II prediction [ ¥R 45 SR AR ], Sil HEPH R
KB ARG M T, filG B A /E HeLa 41
o, IE T s e S R A A R, X4 R R
Sil ALK 1 n) fedl i 5 4% DNA 454, 375 DNA
(S B SE N () RIE,  BEIms Al i g gs . L0
A5 ML R DR

b1 40 A 5 A % 053 AT 3K 44 NLs pridict 730 H7 3
toSil B A % 0A 2R 1 402 ~ 413 fir G KR R ik g
(1206~ 1239 fA% IR A — A% {5 5, 1 Psort Il
ST Sil KR IEE 11 6 ANl RE M M (s 5
Fo U ASARER) IRARAS 5. NLS — 2t — %
AR, B PR L b R 2 R A s, AP
IR B e A, Tl H ONLS 4 gk, R
P[] L 4 LA B AN FH BT R 45 A F 1 — B
FERIe, H4 4R (155 GFP R 11 5/ Ui il 2654 2 N
FHT 32 109 43 W 8 1 500 48 s 7 19 7 YR Rt
FUH EGFP 85 (il & g O 1 SE 30 45 5 R W, 7E Sil
S DRIP4 4 A% 5 A 7 FA T 1.395~1 594 (465~
531 P LR AR IL) X B, 554l A% o A7 & 1005 AT
A NLs pridict HGl X BEA—3, 125 Psort IT -K-

NN pridict [F#B5r X Bt—%0, JUHZ ARG S X
3.

G-TS7 Fl G-TS8 Wi Btf3 13 MEIER)TH I &
B, A IR I HA E AL B A k% b, KW Sil
A I R AZ E LA T A JUR LA SR R A
(1, wReS—BPaIA k.

RO IY TAERIT, Sil — 2 B0 AR
MR AA G, A K A 3 R SR A
R XA RN AT Sil R g A AE 1639
(546 {7 Z LRI, FARNG BE N IR AR Ser A28
Pro, 5P AifE 5 MAE S, M Sil
K545 B 5 EGFP il £ 11 76 HeLa 40 M o (152 A7
gERRN, SURRIRINE AW TRHCRE, xR
AL SAR LI T Sil FE N FRIE T A0 41 T
. AR SATERZ B AL X (465~ 531 ALz FE IR bk
B, KR EIAZ E AL LLAMAN G 2 SE IR 1A
R G S I T Al D A 11572 TR N |
R RE M IE S RS, IX AT BE AL T ESil AL i
PR SAT IR R IR 22—, AWFFE IR — R BN
NS Sil BERRIA B I Th e AL S R
FHOCH LB At T LA

2 % x M

1 EAEE, AR, B 6, AR — AN MU R B 6 T RE . AR ik
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Study of Subcelluar-localization of Serum Inhibited Gene Sil Protein”

ZHAO Wen-Xiu"", WU Hong"?", TAN De-Yong"™"
("The Laboratory of Biochemistry & Molecular Biology, School of Life Science, Yunnan University, Kunming 650091, China;
2College of Life Science and Technology, Southwest University for Nationalities, Chengdu 610041)

Abstract
identified by differential expression of genes in U251 cells. For the further study of biological function of Sil,

A serum inhibited gene Sil (GenBank acession number: AY050169) was previously cloned and

prediction procedure was performed to predict its subcelluar-localization. Relative experiments were carried out at
the same time. The expression of EGFP/Sil recombinant in HeLa cells showed Sil protein located in nuclear
which corroborated the prediction results of Psort Il , Proloc, Cello version2, Subnuclear compartments prediction
system, NUCLEO and NUCPRED. According to the PredictNLS prediction, twelve different fragments of
EGFP/Sil recombinants were constructed to identify precise NLS regulation sequence. Findings proved that the
real NLS regulation sequence was not the same as the software predicted(1 206 bp~ 1 239 bp on Sil ORF), but
located on 1 395bp~ 1 594 bp of Sil. A tumor relatived mutation/EGFP recombinant localization result showed
though the mutation site (1 639bp on Sil ORF) does not located in NLS regulation sequence, it did affect wildtype
Sil protein divert to nuclear and may affect its natural function in cell, perhaps it is the main reason for highly
mutation rate of Sil in tumor.
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