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[ Abstract]
with large surface protein ( LHBs) and identify the interaction between LHBs and C53 in HepG2 cells.
Methods
plasmid pGBKT7-LHBs. The plasmids pCMV-5a-C53 and pACT-C53 were reconstructed. The interaction
between LHBs and C53 in liver cell line HepG2 was identified by mammalian two-hybrid and

Objective To screen the proteins from human liver ¢cDNA library which could interact

The interactive proteins were screened from human liver ¢DNA library by the reconstructed

co-immunoprecipitation ( CO-IP) methods. Results €53 was screened from human liver ¢cDNA library by
LHBs. The plasmids pCMV-5a-C53 and pACT-C53 were successfully reconstructed. LHBs and C53 had
interaction in HepG2 cells determined by mammalian two-hybrid and CO-IP methods. Conclusions The
interaction between LHBs and C53 was clear and further functional research would be done.
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1. AJFIE ¢DNA L LHBs A B AE & A
i - W ) K 3K 204K pGBKT7-LHBs H A JF 57 Jir #4)
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SETERG, 5 AFIE cDNA 32 ks 5 Ak 1% 1% B 1 Bk
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SD/-Trp/-Leu/-His/-Ade 535 4 F A=K 16 d J5, 1}
FEIGIEFR 5L [ AR K H AR R 5 09 BRPE TR T -

FHAM: ORI 3 A - R R BH M T v, 97 R 3% 3%
S IR A3 38 B 1 4 MU B o, P47 R o L 7%
RGBT, TR R RE 73 J5 $ BBk B ) I 0
¥, 5 NS R B PE R A T HEX 43 HT

2. Jouo AR A AR AR N 2 R DX A B R T A
(GenBank accession:NM 176096.1) , /35t . F
W54 (57 -TCTAGAACATGGAGGACCATCAGCACG
T3’ F1 5°-GGTACCCAGAGAGGTTCCCATCAGGT-
37)  AES 1w a5 I Kpn T F Xba 1 BRI
IR 0 48 S PRl U0 050 SO 45 A4 2Ry - 94 °C Tl AR P
5 min; 94°C 25 4 45 s, 60°C iR & 45 s,72°C 4 fif
2 min,30 PMEH ;72°C {1 10 min,4°C o< , PCR j=
Pyl 5 pGEM-T iR i% 4%, T 16°C 1%, S ik
E. coli DH5 o 337 AN TR $E USTRE , 28D A 5 LE X6
S0 % 8 IR B T, SURE ) 7 ) 0% 42 pCMV-5a Fil
pACT J5 LAIRIRE I iR 58 5E 4317 o

3. HHAEEE IR BRI G s HepG2 A i % 5% T
10% fA4- 135 9 RPMIL640 85 323, & 37°C 5%
CO, FEFRAET IR, 2 d A0 1 W, FE gl 1 R, 4%
5 x 10° /LA BT AL, R 6 LR IR, #5
LB DNA & 2 4 we/fLIF 43 b 52 56 21 Fi B X%

4. WHFLSHPIAAE FE G453k 6 4 - (1) BHPEXT
HEZH . Jii & pACT-myoD | pBIND-Id F1 pG5Luc #t %%
Ye; (2) S5 4 Jiu kL pACT-CS3, pBIND-LHBs Al
pG5Luc Fe#E gL, (3) BAM: X B4l 1. 5 fL pACT,
pBIND F1 pGSLuc 554k (4) BIMEXTBRZH 2. ks
pACT-C53 \pBIND #l pGSLuc FL&5 9L (5) %) 1R
2H 3. i ki pACT, pBIND-LHBs Fl1 pG5Luc 34 4,
(6) 75 A4 .

UKL YL A 24 h 5 24AH AR, DL PBS MR
ZHff, 4 FL i A Passive Lysis buffer, z= J& 24 fi# 15
min , {4 i 75 53 240, CEE A i 24 A o B T ok L, B
O B LI 20 ol 200 A 2 figk I A B L AR, A
Firefly Luciferase £/ Renilla Luciferase X{%¢ Y61 .

5. B EILPULE : ik pCDNA3. 1-myc-his( - ) -
LHBs f AHESE I i 2 S AR A7 o BORi % JL 21 ifl 48 h
Jei S ZH RN 5 911 X A 2H 349 FH A1 A2 4 A0 e 2 o
UM A, SRR A, AT e SR O TE 5L PBS W
VERANA 2 U 4l 3% 58 Al B L i A 600l it vk
Vo T A P 4T L 28 A AR ol 40 L 5 4 S i 5 il 2 400
NG, A Protein-G/A Beads,4°CJE$% 3 ~4 h;
B SIS A c-mye B451 4°C IRFE S5 15
I AGE 7 (Y Protein-G/A Beads, #R¥F /5 2505 b

15 5 AR P A M S R DR IR UTVE T, B0 5 LT s )
DLVEFIMAGE IR 5 x SDS S i, = i A&, 5500
Wtk B3 BV a] 388 1 L Dk SR Y A ss B S 5

6. SDS-PAGE K Western blot #& il . 1% BfL%& Y
pCMV-5a-LHBs 2H | 5250 2H S B P B, & 90—t
YR HI$0-LHBs (1: 500 #i k) ,4C B & —ht
Bk HRP-111 3470/ TgG (122000 FikE) o

B W e s

FrABUERIL & +5 Fom, ZDFEAR B Z [ 1Y
FeB T3 2253 W, 221 FEAS B4 80 W 22 [] 114 e A ]
SNK-¢ 5% , & ] SPSS 13. 0 Ge it 84k #4773 #r, LA
P < 0.05 J2ERAEAGRE L,
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PCR "3, 25 R WoR AL (1) ¢

A M
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1 pGBKT7-LHBs J5z 4 %% 1k AH109 £k 3 bk 5 W 7%
PCR %€

£ :M:DNA Marker; A ; pGBKT7-LHBs Jii i %%k AH109 % £
MRS ST B IR PCR & 3645

B AJFHE cDNA SCEE ik C53 JEH

T R L% 28 i AL U 1R H 8 AN BH A% Te
20 5 Hop 2 — 5 NS D 2 500008 o kA 7 ) U
G XT3 AT, &S C53 JEH (NM 176096. 1) [R]
4 100% (E 2)

= I HE pCMV-5a-C53 il pACT-C53 ks

FAEER) pCMV-5a-C53 Fil pACT-C53 J5h 28 A Jif
I K %5 2 IEA (R 3) o

DU T FL B AR AT S e 2

pACT-C53 il pBIND-LHBs 144 Y it , 4 % 5% 36
ZE PE(E 32 pACT F1 pBIND 2% 2 44 4% Y 240 L K¢
pACT-C53 F1 pBIND %5 #% & . pACT 25 #% & 0
pBIND-LHBs H:AL YL 2l 1 25 TRy e Mr 2 e i, 52
5 28 185 3 X HE A A X 2 e 28 Rl PR A AR 1
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HEEFHAGRITZEX(P<0.01) (K1), 4R
75, LHBs 15 C53 75 HepG2 4i iy N 77 7EAH B
e

GENE ID: 80279 CIKSRAPS | C53 [Homo sapiens] (Over 10 PubMed lirks) .

Score = 2809 bits (1521), Ezpect = 0.0.
Identities = 1521/1521 (100%), Gaps = 0/1521 (%) .

Strand=Plus/Plus.,

Query 1 ATGGAGEACCATCAG CACGTGCCCATOS ACATCCAG ACCARCAAGCTECTORATTGSCTG 60,
ICECEEEEEEEEEEE R R T R R T

Sbict 85  ATGGAGGACCATCAGCACGTGOCCATOSACATCCAGACCAGCAAGCTGCTOSATTGSCTE 144

Query 61 GTGCACAGARGGCACTCCAGCCTG ARATCGCAGACTCTCCTGCTCACGATOCGCGAGARG 120,

TECEEEEE PR R E R R R EE e
Sbict 145  GTGGACAGAAGGCACTGCAGCCTGARATGGCAGAGTCTECTGCTGACGATOCCCGAGARS 204 .

Query 121  ATCAATGCTGOCATCCAGGACATGOCAGAGAGCGARGAGATCCCCCAGCTGCTETCTE6E 180

TEEEEEREE R R R R R E e e e
Sbict 205  ATCAATGCTGOCATCCAGGACATGOCAGAGAGCGAAGAGATCGCCCAGCTGCTETCTGS 264 .

Query 181  TCCTACATTCACTACTTTCACTGCCTAAGAATCCTGGACCTTCTCARAGGCACAGAGECC 240,

TECEEREE R R R E R R R R R R R e
Sbict 265  TCCTACATTCACTACTTICACTGCCTAAGAATCCTGGACCTTCTCAAAGGCACAGAGEOS 324 .

Query 241  TCCACGAAGAATATITTIGGCOGATACTCTICACAGCGGATG AAGGATIGECAGGAGATT 300,
R R RN RN RN R AR RN R R AR AR

Sbict 325  TCCACGAAGAATATITTIGGCOGATACTCTTCACAGCGGATGAAGGATIGGCAGGAGATT 384 .

Query 301  ATAGCTCTGTATGAGAAGGACAACACCTACTTAGTGGAACTCTCTAGCCTOCTGGTTCGE 360,

IEECEEECEEE R E TR TR TR T TP
Sbict, 385  ATAGCTCTGTATGAGAAGGACAACACCTACTTAGTGGAACTCTCTAGOCTOCTEGTICSS 444

Query 361  ARTGTCAACTATGAGATCOCCTCACTGAAGAAGCAGATIGCCAAGTGOCAGCAGCTGCAG 420,

IR R TR TR EEEE R EE T T
Sbict_ 445  AATGTCAACTATGAGATCOCCTCACTGAAGAAGCAGATIGCCAAGTS

ECTGCAG
Query CAGEC Chotec

uery 421  CAAGRATACAGCCGC: AGECECTCECCARATEERE
CCEEEEEEEEEEEEEEEEE TR TR TR NP ) L
Sbict 505  CAAGRATACAGCCGCAAGGAGGAGGAGTGOCAGGCAGGGGCT! ﬁﬁ GLEGS =S

i Hepicay 12
Query 481 TTCTAOCACTOCTGCAAGCAGTATGECATCAOSGECCARARTCTCOS AGGAGAACTECTG 540,
LR R R R RN R R AR RAARAAA
TTCTACCACTOCTGCAAGCAGTATGECATCACSGGCCARARTCTCOG AGGAGRACTECTG 624,

Sbict 565

Query 541 GCCCTGGTGAAGGACCTEOCGAGTCAGCTGGCTGAGATTGEGECAGCEECTCAGCARTOD 600,
LN R R R R RN AR RN R AR AR R RY AR AN

2 BERERUR AL L B T ke
T < B RO S 1 PR S o 22— , FLJ 9] 5 A SR TN 4 5
B o Sk AT [ IR B0 B X o A A B, 5053 2k I (NM
176096. 1) [ Jidk Jy 100%

M A B

1521bp

B3 pCMV-5a-C53 Fl pACT-CS53 [k 2 U] K Il e 4 v
1EHf

14 :M: DNA Marker; A: pCMV-5a-C53 Jii i % il 1) o ik 181
pACT-C53 R SUAY) i vk

R 1 TSR AL AR

215 % Xts
SEGH 3 0.0138 + 0.0023
R % HE 25
1 3 0.0034 = 0.0008"
2 3 0.0042 = 0.0006°
3 3 0.0041 + 0.0010°
XRS5 SR A AR L, P < 0.01

A L UTTE S HRIE S LHBs 5 C53 2 (1 1E
HepG 2 4l il PN 7746 A BAEH

Sk pCDNA3. 1-myc-his ( — )-LHBs f1 C53 #%
Yt HepG2 41 g )=, 73 5 F $T-FLAG & 4ii-Myc 17
CO-TPS2H; Je £ 1 A BN S 3o 45 R 4 7n LHBs
55 C53 7 HepG2 40 fitd N A7 78 B4 59 AH B.AF H]
(El4),

Wye + - -
Myc-pre S2 L HBs s + +
Flag-C53 + 5 +
m | e, | Myc-pre S2 LHBs
E:Mys T
18:Flag !
ot [ -] s
Input
1B:Myc

4 LHBs 5 C53 & F1F HepG 2 4RI P4 A1 ELAEH]

it it

JHE 4 I8 2 o DL A G g B T A 2 1 %
T8 R, 4 BRAEAE I 40 0 07 & 9 £ 63 7
1], AET- N HGIT 60 7. Tk FEAAF 3 & T 40 f g s
At 30 J7, A R A4S Rl R G S AL, FLR LT
ARV, HOBYE R R R B RER 2 ER
HEH , JAITMERE R JRPERE . HFANE AR I2 )G R
EIE RGN B , o AR B 6 A
HLSAEATER < 5% BT, © W15 3R E AT 40 i
I U N R R T 2 RIT A 1 (HBV ) Jljy,
WGk 22, HARA R K& HBV 5 B4 g 19 & s Bl
il ZE AR fE 58 4 I A L i = VB 9 L1092 7 1
HRBE X EIR YT 250, R, WA I 40 A i e
J& HBV JEYLAH I I 41 M 388 119 & AL 1 — T 2 AT 40
g B 9 F 55 A, ) S ) i —

1M LHBs 5 HBV 12 4 8 UL iy £ 48 M & T
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A B AT B VAR BH S EA >
TFA] A AV FRVR . 7 400 A T 2 O ) 4% f— A T B
TS, B -8 A B 2% 5 5 S5 R 5 I 2 %
PR R S S S E e O ik, A
SZUGHFSY T LHBs 767240 B A 64 AH B4 48 1 0F
— SRR SR B A L

AW R A S RS, % 3] LHBs 5 €53
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E— A4 Chk1 1 Cdk1 f SHAE F % e, HE T4 ok
M 22535, Mt — B TR AR

& % X W
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