B 27 B 14
1428 2005 47 H

IABE I 32 R GE AR A BT ¢DNA STEE R i 55T P31 HE(E AR AMEEF

= K K K ¥ #% #
ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE

Vol. 27, No. 14
Jul. 2005

SCERH Y 1000-5404 (2005 ) 14-1428-04

E 2 R HeE e AR, 5 ', $&t, TAF Peter M. Larsen’ ('R AT
7 B B 4 T iSSR0 4 05 0 T S 5 L 0 B 1 L T DG v T 4 T S 0 3¢, TR 4000385 b 5 X
B B BR) , AL BT 100700 R 9138 K 2 (A AL 4B s, P )

R®ROE: HIy AR RO e AR BT S SR VDR AR R R A (1 P31 R AR IR . ik AR
BPRUARSERGE, AN P3LL AR, 0 5 AT eDNA SCRE, S8R AE 5 22 A0 T 0 A A0 PRPE SR . LA A1 2 0k A 38 i 30 HE B (2
B, It PP S R 1T e 500 5 DA AR B2 00T SR R W WA 2 1R 7S 355 A~ il , 2ot il A0 TIE , 2%

Bk 8 A RIS . BN AR 8 D IER AN (TATRE S P31 AR AT

REIR . WERROUZRAZ s PILL S A PR ; 4F 4t 1k
HEES S 0503;Q781;Q785

SCRRARIRAD: A

Screening the gene sequences of the interaction proteins of P311 from human adult
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Abstract: Objective To study interaction proteins of new candidate protein P311 in hypertrophic scar by

yeast two-hybrid system. Methods

Using P311 as bait, a human liver ¢cDNA library was screened and the

proteins interacting with P311 were searched. The false positive clones were discarded by one to one yeast two-

hybrid system, and the positive clones were sequenced and analyzed by bioinformatic methods. Results Eight

true positive clones from yeast clones were obtained after verification. Conclusion

The encoding proteins we

obtained may play important roles in the function of P311.

Key words: yeast two-hybrid; P311; hypertrophic scar; fibrosis

A PERIR Chypertrophic scar, HS) J& B k147 5
HABK ) —Fh A REJR , H™ AR e T 40 1 FE Ao
SE [R) AF TR L 20 5K 7 LA R A 1 it £ 2 77
U BT AR  SSLET A 0 L T 4 A 5 A R R
SRR AR W EE A RN S 0 YRR
KA e B (8 DR T HAR A AL i A o8 v . K
I 2 RS B AR 36 003 F S e 2 MR 41 41
[ % T B2 K 2 2y 25 5 9 8 ik PR F 5 o i i 97

P& B AT RIS (1977 - ) 5 U4 b LA, AR A, B0, o M

HEPYHLMCE (V5555 A maWrgE . HLiS : (023) 68752688
WIEE R FHL: (023)68754006, E-mail : junwupro@ public. cta, eq, en
W48 B #A :2005-03-01 4 %[5 B # : 2005-04-19

FRACHELA] X HE — A7 A {5 B i, R BAE R
4 A PR IR P p311 ( GenBank 1D ; hsu36189 ) [} F14
A BERR Y Fujitani 4 JESK BAZHUS 1
22 2 HE A 2 S A2 +f P311 mRNA 2 —3f kB,
HAEA NN AxCAP311-FLAG (1) 5747 ik 7] LA
fRE Ak P12 40 F b 28 b 2 26 i, Pan 25T )
SRR P3ILT REAR E FSCET 24 20 i 1) JULET 4 £ 40
Fetb , ff TGF-B1 f1Z: 54k TGF-B1 HYHE[T 4 /R B H
Bl MMP-2 \MMP-9 33k FRAR , A0 i I a5 5 1 3
PR, TR HACETAALER . G, O T i — 4R
W P31 FEQNI08 5 it A 0 H 3G A PR & A A& J
I FIBLI S n] BEAF AE R BT WA=, 3T



o 14 1

BSE, . LARERE DL 3 R Ge MBI cDNA SCZE sh i 5 58 P3 11 AR EL 1 TR 109 2 I 51 1429

FHRERE 2% 58 Z 48, LA 45 Gald DNA 2575 X (DNA
binding domain, DBD) 9 P311 Aifi a1, ik AN
cDNA 3% 183 75 P311 A B/ B 56 R 451

1 #RERE

1.1 ## A4 cDNA L& F3 A

KT DHS o Ry A (R A7 AR P31L B RE TN 4 195 51
Hok ¥ Levi-Strauss Matthieu 45 H{08  & Fh 5 ®F £F BZRAC
YA 03 A B o b gk B RY B R S B Clontech 24 ]
R T T AW A TaKaRa 206, FOR G F &
e R ) £ PCR = ik il A & A Omega 23] T 4714
(pTZ57R/T) 4 B Fermentas INEL R G R R
Oxford 2477 §h . BEHE Y Bl B, Peptone 3504 F L E T
S b BRI AR AR LA S Y 5 0 ey Lo 2 W) £ R, A
P311 5(¥5h .

p311 EiES ¥ . pGBKT7-p311-Nde | 5'-GCACATATGGTT-
TATTACCCAG-3' (4 A Nde 1 B4) 6 &) s F 514 : pGBKTT-
p311-BamH | 5'-CAGGATCCTTAAAAAAACTCCAGG-3" (4fi A
BamH 1 FYI1{7 5,)
1.2 7k
1.2.1 HEAUTRME S P31 SRR PCR §4,
0. 8% FARH UK IESS A 220 bp K/G i PCR 7= 4t 4k it 57
&l , 4% % pTZSTR/T 4% 4b % DHS o #E77 I 1 BETH 25 FH A%
HTE IR AT TR 1 4R R Nde T BamH 1 ARG )
BTZSTR/T-p311 i pGBKTT KL, [ 3 3 %, 4 W % fk
DHS«, $12 HUSORE I i i PCR B V1A Fr %6 %€ pGBKT7 - p311
P ) I R R A B B bk AH109 5 it SD/-Tirp i i
PR 7l , 348 PCR FRUCHESE (W0 I OR A7 7 b 4
1.2.2  SCHEET® Fie Bl Clontech 2%\ (9 i B 453 47 SCE Y
PRl 4 Ik I o . 3% IO 18 B (1 B ZH R pGBKTT -
p311 X AH109 17 £ i &M 5 A M hRES . ¥ AH109[ pG-
BKT7 - 5314 Y187[ SCHE 20 ok | b 47484, UGHE i SD/
- Lew/ - Trp/ - His/ - Ade,SD/ - Lew - Trp/X - a - Gal,
SD/ - Lew - Trp/X - a - Gal,SD/ - Leu/ - Trp/ - His/ -
Ade/X - o — Gal PUSRTHIE ST AT B 415 i B v je adt 47 I £
Hiv& PCR, fz itk & o [A) 6 i A p311 Fl pACT2 B Xt 5] 497,
0. 8% S W SE I ey vk 4 =40y, A 3 0, M b S o [R] B
T A AN SCHE I 5 PR SR X B R e Y T SR
o1 R —— U AR R 2SR TE TR, U
T & U5 IE PR A HAEH] .
1.2.3 [HPESTRE M A fR B A Rf b — i i 4 i) B
1 v i A R SR O R 7S, #IFH BLAST ( basic local alignment
search tool ) % 45 5 #F 17 [A] PR 20 87 . 3T Chttp://www. nebi.
nlm. nih. gov/BLAST/) , %t [t 504 J# & % & GenBank , EMBL |
DDBJ A 1ETC 4 S . I F)H Bioinformatic Harvester( ht-
tp://harvester. embl. de/ ) {E£8 T H 5147 BHPE o [ BT A e 3 4 1Y
K 55 I RE A AR G AE

2 HR

2.1 FEHEAREAME

24 PCR %52 K DNA S (% 1), 28] P311 BE K E
Wil A F| pGBKTT #4{4 5k ( 5 Gald DNA £k & X H A7 4[] i) )
HEHES)

(3]

000 bp—+

500 bp—

250 bp—

1. DI2000 marker; 2: PCR product of pGBKT7-p311; 3: The vector
and target fragment of pGBKT7-p311 digested with Nde I, BamH |

B 1 PEMFARIA PCR 5] % i 35 A5 1 RE AL A ik B
Fig 1 Electrophogram of positive clones after PCR

and enzymatic digestion

I E 1 4 - ATGGTTTATTACCCAGAACTCTTTGTCTGGG
TCAGTCAAGAACCATTTCCAAACAAGGACATGGAGGGAAGGC
TTCCTAAGGGAAGACTTCCTGTCCCAAAGGAAGTGAACCGCA
AGAAGAACGATGAGACAAACGCTGCCTCCCTGACTCCACTGG
GCAGCAGTGAACTCCGCTCCCCAAGAATCAGTTACCTCCACT
TTTTTTAA

2.2 #AMEMAfaGER ARFESESE

55 pGBKTT 75 # (A% BERH L 4 , s B0 235 S UE 5 378 1 S 4 Ok
S [ 380 0 M X AHI09 K # 1, 3 F AH109 [ pGBKT7-
p3l1] 5 Y187 [ pTDI-1 ] (% 45 45 % u% & T L LA B Y187
[pTDI-1] 5 AHI09] pGBKT7-53 ] (4% {5 4. FH] AH109( pG-
BKT7-p311 | A L T £ DA% 248 7 46 07 2 A L F R -
2.3 AT cDNA S 64 I i fo [A b 5 B 9 555K

30 CHi 322 d, SD/-Lew/-Trp/-His/-Ade HiJf 5 91258k
i PR 7% R 355 A4S, 4t 3 AR ARG R AT e 1S B M
Wik 98 A, SR A 3 UCEEREFTE PCR G, %5 Rl 35 41 i
FH A ST TR 0 BV VI 55 4> I 2 Eh #E L 40 4~ FH
PSR %I 2 AT AR (s B T R B 40 S
PhvaRE S8 18 R EAIE (F 1) . — Y R P A A SR
CH AD PR R4 51 5 15 10 8 11 pGBKT7-p3 11 SR 73 51 32 4
THOER RS EY], M A K A o SLBE AR
{5 g BH A
2.4 ML A HIE LN

M2 AR BT 18 R R B () AR 0 A 1 O F B 2 A A B



1430 B =

= F OE K ¥ ¥ #

N E

FRPE A W28 k443 [ ( haplotype As8D mitochondrion) 8 1E
1 (ferritin) F1 40 Bt 7 48 (actin) 45 2 )5, &0 & 8 1~ FHME 5
[, 25 H.7,8,15,16,19,47,49 88, 15 P311 EfE [RIAt 32 ik
T AT e

F1 BENRTRFEMENHS P ZEHBEERN 18 HEA
Tab 1 18 positive interacting proteins obtained by yeast two-hy-
brid system

Number of

Proteins Clones(n) ;
some plasmids

Metallothionein 2A

Ferritin light polypeptide
Hypothetical protein HT036
Peptide deformylase-like protein

3

49
4
19
15
Aspartoacylase-3

BAC clone RP11-291L15 from 4

Chromosome clone RP11-4713

Clone FLB1413 PRO0309

Haplotype As8D mitochondrion

Hepsin (transmembrane protease, serine 1) (HPN)
Histidine-rich glycoprotein ( HRG)

Signal recognition particle receptor

Transthyretin ( prealbumin, amyloidosis type 1)
Actin, beta (ACTB)

Aldehyde oxidase 1 (AOX1)

Clone RP11-320C15 on chromosome 6

c¢DNA FLJ110% fis, clone PLACEI005373

Integrin beta 4 hinding protein (ITGB4BP)
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