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FEZ . R SMART FARM A T AL ATMAS 4K cDNA SCHE, F i A8 SCPER B K 1. 96 x 10° pfu - mL™", SO
AN 92.8% , AR BACHE N 1.23 kb, §HICEHEN 1.64 x 10° pfu + mL™" o Beit purH e PRARSF 519 %0 2% 3C
Fi0fe, sebe T IbRTIHRG purH FE (GenBank %55 EU334506) , ¥ purH [N 5% 4 J0 ) BEHE 32 [7]4f A pEGFP - N3,
A CFP it SN AR IR pEGFP — N3 — purH, 5 Ho 3 AL ARTHAS AN SR A o e 24, 48 A1 72 h,
PEGFP — N3 — purH 9453 10. 3% ~53.2% , LRSI 2 An TAM R S ARzt . BERB A, SRETOE/EN
JA% rh AR A SR BOBORR . S5 SRR, AR TMAS AT IELT 2L cDNA SCURRT & -FEZOKR

R JLRUIRY; SMART cDNA SCJF; purH N
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Abstract: A ¢DNA library from Beijing fatty chicken liver tissue was constructed according to the protocol of SMART™ ¢DNA li-
brary construction kit. The titer of the initial library was 1. 96 x 10® and 1. 64 x 10" pfu - mL ™" respectively. The percentage of re-
combinants was 92. 8% and average length of exogenous inserts was 1.23 kb. The full-length sequence of a purH gene (GenBank
accession No: EU334506) was successfully amplified from the library using a pair of conserved primers. Full-length purH ¢DNA
was inserted into the pEGFP-N3 vector and transfected into Beijing fatty chicken fibroblasts. The expression efficiency ranged from
10.3% to 53.2% in 24, 48 and 72 h after transformation, and green fluorescence was distributed throughout the cytoplasm and
nucleus except in the cryptomere vesicle. A high quality cDNA library from Beijing fatty chicken was successfully constructed and
provided a useful resource for the functional genomic research of Beijing fatty chicken.
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R, o IUEF BRI A AT SRR T ol TR A M S R AL R Sk B SR R R R R
AT T TR AR R S P 14 24500 R e e A o SR A TR R EAZ Y R 45 AR TS, R 400 o g 4 i
o X IR R S B L g purH (OB 9 B A B . AR sl S

ABEFER ] SMART FEARM 1 AE 5T A T 42 1 cDNA SCHE, 5 SO R e B 0 85 1 b 5t g
purll FEP, AFEAC SO XS AT 4R A0 P HEAT 220K, A€ purl 78 40 i) o A SO A RE 37, FF ARG
BHYEAR MR, b iE— 20 B DRI ST B AR S BN Bl v e b O e ) B 5 i

1 #R5HE

L1 ##5i7

L1 RIesrR 7 Higdeatilixexg ity 30 H gt st fh s B g o Ol BL# B AL ot & Bes E R
RS 3563, pEGFP — N3 484K B Clontech /A %], pGEM —T Easy Vector ) [ Promega /],

1.1.2 EZEiXF RNA $2IL Trizol {7 &4 B Invitrogen 2\ &, SMART™ ¢DNA CFERF &M H Clon-
tech A, WEEARA2EE  Gigapack I Gold Packaging extract I [ Stratagene 2\ %], M-MLV [z % s )
F Promega A ], QIA B IR & A Qiagen A W], W4T GFP HLlAIlg [ L aTH B2 Fl o

1.2 REH*

1.2.1 E RNA pyH$R UL SOl AT IEZH 2L 100 mg, % 18 Trizol 12050 & U W1 52 US RNA, FIH]
SN OCEETE S A PR BE A HL TR RNA R4 7 BT B A

1.2.2 Je5TiH38 cDNA XEMMAESH/RN DAt st 8 RNA #itk, FIH SMART R & 4K
cDNA SCFE R i el B0 @ 8 E T 1T, X Horh ¢DNA & i & LD-PCR  (long-distance PCR) 4§
o AL BRFE A . CHROMA SPIN —400 A543 25404k (%) cDNA 5 NTriplEx2 4K % H: 0% E 3 AN H
Bl (1:0.5, 121, 1:1.5) o F BT rboRe 5CA8 BR 23 5 I R ™ S8 R 384 SO B2, JF PRI B, A
FHSF 55149 LAMF/LAMR ; 5'-cca ttg tgt tgg tac ccg g-3'/5'-ata cga ctc act ata ggg cga att-3'3FfT PCR §" 1%,
Rl A BE RN, S AR,

1.2.3 purH BEERMTEREZRIEHENNE S8 GenBank f purH JEF AT, BoitHEFrET|
¥ F1/R1: 5'-ctc gag atg gee gee cgg cag cag cte ge-3'/5"-gea tee glg atg gaa cag ceg aag g-3', N RILH240
9 Xho 1 Fl BamH 1 BEUISLRL . 3738 B9 purH ZER GG IX P32 Xho 1 5 BamH 1 XM %E il 4 A
JIEBERR LA B pEGFP — N3 2fA, Ml & Rk # K pEGFP — N3 — purll

1.2.4 SMNEEEFREBARMAIEFT BUERUMAS 7 HISIAG, SRAHSARSMRE B 57 20047 R A 20
Musigs . R0, RIS IR, ST LR AR A M R AT A M A I, b AR IR 2k R A D
AR

1.2.5 BEFEAHRR purH BRGTEE RAMEFASEJ: " K pECFP N3 — purH % AJLETIN
X AT AE AN M b DA R BUUR RN DNA BEXTAL A ROCR S0, 55 0% 48 h i, MG dtiifid 1: 4t e 4%, 4
AR 2 70% ~80% T4 800 g - mL ™' [ G418 LEF IR AT e, 2010 d J5, X HEZ0 40 i K5t
T WRERANM 5T B (T BUBU S FRIR TR . B G418 BEFRME 0y 300 pg - mL™", 4REE0kRE TR, &
3~4 JHJE, AL AP M AR T . A /D T AL A0 RS A AN B TR B IR WY 6 FLAR
Hy KRR, RIS AEE K5 EGFP — purH T 4E 4 ik .

1.2.6 RE&EBRIE Western blot 5 RT-PCR #&ill WA RIEFRAZ HVEANN, FIFRIE, ZWRE
HEEH AL SR 2 10 mL B0, IAGE & NP - 40 28 240 20 i, Bradford 210 5 4 MG AR H
JE, SDS-PAGE Hiik 5 F I Bio-Rad 24 wl 2 4% AU B & PVDF IR, A LT GFP — B i
(1:1000), 4 °C 2 h, HIMAZHIHFRK (HRP AR FHi i IgG 1:400), 37 C 1 h, DAB ()5 5HEH
PRUERRIEST EX 2 5E o TR FR I pEGEP - N3 — purl FHYE A0 P ER U RNA, 2 5% 5% cDNA 847
RT-PCRY" g, Kl S5 R Rk R B S5 1L

1.2.7 #uRGHSSM $64k24. 48 172 h J5 ] Nikon C1 - plus BOGA T R A BRI S #5041
A, TR . S OO AT R R E purl TR R E A SRR, ERRLEH
M &4 (http: //au. expasy. org/tools/protparam. html) HEF7TRE4TRIM
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2 HR54H5
2.1 2 RNA BJIEELS cDNA W& B
LI RS B LR 218 RNA, 24585y A B M I
HOCEE T, A/ A (H R 2.04, A 1.231
pg - L' S M Uk i 18S rRNA FI 288

PRNA (4TI (1 - A), Fm bR 7 AR bp
HUA AR A % RNA Jfif. AT LD-PCR L cDNA 4 000 —
LEERHIRL A R cDNA 552 686, LN 0.5~ .
4.0kb, BATRAET ONAH (H1-B), wakm

B LA cDNA 5 8@ FEZ0R 400 —
2.2 JtTEiHIG cDNA XEMMESHELE
K CHROMA SPIN 400 43 B A4 0 50 B, Uk
AN B cDNA (N 0.5 kb) 4%, 735k
NERBR/NAFEHIL 15 NELE, 4iRE/R  E1 JesmBHFRAS S RNA (A) & cDNA &5

54 ~T E AT cDNA (K2 -A) o FEREM LD-PCR =4 (B) EEikE
3 AR M (1:0.5, 1:1, 1:1.5), 4&EcDNA Fig.1 Total RNA from liver of Beijing fatty chicken
SRMIE RGN 1515 (15 K (A) and the products of LD-PCR (B)

M. DNA marker; 1. LD-PCR 22 M =4 The product of

R 1.96 x 10° pfu - mL™", 48 SCHE A R
E:F’G'i j‘j ptu = m ’ T}L H jCE:Fﬁ'E LD-PCR with 22 cycles

1.64 x10" pfu - mL™",

MR BEHLERI 125 A~ sa ke, 4T R M PCR 434, it SCPE M E 4 R Ml A BER /b, IR
PCR YRk (F&12 -B) ZREH]. BAIARN 92.8% (116/125) , 4§ B RKEN 1.23 kb, 1 ~2
kb KJERI L 63.8%, 0.5 ~1.0 kb KJER 5 36.2% ,

A M 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

B M I 23 4 5 6 7 8 910 1112 1314 1516 17 18 19 20 21 22 23 24

bp
2000 >
1 000 —
750 7
500

El 2 cDNA XEHMZBL&LEN (A) REATRERDN (B)
Fig.2 cDNA size fractionation by CHROMA SPIN -400 (A) and recombinant clones screening (B)
A 1~ 15 B S B, 1 ~24 SO BENLERIE 1k A EkE ;. M. DNA ARiES: (DL 2000)
A. 1-15. Tube serial number; B. 1 —24. PCR products for clones selected randomly; M. DNA marker (DL 2000)
F1 #MEILFEMIG SMART cDNA 3T EHYiE B R R E4K
Table 1 Characterization of the primary and amplified cDNA libraries of Beijing fatty chicken

JEUUR SRR L/ JEER SR A AR/ % P IECPETRE/ PG SURETH AR %

JELE ST cDNA 5 tef)

No. of primary Lication ratio of (10° pfu - mL~1) Recombination (10" pfu + mL™1) Recombination
.librzliries : c[%N A o veclor Titer of primary efficiency of Titer of amplified efficiency of
libraries primary libraries libraries amplified libraries
1 1:0.5 0. 86 92.2 — —
2 1:1 1.28 93.4 1.22 90. 4

3 1:1.5 1.96 92.4 1. 64 92.8
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2.3 JtimXG purd EREZRAEHEHAE

£ GenBank/EMBL/DDBJ $4fa FEHEA TR MERE R, JE a0 purH FER 5 /NG NFERR 50515
15 83% . 82% F180% (I IEYE, it 593 NEIERR, fITHIX 2 F RN 64.4 x10°, 515K 8. 17,
% SignalP 3. 0 /0T AFIEE S (http: //www. cbs. dtu. dk/services/SignalP) . ¥ purH X 5¢ 3 T )
BEREE A pECFP - N3, Myt TS RIK pEGFP — N3 - purtl (I3~ A), T4LERAI Xho | 55
BamH [ AUEGYIR, FIUL 4.7 kb 5 1.8 kb PiZkiy (K3 -B),

A pUC ori —_ _~Xho I B M 1 2
cMV ~
HSV TK poly A~
— purH
PEGFP-N3-purH P kb
10.0 —» kb
Kan/Neo— 6.6 kb 47
5.0+ ’
3.0 >
__SV40 ori 20—~ «18
Al ori T~~BamH | 10 >
yZ TgGFP
SV40 poly A

B3 BAHRGRIEHE pEGFP - N3 -purH (IR EE
Fig. 3 Construction and identification of recombinant vector pEGFP-N3-purH
A, B HAEFRIREAR pEGFP — N3 — purH WA HEZ5F9 18] ; B, ALK pEGFP — N3 — purH WY1 %2 . M. 1 kb DNA
ladder, 1, 2. BEREFAZHA pEGFP — N3 - purH Xho 1 F1 BamH 1 3% 5E
A. The construction of recombinant vector pEGFP-N3-purll; B. pEGFP-N3-purH was identified by double restricted digestion:
M. 1 kb DNA ladder, 1, 2. pEGFP-N3-purl was double digested by Xho I and BamH I .

2.4 purH FEEFMBEHRIE

I A LA F U B 1 5% 1 R DA AL A IR BT e 22 (BIEM 2/2) , A A8k 22
A, RAEANAIA 151 32, VIR LSRR 3 x10° ~5 x 10° mL™", FFARHE ATCC 4l A 5 & p o X
HEFT I, S AU I PR A 20 b i SRk B A R R R (B 4 - AL B, C), Bl REEMAK
pEGFP —N3 — purH 4% 12 h J5 ] WIRER A5 CAML; 48 ~72 h A FAYEA i i 2, S 0m B W ik 3
i, ZNHRMREEOE, HYFE N 10.3% ~53.2% (K4 -D, E), YL pEGFP — N3 [HHX} 415
pEGFP — N3 — purH 2H ) 40 JL 355 2243 51 4 96. 8% H195.3% , SR YLINT B (97.4% ) LR EEF
(P>0.05),
2.5 EGFP -purH fE 4R E LR B R AR EIISERE

YL A8 h 5, GAIS PbEifive 5 e EIE Y KE %, 1551358 EGFP — purH Gl 4 23 1 3L B A9 Ik 523
X RLEFAEAMIRE (4 - F) o USRSk 5 A 240 L v 43 A B e MR R IR 0 e 6, 25k L, pEGFP -
N3 XfHRALH, SRS 51 00 TN, 2R, SR SOTOLE N GFP Rk (K5 -
A) 5 YRGS 5L pEGFP — N3 — purH HfEH, #4424 h 5, FFIRHHEIG @O0, B 00 TR A
Mo %YL 48 h 5, AUMEAE NSRS IR, T 40 MR 2Ok s, W] EGFP — purH 7EJL BT
A IAE A (E5-B, C. D), {HRKkESN, MEZEhEESHEME, EAMRZEHRER
APk s kR (B15 -E F),

et MG A F B ARG GFP, TG A i EAX Rl R K pEGFP = N3 — purH {745 GFP F:[H, 1R
W GFP FHN AR vES 19, PEBUSHPEZRM S RNA, 55 5% cDNA itk #E4T PCR §74, 3545 716 bp
PR B, SHU R BOR/MESAAF, I mRNA 36 5KOF FESE T 268 [ AL © 8 4 2 b mt i xg ik
YA AN A, IFRES IE R AL, T H pEGFP — N3 — purl Y2l purl 3K 2k W] 2 v T 0 IR
4 (E6-A), FIF GFP HEIRESIK Western blot #5:f@l& 2 FFRIALE AR IR, A0 BTG B AT 4 41 i
T &k EGFP - purH Bl A 8 (U BEIS AR S VESS & GFP TRk, mlbA & H7EMx T 92 x 10° 4b
AW BN, WY pEGFP - N3 [ FHYEX FEZHAY GFP B 1 29 x 10° b4 (1816 -B),
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B4 ALFEGAK T HEMERIESS pEGFP - N3 —purH BEFR1% ( x100)
Fig. 4 Culture of Beijing fatty chicken fibroblasts and expression of recombinant pEGFP-N3-purH
A JERCERGIEARAINL s B LR ARICANAE; C LRSI R4 D, E. 25158 pEGFP — N3 — purll 55 pEGFP — N3 %
YL 48 h AL ; F. pEGFP — N3 — purH FIPEAN MR T4
A. Primary cells from Beijing fatty chicken; B. Fibroblasts before freezing; C. Fibroblasts after recovery for 12 h; D, E. The expression of
pEGFP-N3-purH and pEGFP-N3 after transfection 48 h; F. pEGFP-N3-purH cell line colony

B S EGFP-purH & ERQERFABRFNSH
Fig. 5 The subcellular location of EGFP-purH fusion protein in Beijing fatty chicken fibroblasts
A. pEGFP — N3 7E4 il 145) 5345 ;. B ~D. EGFP — purH 7EANMI A% S AN BT 4 A 4 A, (B2 TAMIAL A (488 nm K ) 5
E. JH DAPT W e YL & SE AN ML EAT AN AL e (5 (405 nm UR) 5 F. S D E AN 7ESE R AR AR RO 45 5 18]
A. The subcellular location of pEGFP-N3; B — D. The location of EGFP-purH excitation at 488 nm; E. Nuclei stained with DAPI

(excited at 405 nm) ; F. The overlay images produced by merging all three signals
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A M 1 2 B M/100 M 1 2 3
94.0
bp
GFP — — 716 66.2
o H — _
pur 1791 45.0
35.0
GAPDH — — 491 240
20.0

6 pEGFP - N3 -purH Y T4 40tk RT-PCR #4800 (A) EEHAMESEBARIEN
Western blot 257 (B)
Fig. 6 Detection of the expression of purH gene in transfcted positive cells by RT-PCR (A) and
Western blot (B)
M. DNA brdfEdh, 1. pEGFP — N3 6L [P IRZH , 2. pEGFP — N3 — purH % Y41 ;
M. EEFRES, 1 ~2. EGFP — purH Rl 414, 3. pEGFP — N3 f{BH X} BE2H
M. DNA marker, 1. Fibroblasts transfected by pEGFP-N3, 2. Fibroblasts transfected by pEGFP-N3-purH;
: M. Protein marker, 1 —2. Western blot of the EGFP-purH, 3. Western blot of the pEGFP-N3

@ = W =

3 i

3.1 JETEiH38 cDNA XEME

F 7 cDNA SCZESE: H T T D) RESE R AL A B e AR I L FBe 2 — . TERrE 18 i, RIF)
S A I A 240 i 5 PR e TR b 2R ik Bt AN AR, T e DNA SCPE LA Al AU Stk . H T e it 4
K cDNA SCREMARZ i, SRR ] BT 8% & an il e KRR H 3k 45 50 /7 51 . SMART 45 AR 1540 1
FIFH T Rt SRR, SRS T mRNA (8 5/ 3551, #2585 7 2K cDNA 7530 i el

DNA SCIE 5 it B R SCRE A FHE, B B R B P AN 7 T . — R SCURMARE, Bk
SO i 1 B B bR, WSO R ok i, — Mok, IR SUEMERBEAMKT 1.7 x 10°
AN S SEREA BERI AR 99% M F2 1 mRNA HBUAESCEA ™ L AR B B 2 S e SO o i o) — > T 4R
PR, HBARBEKEAMET 1.0 kb A fERifE: cDNA F Befyse v o A Sk i b 5T %S cDNA SCJ%
TR 196 x 10° pfu - mL™", JHAFBRKERA N 1.23 kb, UEFLIHRA 92.8% , #55 FEAGIR A
S o R SRR AR
3.2 EGFP -purH 40 R iE

IRI T FE Y, ARG AE R DA X SO A0 B YRR T R, AR A T AR A i v iy 3 AR IR A
RAFMZANME, nIREh FAIMOEAN FA KRB, 8 A ECoh iRk, WmsotE AR BB,
WX A B, WPEUE AL Y A ) A R A SRS S A F A B 25 5, BB TE — Y LA
SRS Z AN SE R R (B2 . 3 A, BRI R NG 1 ik DRI e N T 24 40 L R i 2 e 4 i e
MR, GFP FEIk%T 40 A8 ot ] 95 A W S s mi ) SRR IE 4 1 — 8. MR M iAE . B HI
ekt F BT, BHIE AR A a8, ASWESE R F A Al A 22 8 A TE 6 BTN AT 2 40
2235 EGFP — purH, i purH 76240 A% 5 A B354 oA, S0k w2801 T41
W, Rk R ABFY purH JEH SRR L TR Z R
3.3 dbRiMGA LT 4EHAE pEGFP — N3 —purH FRE AR ROMRE L R ETE

oA IR EEAR TS, T RES e A NN 4 D i O, i aT e /D m 4 A 2Ok(H
£ GA18 Pk ifive it B vh— ELAFIE, o HR PR n] B8 2 PR o 28 6 23R (1 L R ZE 4 e vh s BE ML YD IR, g
ik, PP BN, BRIER RS, HEAPGHHARIAIN, B TIRATR MG FIA R 4L
T BRIy RRUSR RISk GO0, IR E HE R ARG MLk b, DT sopE e
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AT AEA AR, 28 RT-PCR 55 Western blot 1IESE H B S [N 8 & EAMAL N4, IFRIGIER BIFRIL,
IRETHEM M TR AR R, FRIR N AR S N ) I B SO SR L, TR RN S s e i A
L IO 2 S A AR A DL AR o LTI T Ak 40 o A 7 B se P SR, A AR, A&
Sy FEA TS, B oA 240 M AR AL TG BIR 240 M 202 R e A8 S5 R A o AS IR 500 e >R FH X B3 AU B SR 4
PEATABRARRE, BEATPUVEE, W00 AL ASR S 1 D4l iy e DR (0 ek TR R 2T 4 20 (A e e A 3
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