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In order to investigate the key genes during wood fomationr total RNA was extracted fran the stem
canbium tissue of wo-yearold Populus sinonii X P- nigra The firststand ¢<DNA was synthesized
using swilching mechanism at 5" end of RNA transcript (SMART) technology and double strand ¢cDNA
was synthesized with LD PCR- Then double strand ¢(DNA was cut by Sfil restriction enzyme and ligated
with pDNRLIB vector The recombinant plasnid was transfomed into Escherichia coli DHoa by
electoporation The library quality was evaluated and the resulis showed that the titer of primary cDNA
library and amplified (DNA library were 2. 18 X10° pfiJ/mL and 5.46 X10' pfu /mL respectively with
the recanbination rate of 96%0. The inserted fragments were distributed fram 0.5 to0 2.0 kb and its
nigra ¢cDNA lbmawy is

average size was 1.12 kb These results indicate that the P-  sinonii X P.

constucted successfully
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SEZNTC RNaseys Yeffl) 8508, B BN KA
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1.2.2 #aey DSERE RNA

117G RNasey 2.0 mLES.OE F N 800 KL
SDSHEB vk [20 SDS (& S5 ).
0.012 5 mol /LI § B2 4. 200 mmol/L AL 4. 4
mol/LJR 2 . 50 mmol/L Tris"HC1 (pH 8.0) 1], 10%
fy BRIt 2, B 250 mglE R A2, IR A
JEFEA IS, Bk kS ok [13], AEE
DEPC/K & fi# RNA, & T —70C NEfE& M, H
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1.2.3 SVARTH A #E A K DNASE

DNA F—FEE A MTEHE R 0.2 mL PCRE
BN 3.0 #L (29 1.0 )8 RNA, 1 #L SMARTIV 2
s, 1 oL epsll B3 PCr B4, R4S, T2C R
WCE 2 min BUHBRAEVK B8 20 2 min BN 2 HL
5} —HEZ W, L FL B ERE (20 mmol/L),
LeL dNTP (10 mmol/L), 1 HLIR M. W 1k %
H 10 01, i85, AZCTRROW 1 ik BRI,

LD "PCR & B X & DNA. 1] L@ A 0.2 mL
PCRAEFIMAN 2 AL DNA & —467797 . 80 HLEE
FIKk, 10 1, 10 X Advantage 2 PCR R K., 2 ML

50 XdNTP, 2 L 5'PCR 5[4, 2 +L cpsll 3" pcr
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min 3 2ZAMEER, RIVEEREE 5 FLR NV =Y H
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x 1 ONASHEEEZERMNER
Teb 1 Reaction sysms of ligating ONA inb vecor ML

o R R ER
RV A MW B KW C
DNA 0.5 1.0 1.5
pDNR "LIB(0.1 /L) 1.0 1.0 1.0
10 X 3 22 vh ik 0.5 0.5 0.5
10 mmol/L ATP 0.5 0.5 0.5
T4 DNA &z 0.5 0.5 0.5
EBTFK 2.0 1.5 1.0

L EEREGRZE 4> 500 mol/L TrisTHC1 (pH7-8), 100 mol/L &
L4 100 mol/L —HRF5MERE . 0.5 mg/mLAFMIFEEN,

A R RSO iR % B 50 LK
TR RZ S Electro cells DHOo, AN _ER &
B RS, EANBITAH 0.1 an MR LT
HEEAL RN, S AL i A 1 500 v, ki Bt i)k 5.2
ms BUHEBER, A 1.0 mL LB R EE 35 3, %
HBEZE 1.5 mLEOEP, 3TCRIRGIHFA L h (225
rimin), HUEFRPBHBEWRRATT & 30 tg/lLEA
HRN LBEEFRITR L. 37C Nk &4 2K
R AR, FEALBRE 244N FER 95 3% 5% {3 M 13
I TR PCREE ., M EH A 0.2 mL PCRAF
N 2.0 LB, 2.5 1L 10 X Taq i, 2.0
ML dNTP (2.5 mmol/L), 0.5 UL IE [ 84 (10
Fmol/L), 0.5 PLIR 514 (10 fmol/L), 0.3 1L
TaqR G0, 17.2 PLEBETK, RNVIKZE N 20 11,
R SHCE . 94C 3 mis 94C 30 5 56C 30 5 72C
2min, 3 SOMERR: 72C Tmin, RV ARG 5
ML PCR =M BEAT 1 100 B IR MR I R SRS 7
FE SCPE B A F AN A B KN,

S B AR 2 S SCE 4G B L LR GG SO
W LB WA S MR 10 £, SRR L 50
100 HLFERESE R WA AT FE LB /Con BB T HR 0% 77
B LF 3TC IR EF, HRUERE (plhdue
fom ing unit pfu/nl) = (& E <FHRALEL ) A2k
BN, RIESCEA TR & - B R UG SO R g F
WA 2 X010 AL R s i A, 37C R s
F%, WERA R WP CE, g
JEH DNASCRERRE 10° £, B 10 “LARKR. 5P
WG SO, SOREYHE M 250 B H g T
—T0C R -AF
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Fig 1 Agamwse gel electiophoretogram of total RNA

fran stem cambium tissue of P- smoniiXP. nigm
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Fig 3 Agamwse gel electrophoretogram of double strand cDNA
fran stem cambim tissue of P- sinonii XP. nigm

after fractionation
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16 31 DNA 5 pDNR ~LIB #E K 45 ) W .
FRAB IR BT 1) S B R A A K EEIE B R B R & C
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5 B W R S M A TG SC R S 218 X 10
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) -
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JiE iy AR AR B R D, RIKSER (B 5)8
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Fig 5 PCR detection of inserted size fran stan canbium tissue of P- sionii XP. nigra
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FREN RNA RWESCEN B, BT
HE) SDSTEANIE & 2 HUK A IR & & = R A
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AR RNABER K B AP AR S R0 — R ahiy, [
BEATAE S PR AT I RO s% AREAR TS R 2 K
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7ZC 2 m nf VPRI JE H VKB 2 min5 T
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B, R LD "PCRIXANJ7 A T 5 5 A FR A K15
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