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The Construction of ¢cDNA Library from Cotton Seed
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Abstract: SMART technique was used to construct the full length cDNA library of cotton seed. Total
RNA was isolated from sea-island cotton embryo about 25~35 days. Full length ds-cDNA (Double-
strained complement DNA) was amplified by using 21 round LD-PCR(Long-distance PCR). After Sfi
I digestion and Chroma spin-400 fractionation, cDNAs (>>500 bp) were ligated to pDNR-Lib vector
and transformed to DH10B afterward. The total clones of the library was measured to be 5X10° with
a titer of 1. 5X10%cfu * mL*. The inserted fragments ranged from 0. 5 kb to 2. 5 kb, and the recombi-
nant rate of the library was about 100%. 180 monoclones were selected to sequence, and 13 EST con-
cerned with lipid metabolism were identified. These results show that the cDNA library can be used
for screening genes of fatty acid metabolism.
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AEMEATAHE, BEE .. BRI EE A
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vis B9 3E 4 A% X, BE K 0 BE IR B AL B L B
BRREFINGES TR R HEXMNERAE K,
A AN REREAT 2 B R 4 W 5 09 A ok U, B
RH#AGEFEAH RN —FEERRZY ., SMART
BAMBEKXENFRAERSEHR RNA
(50~1000 ng) £ 15~25 % LD-PCR ¥ 38 Bp 7]
ALK 2K W EE cDNAY , ZEARF=AR
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FAEMEBRENESN 7124, FHE T L H
FEALL AR TR, HIEE
25~35 d RH B F B [ 5 2 B4R WAy F o
MEE T —70CRAE.

1.2 &

Creator™ SMAR™ PCR cDNA Library
Construction Kit 1 Advantage™ ¢cDNA PCR Kit
2 Clontech Laboratories Inc. /A 8] 5= &, DH10B
¥ B % & & Invitrogen 2 ® 7 fi. CTAB,
LiCl,pvp % RNA 2B A W 5 L4 TAYH
ARERAR, HEAMARIAFAH B EERN
YN
1.3 &S RNAEH

& RNA W R %EM CTAB &%, #£HRE
RNAJGE 2 pL A 1. 1% B9 B8 58 B 3K 46 I
RNA 5884, B850 6o B & 260 nm
% 280 nm 4bfY) ODfH, 169 RNA i G Z,
1.4 SMART cDNA 3 B

B8 Clontech 24 ® B9 Creator™ SMAR™
PCR cDNA Library Construction Kit i B 35 Bt

| pglt RNA fE4 & B cDNA 55 — 85 W R, 78
CDS M/ 3PCR B|# %1 SMART IV E# 85|
WS 2T .8t Powerscript™ RT i 5% 5§
BREME—4 cDNA, B 2 yL 5 —4E cDNA
FEYINIEAR , i CDS [/ 3PCR 5| ¥ #01 545 & 5
¥y, 76 PTC-225 # PCR Y I F§ LD-PCR & & %
4% cDNA, PCR W &4 95 'C 1 min;95 C
20 5,68 C 6 min.21 PMEH ;4 CHEERERR M. ¥
Héj5, B 2 pL PCR =578 1. 1% RIS ISR L 3k |
K55 — 4% cDNA & SR . & BRI W EE cD-
NA B EM K W1k, Sfi T &40, B B CHRO-
MA SPIN-400 ¥ X0 4% cDNA #4> F K/Nd & 45
B IR T 500 bp BIXL4E cDNA 5 pDNR-Lib
FRBANALBE 16 CHEE, SBENERR
cDNA WEES T =MEERR G DUFESFF
BEH L% #E. A Eppendorf 2510 M F 4L
7£ 2.0 kV,200 Q,25 wpF KA TR EELS
pL BEHFAH BT 50 pL B RZAHN
DHI10B. ¥ %L G W =¥ ¥ F 1 mL LB ¥ 57
HL B R R 37 CRE A 1 h, B S 5 R
L,

®1 =4TH DNA REREE
Table 1 Ligation using different ratios of cDNA to vector

EREAERBERC
B R

/el /L /uL
<DNA 0.5 1.0 1.5
pDNR-LIB/(0.1 g+ L") 1.0 1.0 1.0
10 X Ligation Buffer 0.5 0.5 0.5
ATP/(10 pmol » L) 0.5 0.5 0.5
T4 DNA Ligase/(400 U+ L") 0.5 0.5 0.5
Deionized H, O 2.0 1.5 1.0
Total volume/pL 5.0 5.0 5.0

1.5 cDNA X EERMEENE

B 0.6 puL #AL=%rm3] 150 L ¥ LB 3555
H, PEH B =4 90 mm LB agar ¥4k |,37 CH;
FRATEFRAR AHEEBHEXESE. R
#& Creator™ SMAR™ PCR cDNA Library Con-
struction Kit BBl 5 Hr i B E 5 ¥k X 1 pL B 95
FEYmE 1 mL iy LB RikERES  RRES. B
MBSIERE B 1 L 3 50 pL LB 3%
FREPBHBRE 37 CHAR LB/Cm ¥R k.,
EZRTHE 15~20 min 5 LREE TFIEH#A
B 37 CHAmEFR. XERETELAX - HE="L
R TLRER < 10° X 10°,
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Fig.1 Gel analysis of total RNA

12 11 10 9 & 7
JC IS

M:1 kb DNA Marker P,

B3 cDNASEZHBEHBERER
Fig.3 Gel analysis of cDNA classification
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Fig.2 Gel analysis of dscDNA
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Fig.4 PCR screening of partial clones
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2.5 EST 54 #
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Fig.5 Clusters of EST sequence
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Rty R EE R, RAESER PCR
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BIESFBE MmN BB RS, A T 5
JE IR B B4y B8, LD-PCR SR BIAE 3R S ) 22
3% cDNA BFR/NRRE . B, BRI RE
HORIBE R TR F R M6,
M B BAETE I ECH 21,5 8 )5 WHE cDNA K
NEBELTAE 500~3000 bp ZH., MWK 2 #FH]
AE ] cDNA 7£ 500 bp I F A —& =4 , X 2K
AL FARES RNABFTURERENESH

—HUNF B Y . — Bk, JEm L 3l W i
Y B B PolyAt RNA 437 #£0. 15~
3.0 kb Z W, 54, R4 mRNA B % FEA
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NA A #E L. Bk, EXAEE MK cDNA
RRHRTEN.
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