2005 3

) Vol 44 No. 2

ACTA  SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI Mar. 2005

ALY B AR CDNA SR IR IR A 53 B

I M, I ARK!
(P kA b A2 /AR TEAF IEEERE, & JM510275)

: 6 Ss
L Cpslo17 . ATriplex2™
. L 5< 10° pu
) 97.0% 98 7%.
Onyza sativa L ; ;
: Q785 s A

Omyza sativa L. ssp. indica.
Oryza sativa L. ssp. japonica,

, F1
[
R [23
Ikehashi
[4
Cpslo17
c¢DNA
. RNA s ,
cDNA
1
1.1
1L 1 A4 H Oryza sativa 1.
Cpslo17,
10d ,
3 cm
* : 2004—03—02
(30370809 );

(1979 )s s ;

, Onrza sativa
SMART 2 c¢DNA
2 45X 10° pfu, 500~ 3 000 bp
s ¢cDNA

: 0529-6579 (2005) 02007404

L L2 X 7 4 8  SMART" ¢DNA Library
Construction Kit CLONTHECH . Concert Plant
RNA Reagent Invitrogen
MaxPLax © Lambda Packaging Extract Kit
EPICENTRE (DEPC). Taq
DNA . DNA Marker.
dANTP Takara . DMSO Sigma
AR.

1.2
.21 4 dscDNA cDNA Clontech

0.5 mL 1
ML 1 Pg) RNA . 1 ML SMART IV

Oligonucleotide, 1 #L CDS IIIBC'PCR Primer, 2 ML
ddl’lZO, ) 72 OC
2 ML 5X First strand Buffer, 1 “L DIT, 1 ML dNTP

2 min, 2 min,

Mix (10 mmollL ), 1 ML Powerscript  Reverse
Transcriptase, 42 C 1 h,
2 ML First strand ¢cDNA , 80 ML

, 10 #L 10X Advantage2 PCR Buffer, 2 ML
50X dNTP Mix, 2 “L 5'PCR Primer; 2 ML CDS IIIB’
PCR Primer, 2 #1 50X Advantage2 Polymerase Mix,

; . .95 C 20s; 95 C
5s 68 C 6 min, 19 . 5 ML
PCR w=12% agrose/EB
1.22 cDNA CE##ES 50 ML dseDNA
K A . CHROMASPIN 400
. 500 bp  DNA. 1ML cDNA,

(990258 )
: Email | 1s19@zsu edu on



2 : cDNA 75

1 ML ATriplex2™ (500 ng 1), 0.5 ML 10 ,_ .
. 0.5UL ATP (10 mmol L), 0.5 1. Ty
DNA ligase, 1.5 ML . 16 C
65 C 15 min
, 25 UL,
, , 30 C 90 min
25 11, , 0 C 90 min,
500 M1 , , 25 M,
1.2.3 cDNA &R Eay e
15 110, 1320 \ 1 RNA
1ML 200 “L XL1 Blue Fig 1 Total RNA df rice
, 37 C 15 min, 3 mL 1B/ I: RNA; 2 RNA
MgS0, , 37 C
90 mm IB M@O;; s
[} hT‘ t‘F"
10 min, , 37 C 8~18h
° 4000
.24 FHEATHE S 3000
2000 200
, 50 “L 1600 — 100D
100 250
100 mmol . IPTG 50 #L. 100 mmol A, X gal, bl
é§i|
° 10
1.25 cDNA X B R =40
Dilution Buffer 150 ML, 200 M. E. coli
BM25. 8 , 31 C 30 min;
400 ML 1B , 31 C 225 rhnin 1 2 cDNA
h: 10 ML IB Amp 31 C Fig 2 The synthesized dscDNA of nice
young leaf and young panicle
. 10 mL LB Amp
o M,: 1000 bp ladder DNA marker;
. 31 C 150 rmi .
rimm , ( , M,. DL 2 000 DNA
’ / /3 >4 5/ 1 DNA:  2: DNA
TAATACGACTCACTATAGGG 3 5 seq (5
!
TCCGAGATCTGGACGAGC 3') PCR , 22 DNA PCR
. 20 M1, }o>< Buffer 2 10t  RNA ,
2L, 10 mmol L ANTP 1 L, 20 #mol /L 5'seq 0.5 19 IDPCR dDNA. DNA
ML, 20 Mmol L 37 seq 0.5, 2UMLTaq 1 100 ~3 000 bp
ML, 30ng14L0 DNAZOHLQ . 94 C ) ARNA
30s 55 C30s, 72 C1minl0s, 33
. dscDNA Sfi 1 s
2
, 6. 7. 8. 9
2.1 RNA cDNA, . 7 ML
| ’ dscDNA, 1 ML dscDNA . 3,
RNA  Ax Axo 201 2.07 500 by DNA
L1 1.4 tghL, RNA , DNA. 53 DNA ,
. ’ 185 dseDNA 1 1L, ,
28S tRNA , B ISSRNA o0 65 °C s
min 50 ML , 500 M1,

RN(%‘,)1994—2019 China Acad&nipﬁ)urnal Electronic Publishing House. All rights reserved. http://www.cnki.net



76 ( ) 44

3 c¢DNA
Fig 3 'The rice young leaf dscDNA after
distibution
M: DL 2 000 DNA 5 cDNA
Fig 5 Analyss of the insert size of partial clones
, , 25 M, . from rice young leaf and young panicle ¢DNA library
15X 105 (a) c¢DNA PCR

(b cDNA PCR
M. DL 2 000 DNA

pfu 245X 10" pfu,

97.0% 98 7%. 120 mL
. 0. 5% 10" pfu bl
2.8X 10 pfu L, DMSO 7%, 3
-70 C ., 3seq 5 ™ .
s PCR n 2 s SMART  ¢DNA Library
i 3/seq 5/seq PCR Construction 25 ng mRNA 30 ng
s, 500bp . RNA - 3 em
i bp . LD -
PCR , cDNA s
cDNA, cDNA ,
cDNA ,
2000 . .
1000 ’ o
& DNA .
SH) RNAO RNA
o RNA . P=0.1%
a DEPC : :
cDNA ,
A LD PCR cDNA
DNA ’
Fig 4 Analysis of the total ¢cDNA library insert ’
size of nice young leal and young panicle - IDPCR
1: DNA PCR RNA .
2; DNA PCR ; 20 90 ,
M: DL 2 000 DNA >4 DNA

N ~

17
(C)1994-2019 China Academic Journal Electronic Publishing House. All rights resgwgdl. http://wwgﬁlli.net



cDNA

77

we 6 S5

BAC23D12 R s Cpslo17  cosmid

R2119'7,
2 TAC

RTPCR Ss

[ 1 , , . [y.
, 1982(2): 97— 102.

. . 1987

(D: 1—3.

[ 3 , ,

(. . 1991, 24(1); 27— 33.
IKEHASHI H, ARAKI H. Genetics of FI sterility in remote
cwosses of ice.  Rice Genetics. Proceeding of the intemational
rice genetics symposum [ J]. IRRL 1986 119—130.

GOFF S A, RICKE D, IANTH, etal A dnaft sequence of
the rice genome ( Onza sativa L. ssp
Sciences 2002 296(5). 92— 100.

YUJ HUSN, WANG J, et al. A draft sequence of the rice
genome (Onza sativa L. ssp indica) [ J] . Science, 2002,
296(5): 79— 92.

LILG LIS F TAOY, et al. Molecular cloning of a novel
water channel from rice: its products expression in Xenopus
Plant

japonica) [ J] .

oacytes and involvement in chilling tolerance [ J].
Science, 2000 (154). 43— 51.
WU Q. ZHANG W S PWEE K H,
characterization of rice HMGB1 gene[ J] . Gene, 2003(312):
103— 109.

s , s . Ss

[J. (
), 2002, 41(6): 78— 82.

et al. Cloning and

R2119

Construction and Characterization of Young Leaf and
Young Panicle cDNA Libraries from Rice (Orza sativa 1..)

WANG Feng, WANG Jin fa
(The Key Laboratory of Gene Engineering of Ministry of Education //School of Life Sciences,
Sun Yat sen University, Guangzhou 510275, China)

Abstract: In order to clone genes which is located in Ss locus of chromosome 6 and some genes with important function

including wide compatibility gene, using 7\Triplex21M as vector, we constructed two cDNA libraries from two oigans by

SMART technology including young leaf and young panicle of a wide compatibility variety of rice (Ohza sativa L. ),
Cpslo17. The total clone number of unamplified young leaf and young panicle ¢cDNA library was about 1. 5} 10 pfu and
2.45% 10° pfu, respectively, and the percentage of positive clones was about 97.0% and 98.7%. The length of
insertion fragment was from 500 ~ 3 000 bp. This provides a base for further study on the wide compatibility gene and the

full length cloning of important genes. Several cautions were also discussed.
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