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Abstract Gynophore is the key organ for fruit formation of peanut (Arachis hypogaea L.) and is always paid much attention to
by peanut community. In order to study gynophore-special gene expression and molecular mechanism underlined its development,
we extracted gynophores’ total RNA with modified CTAB method, then ds cDNA was synthesized according to SMART (switching
mechanism at 5’ end of RNA transcript) technology, and was ligated with the pDNR-LIB vector to construct a peanut gynophore

full-length cDNA library. The results showed that we constructed a good library. The titer of primary cDNA library was 1.3%10 cfu.
The recombination percentage was 100% with 60% inserted fragment size being 1.0~2.0 kb in length and the average length of

inserted fragment being about 1.0 kb. The amplified library capacity was 3.82x10% cfu. The results showed that we constructed a
good library. It will be useful for screening and cloning gynophore special expression genes and studying gynophore growth
molecular mechanism.

Keywords Gynophore; Peanut; SMART; cDNA library
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I A J7 54 Oligo-Capping 72 (Maruyama
and Sugano, 1994).CAPture 7% (Edery et al., 1995).
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(Chenchik et al., 1996). Cap-Select 7% (Schmidt and
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73:: 1: DL2000 DNA marker; 2:

£ RNA 28 1.0%I1 5 fR bl SER vk s (I 1) &
7N, 28S rRNA Fi1 18S rRNA & 5is i, 1 EHEEL
FIE RNA JRER E . LAy 60 TRl i

RNA 4 Bf, H 0D260/0D280 14 K 1.97,
0D260/0D230 {i A 2.32, 153 T m4iE i RNA,
TR SO A R

M 1

2000 bp
1 000 b

750 b 183

500 bp

250 bp ‘

100 bp =

Bl 1 JRAESERES RNA HIKE
1o R BRNA
Figure 1 Gel electrophoresis of total RNA isolated from peanut

gynophore

Note: 1. DL2000 DNA marker; 2: Total RNA of peanut
gynophore

1.2 dscDNA K& R
3 pg & RNA BI85 5 Kk H LD-PCR
A U ds cDNA 28 1.00635 g B i fi Fi ik kil
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SCEERIR R

Mo
2 000 bp

1 000 bp
750 bp

500 bp

250 bp
100 bp

Bl 2 JEA 5% dsDNA kA

#:: 1: DL2000 DNA marker; 2: 184 $41dsDNA

Figure 2 Gel electrophoresis of peanut gynophore ds
cDNA Note: 1: DL2000 DNA marker; 2: dsDNA of
peanut gynophore
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JRUESCERS R 1.23%106 ANEA T, BEHLEEEL 15
ANBBEVETREE, TR PCR ¥4, KSR
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BENLEEEC 10 4> 5 v b o A B s R U R, g 7]
JE VK (B 4)2oR, 6 MNMRFUERHEA R BOK/ME
1.0~2.0 kb Z 1], BT 5 LU 60%, F@ N F BF33
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P& A R RS B R, R IR RO s 7%, &t &
I 1 R E 45 Bl 3.82109 cfu. DA 3 R B
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HLERTIF- 6

M 1234567 8M910111213141516
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0ty 250 bp
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K 3 TEA G54 K cDNA CEER W PCR HLk

vE: M1: DL2000 DNA marker; M2: DL15000 DNA marker;
1~22: cDNA A F B

Figure 3 Gel electrophoresis of colonies by PCR method from
peanut gynophore full-length cDNA Library

Note: M1: DL2000 DNA marker; M2: DL15000 DNA marker;
1~22: The PCR product of colonies

M, 1 2 3 4 5 6 7 8 9 10 M,
5 000 bp
2 000 bp 2 500 bp
1 000 bp 1 000 bp
750 bp
500 bp
250 bp 250 bp
100 bp

4 JEAEREF K cDNA S BB VR SRR D) LUK B
V¥: M1: DL2000 DNA marker; M2: DL15000 DNA marker;
1~10: P e 1R B o B B

Figure 4 Gel electrophoresis of digested plasmids from peanut
gynophore full-length cDNA Library

Note: M1: DL2000 DNA marker; M2: DL15000 DNA marker;
1~10: The product of each digested plasmid
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® 1 SCEERENLIN R A ARG B i s 2R
Table 1 Bioinformatics analysis result of sequences picked randomly from library

wrrR FAHKE (bp) K ORF (bp) Al ReRThe ’EEK
Name The length of sequence (bp) The largest ORF (bp)  Possible function Full length or not
No.l 963 360 EHERER 2 &
Oxygen-increasing protein 2 No
No.2 550 417 R P
Unknown function Yes
No.3 1029 402 ThReAR A &
Unknown function No
No.4 882 261 SR M CAAX H A &
Prenyl-based CAAX protease No
No5 1212 636 HIZAEYEEHIE 1 3f &
Eukaryotic translation inhibitor 3f Yes
No.6 872 606 KR & A BTR AR AR EE 1 6 &
Fasciclin-like arabinogalactan proteins No
No.7 931 657 6 40S BEMREE S8 &
40S ribosomal protein S8 No
No.8 1028 615 BEEH K
Hypothetical protein Yes
No.9 839 462 AL IR 8 Rk v
Isomers of peanut allergens 8 Yes
Nol0 754 552 ThBEAR A &
Unknown function No
No.11 716 426 ThREARHN &
Unknown function Yes
No.12 878 621 T AE R AR EL &
Ubiquitin activating enzyme E1 No
No.13 1073 411 H B A R R AT A &
Binding lectin precursor of mannose/glucose No
No.14 1024 750 FlEsaEA &
Luminal binding protein Yes
No.15 887 429 JBi 7K B R 145 A R &
Dehydration response factor binding protein No
No.16 893 621 60S #ZHEAH I L13a &
60S ribosomal protein L13a Yes
No.17 981 447 Kunitz i 8 2R G 77 &
Kunitz trypsin inhibitor No
No.18 966 870 BN HE E 1 &
Embedded membrane protein 1 Yes
No.19 743 165 T bZIP11 &
Transcription factor bZIP11 No
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gk 1
Continuing table 1

“rrR FAHKE (bp)
Name The length of sequence (bp)

K ORF (bp)
The largest ORF (bp)

AT REIThAE
Possible function

Ak
Full length or not

No.20 832 420 KR A 1 &
High mobility protein 1 Yes

No.21 909 546 60S ZHEFER L10 &
60S ribosomal protein L10 No

No.22 903 309 WiE DNA ZE5EA &

Double-stranded DNA binding protein

PCR %7€ 45 55 cDNA SCEE iR 2K . B8
B Fr 5 A5 1B o W R W AR S 5 %28
B, ARG, TR DIRESE A
GBI o A SO AR N R — 20 SR T e 4t
PRIFRIIE 7T LA B B ade s v i SR B U AE AR 10 5 Al
IBRANIGIEN BEE 1 F Ao

3 MRS 5%
3.1 48

AHIE F ke AR AR R E T ik & 1
PERAEA AN AL 6 S/ KM LA RS N
MRL, -T0C UK PRAT 45 H -

SCPE ) A Fl & CreatorTM SMARTTM
cDNA Library Construction Kit JiJ § Clontech A ] .
Primer Script Reverse Transcriptase. Ex Tag, dNTP,
DL2000 4> F-#x#E. DL15000 43 F b K T i
DHS5e /&2 & MWW HE RIEEEY L A
(TAKARA) . JK [R5 e B b 1 H B IR
AT (BIOER) . IR E 7 #r it

3.2 fEAE 4TS RNA fI3REX

B 5 g fBA4 FEEE TR BRI A i B il
IR, A% 65°C i CTAB [ESLEH, 7K
¥ 20~30 min, &G/ B 2 UG, BJEKAH
BN LiCl YT3E & RNA.4°C12 000 g &0 30 min,
BUEWET 50 uL DEPC /KBI35R53 5 RNA. &
RNA 22483 6 FE TR IR 2 J 412, 42 1.0%
TN W e P VRS I G e

3.3 cDNA BRI & R
HL5E cDNA 4 ak: B 3 pg &2 RNA T DEPC

Ab PR S, $2 I SMART SCE M B 7 6 i B
TINAE R 1) 51 0 F0FR 5 e cDNA S5 —%E. R
LD-PCR 754 XU cDNA. %18 SMART SC R
ARG UL IR I BB AR . B 519 K& dNTP
J FI R IK A JE B 25 L. [ SEAE LT E] 95°C 1
PCR ¥ T o M FRSF: 95°C AR 2 min; 95°C
Ak 15's, 68°CHME30s, 72°CHEMH 5 min, 3L 8
ANEFR; 72°CHEMF 10 min. BL 2 pL RS2 T
B B Vo R AR ) L o o

3.4 AR K 5 Sfi | FR&|HEEFTIH K& SCEME
50 uL XU5%E cDNA [ PCR F=¥) 4 5 (Il K ¥
IR, ) 80% LM iR VTiE. VIEHT
79 uL ZEFKAF, N 15 L Sfi T T 50°C/K
TR B o Bl U= W 20 35 R W R s LK S [R1UAC 750 bp
PLER B B2 2B FER-20°C Iyt 5
BT 7ul ZEFK, -TOCHRFEH.

[ = #07E T4 DNA EREREIER T, SF0k
# 4K pDNR - LIB(Z: Sfi 1 BgabF)ERE, i1k
NS SR AT B DHSo) 5 iE 4 LB
Brgedkrr, 37°C 225 rimin B9 1 h K18 R 4G
SCHE o KT TR 52 2 200 B 1 1) 5% RN R R e A 2
BAE S5 50 1 v BE SIS TR P (B2 WA & v Az 2E UK,
2002).

3.5 JRIASCRE R BRI E

BT pL RAGSCPERTR A 99 pL W44 LB 537
SRS, YIS IHIRTE S 30 mo/L AR LB #
FetR bo THEOS RO TR LR, JRUAR ST
5 (pfu) =4 K v fE £ >103.
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BEHLBEEL 15 A pve, AR A s
PCR % 5E S A A, BEHLBRAN 11 S gvE L &
T 5 SRIUTURL, BRI Sfi T BBV S E 1.0%[1 3
JIEAE B L LIRS DS 2 CONA R Fr BU R
BEHLBRI 30 A LR V&4 % R stock F% g X
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U1 uL 938 SCEE B, R 103, 104 AT 105
% JE WL 100 pL 257 R 7 30 mg/L & & K11
LB 7, 37TCiII TR CHEMRE AKX
(cfu)=CF35 A B 7R - #7441 000 pL/mL)/
PRATRRE I B A AR AR (L) o

3.7 RIS

30 ABEHLERE R B B TS, ARAE ST
P LB EARTH], FIFH DNA 751 B b 84
BioXM 2.6 #EATHHHEE, 44 H IR 134 (open
reading frame, ORF) Fl JE 4% % [X (untranslated
regions, UTRs), #/5H/H BLASTN Al BLASTX
& 5 (http://www.ncbi.nim.nih.gov/) 3 47 5] Y5 24 ¥
R, WIPhE R D) 6e .

Y& Tk

LENNALEEETEWLN, ZCE &
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IR
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