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Abstract Flower is a key organ in peanut which was an active research area in model plants. Construction of a high inflorescence
cDNA Library will provides foundations for screening and cloning inflorescence functional genes, which could do benefit to
disclosing molecular regulation mechanism underneath inflorescence development in peanut (Arachis hypogaea L.). A cDNA library
was constructed based on SMART system. The number of the clones was determined by plate coating, the recombination rate was
determined by PCR, the size of inserted fragment was determined by digestion of enzyme, and the bioinformatics analysis was used
to evaluate the quality of the library. The primary library capacity was 1.2x10° cfu, the average inserted fragment size was about 1
300 bp and the percentage of recombination reached 100%. Judging from the analysis of bioinformatics, this library includes all
kinds of informations, as well as some new genes. The library is of good quality for screening and cloning full-length genes.
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Figure 1 Results of RNA Electrophoresis
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Figure 2 Results of dsDNA Electrophoresis

Note: 1: Results of dsDNA Electrophoresis; M: DL15000 marker
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K, AR BRI EA—AREAN, HE R A
NFEYLHIE 100% (Kl 3). FEHLEEEL 10 4N H 2
PRPERUTORL R U J5 Ik (B 4) o, SR BER/NE
BEHTE 750~2 000 bp 2 [i], It 750~1 000 bp 2 [
A—1 1000~2 000 bp Z W47 8 />, AA—"MaEATEL
/T 750 bp o FTAg SRR BEPK BEZ) 1.3 kb

SERRWIA SRR R T SR O M 20K, SRS
TP RIIBEREN, SR ER .

1.4 XEERENLI PRGBS E R
BEBLFELE ST 30 AN md B b AT X Wy, A
DNA JF 515 B HTE A BioXM 2.6 23 HTill 3 45 3L,
A 25 MR,  HI5BA IR S HE S .
kW _F Blastn LLxf 404, HPH 19 NS ARKTA,
2RKFEN 76%. Blastx i irr: A 1 ANFAIRK
MRS Har 24 N5 QAT = 558 7
FIHAFPEPE, g 16 AN ATIREAR & Bk e
HAFA, 5 66.7%. HHH 7 ANPH 5 DREC A
MWW RS HVEA R, Dy elch 29%, 4
FAKEER A BRI 2 RRE
VG e RS it o w6y XT, #50E Do2.
RIRWLENE FEE . SRR YA S £ 12
J 40S RxbERER ) S2 &, HARZIR WAL 1. 7 A4
DRI G i P 1) 5K 57 LRI 20 S5 18 7 41 IR PR A o
15



ERERAF5REF(NER), 2011 F, £2%, 14197
Douke Jiyinzuxue Yu Yichuanxue (online), 2011, Vol.2, 14-19
GRHENG L  fe i . . :
Doule iyinzixe Y Yichuansue http://1gg.chinese.sophiapublisher.com

MI 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 M2

7 500 bp
5000 bp
2000 bp
1 000 bp 2500 bp
750 bp 1000bp
500 bp
250 bp 250 bp
100 bp

3 W PCR LK ]

T 1~15: BEMLPRIE 570 B2 ; M1: DL2000 marker; M2: DL15000 marker

Figure 3 Identification of some recombinants by PCR

Note: 1~15: PCR detection of inserted size to single clone randomly chosen from ¢cDNA library; M1: DL2000 marker; M2: DL15000
marker
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Figure 4 Identification of the inserted fragments by enzyme digestion
Note: 1~20: Electrophoresis of plasmid restriction; M1: DL2000 marker; M2: DL15000 marker

% 1 CAThReEE A 5 GeneBank Blastx [m) Y57 L Xt 45 B

Table 1 Result of sequences homology comparison of function-known genes by Blastx on GeneBank

LRSS W L6 s [ Kk A — 3k E{H
Clone No. Accession no. Sequences producing significant alignments Identity E-value
PH1 NP _001105639.1 aquaporin PIP2-7 (Zea mays) 82% e-135
PHS5 ACJ76773.1 eukaryotic translation initiation factor 5A2 (Glycine max) 97% 2¢-86
PH8 ACJ37411.1 receptor-like protein kinase (Glycine max) 88% e—106
PH9 ABU39903.1 photosystem I reaction center subunit XI (Olea europaea) 66% 2¢-29
PH15 BAE79735.1 phospholipase D alpha 2 (Arachis hypogaea) 95% 0.0
PH23 ACG76109.1 pathogenesis-induced protein (Arachis hypogaea) 76% 2e-69
PH29 ACM49843.1 ethylene responsive transcription factor 12 (Prunus salicina)  56% 8e-43
PH30 XP_002513493.1 40S ribosomal protein S2 (Ricinus communis) 92% e-121

6 NLHA CHERRR P RA R, 5 EWEREE BB, ARSI Pk e R A S
EER IR PP BAT R PR AT 3 4> Xl RS T REIMER, RSB T V2 R A%k

AEfE A S RS WA XA, TR B BRSSO R R, W T R DR A g i
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SKIFE MERE BB A, RORH T R

h T AR B A PR RE 2R 0 8 HHER DL H I
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3.1.1 SER AR

DU EE AR PR 2R E A T 18 1 DR B A6 24 i i
£ 6 SARTFMALFE MR, 70 CURFAE %

3.1.2 1A

SCPERER 7 & Creator™ SMART™ ¢DNA Library
Construction Kit 4 H Clontech /A ] . Primer- Script
Reverse Transcriptase. EX-Taq, dNTP, DL2000 A
DL15000 731 FrifE . HUHALESZ 254011 DHS o 251
H KIE Y /A 7 (TAKARA) . B RISCR 6 A
PO H B A BR 2 W (BIOER) . L ek 71k H [
PR AL

AT 51435 i iR TR BRIk 5 A1 PR A 7] &
B, TR : SMART IV Oligonucleotide:

5'-AAGCAGTGGTATCAACGCAGAGTGGCCATT

ACGGCCGGG-3": 3' PCR Primer: 5'-AAGCAGT-
GGTATCAACGCAGAGTGGCCGAGGCGGCCGA-

d(T) 30VN-3'(N=A, G, C, or T; V=A, G, or C); 5'PCR
Primer: 5'-AAGCAGTGGTATCAACGCAGAGT-3';
M13 Forward Primer: 5'-GTAAAACGACGGCCAG
—-3'; M13 Reverse Primer: 5'-CAGGAAACAGCTAT-
GAC-3'%

3.2 HiE

3.2.1 LA S RNA

IS g AL P BN A T R, 7850 0TS
KA 5256 3 20 KL ) CTAB V-3 B RNA G 5 RNA
LA I VHRT IR B S A, 28 1.0% B ki
RIS FEL DR I e

3.2.2 cDNA FUBEFIXURE ) 75 ik

cDNA #1575~ DEPC ALBEK) 200 pL 25

O I LLFIR 7 3 pg & RNA, 1 uL SMART 1V

Oligonucleotide, 1 pL 3' PCR Primer, 72°C{{i#} 2 min
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JEVKHT 2 mine FYHNE ORI FFIAG: 1.0
uL RNase Inhibitor, 3.0 uL. MMLV Buffer, 3 uL
MgCl,, 1.0 pL dNTP Mix (10 mmol /L), 1.0 pL Primer
Script Reverse Transcriptase, 1.0 uL SMART IV 42°C
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T
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