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Construction of a yeast two-hybrid cDNA library of Laodelphax striatellus
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Abstract A yeast two-hybrid cDNA library was constructed using the CloneMiner™ ¢DNA Library Construction
Kit. The results showed that the unamplified library consisted of 1.85X 10" independent clones; the titer of ampli-
fied cDNA library was 7.7X10® cfu/mL, and the recombinant rate was about 97% . The sizes of most inserts were
1 000—1 500 bp in length. Random sequence analysis of ten clones showed that seven of the clones had homolo-
gous sequences in GenBank. Clones L2 and L9 were the same as the published sequences. Construction of this
yeast two-hybrid cDNA library of Laodelphax striatellus laid the foundation for cloning of functional genes in L.
striatellus and studies on L. striatellus-virus interactions.
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1.1.2 FEKA

Trizol, FastTrack®2. 0 Kit, CloneMiner™ cD-
NA Library Construction Kit, ProQuest™ Two-
Hybrid System, PureLink™ HiPure Plasmid DNA
Midi Purification Kits ¥l B Invitrogen 2 ], T4
DNA Ligase ¥JI4 H NEB A H],

1.2 A&
1.2.1 & RNA 85

PRBUK KAl 1~2 g, AR A PO ] Trizol
BRI U RNACRREAES Z U 4D , JF 1
T B JSC R DKORIT 58 S0 53 D6 BE T R4 A6 DU 1 o
I3
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1.2.3 cDNA #4 &

#% #8 CloneMiner™ c¢DNA Library Construc-
tion Kit FHAEFWHiEAT . L 2 g mRNA R idR,
fil DEPC-treated water & 9 uL, # 1 A Biotin-
attB2-Oligo (dT) primer, 10 mmol/L dNTPs %%
1 L 3RA), T 65 CIEE 5 min 5 45 CAH 2 min,
IMASE iR A 1) 5 X First Strand Buffer 4 mlL,
0.1 mol/L DTT 2 pL, DEPC-treated water 1 pL,
45 C 2 min; fJ5 A 2 pL SuperSeript™ 11 RT
2 mL,JB%5).45 CHEH 60 min &5 B 1 5% cDNA;
] AR 1 BT A 92 L DDW, 30 pL 5%
Second Strand Buffer,10 mmol/L dNTPs 3 pL,E.
coli DNA Ligase 1 pL..E. coli DNA BAME14 pl,
E. coli RNaseH 1 pL.,16 C 2 h JFfiMA 2 ul T4
DNA RAM.IR5).16 C 2 min J5 & 1R ; B4
it OB IR S anBl #3384 78 50 pl 4%
RZEPIA 18 uL G M XUEE cDNA, 10 pl 5%
Adapter buffer,10 pLL attB1(1 pg/pll), 0.1 mol/L

DDT 7 pL.5U T4 DNA M0, 16 CiEHEIK,
BAFAH anB ¥k 1) DNA 8 it BP Jz b A4 2 2
pDONR222 #4A I,
1.2.4 #1% cDNA XE & 5w B % CFU #h & &

Bi4d A cDNA 1 pDONR222 # 4K %% 1k Elec-
troMAX™DH10B™ T1 Phage Resistant /&% 25 40
1,37 'C 250 r/min Z 7 1 h JEARAE T & 40 % H Ml
) SOC AR B FE 8k rh, —80 CHRAE, HBUEALIE R
TR JF (2 mL) 10 pL Fi B 1 000 ff5 /5, AR B
50 pL WA LB (F 50 pg/ml Kan),37 CHEIE
Brgtid i, BT R IR CFU = Al (-2 To
PO BASEO10° /IR AT IR (ul) X 2 35,
1.2.5 WMAXEFHABENRFBEREARTEE

eI M S R e i ¢ B Nl S )
pDONR222 844 - 138 H1 514 M13F Fl M13R i##
T PCR. AR A B KN
1.2.6 #14 X E pDONR222 it A 42 B

B 3X10° AN Fif M 50 ml N5 FRE (4R
NE 0.3 g BB 1.0 g, NaCl 0. 5 g, 7K 100 mL,pH
7.0~7.2)",37 ‘C,275 r/min &7, MW 6 ) ik
Ao 29 0. 6, ANHE AR E K292 1. 510" cells/ml(1
Agoo 2. 5X 10" cells/mL) B, 15 1 PR B 9%, &R
PureLink™ HiPure Plasmid DNA Midi Purification
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1.2.7 BERER 4258 X BB RA

a3 58 AT ) SC 2 I 5% S o s A A M I
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3 B B K 3R 3K pDEST22 b, MR RN T .
pDONR222 3CFE Jii B N L (300 ng) ., pDEST22
(150 ng/plL) 3 ulL.5X LR Clonase Reaction Buffer
4 yL.LR Clonase 6 pL, il TE 2 84 20 4L,
25 CR 20 hy SEEPLIE LR B4 W), H A TE
9 pL TE ., F ] #5256 A6 K A1 /e DH10B 44
B A 2 mL SOC W5 573,37 CE I8 1 h. 5%
I SOC WA 77 M B 10 £5 5 2R T 100
P15 em B9 LB AR (% 100 pg/ml. Amp),37 CHl
EIGFR TRBAER TR & 202 T 20% H il
TRAFIE T, 34 5 — 80 CORME LRI 3G SO
1.2.8 ¥FHXEFENEE

10 L 338 SCPE R IR, AT 10 A Sk
i B B BRI TR BB BE B 100 oL ¥R A0 LB AR (7%
100 pg/mL Amp),37 CHEIEEFFL . IHE A1
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HLEKHL 32 ek T 7% L 38 0 R i PCR A4 A
FEREAR, IE 2 7T LIF I, K CEW 9%
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X OEE R =CAMA R B AL T /50T
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ik 2%, R cDNA CEZE DI BA 1 X
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SEPEE AR R, HaEad cod B 3RS 28 BH A 7
B XA 5 T AR I S | R it s T
PRPEFERE R, Sl XA KK EL cDNA SCE R 7
Mra& B, W1 UG SO PEZS B 1. 85 X107, T PR UIE
TCEMEEE, BT RAMETE DNA Fis 3
JnE areBl A areB2 33 AT A7 5 45 S vk A A
AR ARUE T RENS 2 ) S A R AR L ke g T BRI
R IR B2 ik B L AT ORIUE 148 A cDNA F Bt
B3 1) R 51) 8 e M ) INF - JA ARG T i T e o 3
P LSRR & T SO R i, A PR R
B4 AR B TE mRNA A B — 1
HAF A 5 A 3 v (4 H B 249k 69 %51 29 %617,
5" A AR S A DX A R A RS T X LA T
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(L2. LD, AT sl T A 7 Beb AR gt Xl A
28 1| 5 A 1 A A AR B2 L Invitrogen
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WA 3 A F L, 4 A R BCRB S A1 & 3
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TERENE

Hir HAEJ U R R 258 T 456 410
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HRWE ST — e B 5K KR BAER R B H 20
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TR A AL RERL .
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