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[ Abstract])
ing AMP genes from scallop based on gene homology. Methods

Study of screening for defensin genes in scallop by improved rapid amplification of cDNA ends

Objective To screen AMP genes with improved 5' RACE, to find out a feasible method for screen-
Total RNA was obtained from scallop hemolymph
by TRIzol method. Gene specially degenerated primer was designed according to the conserved sequence of MGDs.
The 5’ end sequences of possible defensin genes could be fished out with improved 5" RACE and their positive clones
were sequenced. The homology of sequences at 5" end was blasted in GenBank. Results Several unknown ¢cDNA 5’
end sequences were obtained from scallop hemolymph RNA with improved 5' RACE. The ¢DNA fragments under 600
bp were AT cloned and three cDNA 5’ end sequences were obtained, with the lengths of 257,275 and 511 bp, respec-
Three

¢DNAs 5' end sequences from scallop hemolymph could be new genes. It is available to use improved 5 RACE to

tively. There was no similar genes in homology with these cDNA 5’ end sequences in GenBank. Conclusion

screen gene fragments containing defensin conserved sequence.
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XU e DU B SR R 4 05 7 B K2 E AT g s g
DUHTR RS — 2R BB 7 B & & R D &R 1Y L B A PR Ak
Wy HE NG F 2K T DL AR 38 (MGDs) & o — 2807, 44
22 B DU S B B IR R G o 40 L B A A R I B AL IR AT
T 22 5% 1 1A A2 I 52 AR i 28080 H € 335 10 (HIPLC) 25 M 1ML
T A MGDs™ Y IBLE K 4> /0, & b S B R 4l
SMEFE R, AR BE U AR PR b ) T B PR 2 R g R 0 0 B I B AT
FIE AR R BT KR A & R, RT-R 4 16 4 5
(RT-PCR) .#ix & PCR FIH# 4% PCR(RACE) & #{) {Z JiL
FHET . AR AP0 R K I DR S S0 BT 514, n] DL (8 4
HUCHUB R SE DT 10T, A [ ok K 3 A 46 2 0 BT K cDNA B
L) s ke R IR B> T A W BOR 25 6 B I DR 7 s 2 3R
R PUT KA PE D ik . AR B B 5" RACE X
Jad DLy A 2% R PR R AT O 0k S — BT A0 AT 8 Y 40 T IR B T
i T
1 #R57FE
1.1 Ak TOP10 &R RS2 S 4 3 . pCR4-TOPO Vector,
D

TRIzol Reagent,Platinum Taq DNA & { B 2 4 i . RACE i

x  HEDE:) AKE HARPIFEIES (5011588) ) A BE BRI R4 (Q2006020) . &

RACE; gene

Fl & ¥ H Invitrogen A # ., pGEM-T Easy Vector Systems,
RNasin,Tfl DNA B & i .RT System,Wizard SV Gel and PCR
Clean-Up System ¥ty H Promega /A 5], 100 bp DNA Ladder
Marker W 5 4236 4= ¥) TR\ w) Al Takara 5249 TR R CR
Do W AE A TR A BR A A 5E

1.2 Jrik BR 5" RACE ff3:51 9 Mt 5" i i 7 315 B
TE MGDs By B A 5 BE /Y O SF P 3l 3 x84 i MGDs
R At 40 e 1 77 80 3R M e AT IR U BE TR ) o IR R M e L
i PR B R K R T S AR ST R B4 . And-
sense primer: MGDs &35/ 4 5'-CCR CCG CAT CTA TAR
CAW GTG CA-3"(R=G or A;w=T or A), HAll RACE iz
HE AW B W, W F . Sense primer: GeneRacer 5' Primer: 5'-
CGA CTG GAG CAC GAG GAC ACT GA-3'; GeneRacer 5’
Nested Primer: 5'-GGA CAC TGA CAT GGA CTG AAG
GAG TA-3'(26mer) ; GeneRacer RNA Oligo Sequence;5-CGA
CUG GAG CAC GAG GAC ACU GAC AUG GAC UGA AGG
AGU AGA AA-3";GeneRacer Oligo dT Primer:5-GCT GTC
AAC GAT ACG CTA CGT AAC GGC ATG ACA GTG(T)
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2.1 J DLk L A A B R 5 RACE ik AT
T 7 A R T 3 W SR B DL R e DL S iR R AR T R
K R DL R T gk B I K R S L AR S R AR I AT T D
PR eb sk B K BRI P 52 L. T 2 om® ST &R S 5 Sk M
7 LIS H 0 BRI o4k B AR DD Ik R Y 10 mL, 4 C,
800 X gBy L 15 min, F FIH R A VIIE T 1. 5 mL MRARAR —
ZEEAL B EP &, TRIzol ¥ 48 B Ik B RNA 00 MR 4%
RACE 7 & 15 W] 45 947 mRNA & 5'-P 1 % i Ab 72, b 78 /5
i1 mRNA 5 RNA Oligo #4734 3% . i J5 #E4T mRNA ¥ 5t
S 3518 B 1 cDNA F ] MGDs i 3 51 # il 47 it & PCR
Yo 8B H 5 S, 4 1 Rk PCR i l§ GeneRacer 5" Primer
(10 pmol/L)Fl MGDs & 3 8 #7 (20 pmol/1) % 3 pl. 3B Kk 4
4k 55 °C 30 s,3 MEHJF,68 C 30 5,30 MEH. 5 2 K
PCR ffi i GeneRacer 5" Nested Primer (10 pmol/L) fl MGDs
{3 H 519 (20 pmol/L) 4 1 LB K 414 68 °C 30 5,30 41
Wo I MGDs J R 505/ 3R 5[ #3647 5 RACE, 7233 DL 4y
B B B S R B R BL(EL D

M1

300 bp

500 bp

200 bp

¥ :M 3 100 bp DNA ladder Marker;1 3% 5" RACE products,
B 1 5 RACE F=#3 g ¥ s A R ik B

M1 2 3 45 6 M

500 bp

400 bp

¥ :M 5 100 bp DNA ladder Marker;1~6 ) PCR product of NO.
1~6 clone,
B 2 PCR % E#E pCR4-TOPO &= 48 & fir FH 1%
TEEBIKER

2.2 R 5 RACE 43I B AR J3E N B il s e v PR
KB 7E 600 bp LAY 3 A2 K A Bt 47 B — 4 10 50 B A0
DNA F3043 47, T3 8% DNA 254 J7 19 0. 65 mL 8.0
& 1 Wizard SV Gel and PCR Clean-Up System iz 7] & v P
P it R 5" RACE Pe¥ iy aife. #4ifb)5 i 5" RACE =
WH pCR4-TOPO 5 pGEM-T Easy [ ki 2k 14 3% $ J5 #F 17 5%
6o IR 2 vk /DN i 2 B E 4 J5 KL, SR I PCR i 2 BH o 5
% .pGEM-T Easy T #41 B ki fdi H] iE 17 519 5'-CGC CAG GGT
TTT CCC AGT CAC GAC-3'fil % [/ 8| # 5'-TCA CAC AGG
AAA CAG CTA TGA C-3';pCR4-TOPO T 41 i fifefi | T7 5'-
ACG ACT CAC TAT AGG G-3'F1 M13 Reverse 5'-CAG GAA

ACA GCT ATG AC-3'. PCR f#i% pCR4-TOPO 41 JF i (&
2), Horp 3.4 5 P T R 9 I 41 Bkr PCR =4 & B AE 400 ~
500 bp Z[f], PCR it pGEM-T Easy # 4] it ki, Hrft 7 5 [H
P 5w B 5 41 FR PCR ™ 1 K 7E 700~800 bp Z[A] .

2.3 MR 5 RACE 58I/ R 55 H A B DNA F31 4081 B
PCR=YKIEHG ZF MW % LAY TERARA N
J¥ . pCR4-TOPO T 2 fi ki il pGEM-T Easy T 2H i 4 43 1] fif
R EY TRARA FRAER T3 514 F1 SP6 @ 51 ¥
H A 2 R IE 1 0 . U 5 A 3 3.4 A 7 5 BH M v B A A
BB R 8, Ho B4y 3k 257,275 F1 511 bp, i@t BLAST #
JF48 R GenBank ZREIEF R E IS5 Z & FE R E A9 3L .

3 i it

RACE fg Y A 2 4K 1515 3 B mRNA 2K cDNA, i)
T A cDNA F 51831519, #1 F PCR §" 3% 5'.3" 4 cD-
NAREMN 2 M EAEZRFHE 5 RACE fl 3'RACE =4
Haf L3R A 4 K cDNA, L A] L3 5'F0 3" 3 U » A A A B
Sl AT FK Y1 A 5 4 K cDNAPCY iy T 4 T bk [ —
RLEH o B A RS F P R S 4R i GSP, B DUBE Ml K A5
B IR N, 2R S GD ARl R & cecropin A #31 GSP,
o A A5 31 5 HL ) 8 9 ME 78 BT BK cecropin A, Kim 450 A
JHIR &6 R B4 2% F s PCR #1 5’ RACE M 32 3| 40 J5 31 3% 1
JUE &)y Ha fA P % 31 45 8 %8 28 P BK cecropins 5 B AR AL
P H BK papiliocin, & 5| 4 19t B B T 38 4% 25 19 B ff O
P 3R RE AT LR 4% 20 3 R 1 AR <1 P 3 I B DNA K351
Y. 5'IRANF VMG BAE MGDs 3P b B 35 B AR ST L R
W 53 B ¥ {5 B AT LUk B i) B 5 MGDs H oA A 5
PERYSEE G H B AT MGDs FLE: il 9 R 1% B 48 2 K %
YL T K 3 1R 5 47 1 4 ) DR P e EL R T AT ) 4 R R IX ek
B JE R 4% SR 351 9. 847 5" RACE, S B i % 5E 1 3k By
MRBEREM T H Oz a" . MR RACE % I3:51 9
H RACE B A T, T4 36 O 1T 51 W5 sty 04 R 50 X388 1) )
H . RIIF 5B ARG K T 152 H AY 2R B HL 4 5 cDNA fy 5
ity )3 A BT DL B R4S B A B PR B TR AR A R T
i — 2 v B i i

ASzu R 5" RACE #3 MGDs 3 [R5 5 4 7 51
Yy E Y AR Wb 2 A A K 3E I cDNA By 5" K 5 5 41 .
Pk T #8402 N A BEREAT SE I e DNA 5043 #r . 15 8 3 K
FE 4y Bk 257,275 A1 511 bp MY DR FIIER 5" %6 F 51, 8 5
BLAST #2738 & GenBank B 6 2, K & B 5 Z /& B W] I8
MY . FBE, X 2 cDNA R Bl o] REJ2 B i 2L P 51, M
RACE —# . 3f PCR WA — & 0 Jm Rt . B TR 95
SRR, G AR S A ML S 8, AR RS sh 5
RACE =4 i (1) 400 bp 2% & 3B 55 57tk 38 7= A 1) 2%
B A 55 0 A5 W] BE Y B PCR 72 ) 39 47 58 B 0 6 31E 52
TR AL 30T B B A U O . L A 2 e AR A ] R
AT B TR R I3 8 1 S5 A 7E — A IO ME B L 3X 1T BB 5 LR <1 7 51 2544
W FetE R — KR,

S 25 R AR i T v AR A IR B AR R O SE T B 1
FEH R B BRI, AR SEI60 i AR 3R A5 5 MGDs H & B [7] 5 1) 3k
FBE . UG B DR O o T R — s . AR R ALK gk
TR BT A 52 56 2 BB ik BB R B, 9 iR A7 470 0 2 e o 88 )5 82
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