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X U T B R B AR A, A MR IS 1 338 4 A
AR S g B AL TR SR AL 1 D T R K P 1Y
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1 4] FRR A BONE ST DRIk DU B cDNA 22 i SCHE /44 72 T 43 47 135

PRl o 3 SRR 5T 45 SR 1 3R A5 itk — 2D R DL X 4b
T WA Gl 1 e g B PR B T A

AW FE N SSH H AR # i T % N R
(Vibrio alginolyticus ) if5 5 1) 5 [Q ¥k £ DL IfiL b £
cDNA 2 3%, Ifi@at EST M7, 45 6 Y15 B
2EBOR X IS PR v O B Y 2% R 3RO I i AT
THER RO, Ry ik — 2D v B T [k B DLAH
KTy e S R R AIF 9 75 N A J e 5 A G T R TR
Y Rk 22 SR I S WOk,

1 MRS Ik

1.1 SEI#r#

S s T R v BT S K AT E. coli
DHS o R ) AR 7K 7 2 5t sh W1 I A ) 5
POt AT o B S 5 DR A D IRER B DL (P2
Fe i 70 mm) W [ ) 7R A L AR 1 L PR 2k L
FRE Y, B A T % N BN KR (50 em x
60 cm x70 cm) , 43 2 H (KM 20 tester F1 5K 3)
4 driver) , £ 40 40 H ;K& 25 C, 0B 28, 4
FU s B AR A R LR B R Dy BRI g K A
K(100% )1 W ;2 NE F% 1 J G 17 525 ; Trizol
reagent Il [§ Invitrogen /A 7] ; PolyATtract® mRNA
Isolation Systems IIT & 5] & Wy B Promega 2\ ] ;
PCR-Select™ cDNA A E]
CLONTECH 7 7] ; QIAquick™ PCR Purification
Kit 4 [ QIAGEN A #] .

1.2 FERRKRRFMA T AL E

SCHG P K RNA 4545 B s 2 19 150 1 28 0.
1% DEPC i % 4k 3 5 ] DEPC Ab BHUK BE il , 4R 45
i S AT e Tk e s K T Ak B 5 R A 3R] B Y B
BEAS PR d IR 45 200 C L4 h D) b g b B 52
Brp BT I B0 8 Wk S AT 0. 1% DEPC K
R II R, I 28 Tk i T AL RS T
1.3 AEEHRATBERE

I - 80 C {77 1y i 5 I TR B A, - AR 4R s
28 THE7 18 h, PREL AT 5 # £ & 100 mL TSB
(2% NaCl) ¥ 373 v, 28 CHe 7 (120 r/min) %
18 h,5 500 x g 5.0 5 min U4E B 1A, UL yE
PBS Z¢ Ml i , 5 A3 EOL i HI ZE ODg, , i
ERYL W EE N 5.0 x 107 cfu/mL,

FH 1 mL JCR 7 ) 4 , 78 tester 2 By [RER £ D
P8 ILTE S 0. 1 mL | 34 ¥ J32 3 3 9 B 1R 9, )
i driver 1735} 0.1 mL PBS ZZ ik .

Subtractive  Kit

1.4 DRHFUMHEBRE

Vs BB e 8 h J5 , A 1 mL (¥ OB R
e PR BE DU P 58 LA R 6 Mk B2, 4 2L 0.5
mL ;SR MMk B 4 2 1.5 mL B0
1 mL;4 C,800 x g #5.0> 10 min Y54 ifi 48 g ; i A
1 mL Trizol 35 , % ¥ &% S 52 4l W A8 it 200 Jfd 58 53
LR T -80 CRAFA .
1.5 # RNA $2H0% mRNA 4L

X A Trizol ( Invitrogen ) i, 7] $2 B Ifir 3k B2 &
RNA JE AR bR ICr 5258 (dT) B4 FEE R &
03 1 W 2R 464k ( PolyATtract® mRNA Isolation
Systems TI1) mRNA , EL 25 B 2 I it 71 42 10 93
#HAT o
1.6 SSH £REMXEHIEE

{#i F§ PCR-Select™ cDNA Subtractive Kit iz %]
AT 22 DRSO PR AR A #RAE U7 s 2 RN & 1
W1 (BE Bl ) o A 52 50 DL o o j ek e 1 5 IR
PRBE DR tester 41, LLIE S PBS 2% v i 19 5 [ 2k
B DAy driver 41, #4) 8 1F 1] 22 9 S

T 560 0 ) A I bk B4 2 driver 41 1 tester
ZH A W 5% cDNA , 4R 5 ¥ tester Fil driver 4 cDNA
KM Rsa 1 #E47EEY],37 TR & i 7 ; tester 41
cDNA 2t Rsa 1 BV G 2008 2 1, 3 il T4k 1,
53k 2R E TR tester 1 — 1 F0 tester 1 -2 ;45
PR EEERW L RIG, T E EELW
driver cDNA FlI tester cDNA i 47 #1] i P4 22 U 2
2o ¥ tester 1 —1 cDNA Fil tester | —2 cDNA 43
W5 driver cDNA 7£ 68 C 2514 F & W 10 h L%
— KA B AL R ) driver ¢cDNA [A] I 55 7 48 2%
AEKES, tester 1 — 1 tester 1 =2 SRS ,68 T4
A3 AR 58 JRER R 2% 58 5 R I Sk AN AR [] 7 471
19 AE IR S G 2 5 T AT — 1k PCR 4
ST e S U ke SN A R B S A
19 #E A7 % — K PCR 4" 1%, PCR 7= ¥ Rk M
QIAquick PCR purification kit PCR =4 4fi £k 3, 57
AT Al LAt 208
1.7 BLEBENERSEZHAELD

Fe Sk M HEROCR 5 22 WSO A I 34 DL 1 1R 2R B
DU B-actin JLH Ry brif . LA B-actin B H 5" 351 )
(5'-GTTGGTATGGGACAGAAG-3") il 3" ¥ 5| ¥
(5'-TGTGGTGGTGAATGAGTA-3') H — 1~ 4
A, Phln] & $2 i i $2 3k 51 %) PCR primerl 1 B-
actin (1)W1 9 R —AH G #17 PCR P73, LA
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INGEIL/ERE T & W TS0 3 & WA e S 3 OF-Y
.75 € 5 min,94 C 2 min, %k )5 94 C 30 s, " b T
62 C 305,72 C 40 s 14 30 MEH, DIEFRR
[ B-actin 1 g K P 2 18 cDNA SC P 22 U3 % (1) 22"00
J& 4% ,PCR 2R 45 (B R 75 € 5 min Z 4h, JE 288
1 000
B H LR K 250 - e Gl
1.8 £ cDNA TEMHERAMEERLSE 200
250

1 R £ 9 PCR ™) % $2 3 pMDI8-T %
K (TaKaRa) , ¥ 1L % £ 7 ) A KW #F 1 DHS«
O T A E N R R M BUR A L 37 C
B IR, BE L PR T B 8,37 CHR U 8
7% 3 h i §iz0 PCR 5|4 1 #1§i2 PCR 5|4 2R
#E47 PCR DL M5 5E FH 14 50 B, PCR 16 28 2 40
94 CTiAFME 5 min,94 C 30 5,68 C 45 5,72 T
2 mindk 30 NMEH K % E E AT 600 A4~ FH 1
B ZeFE AR R (TRYID) e PR BR 2 w247 00 %
1.9 £MEEESW

F|H VecScreen( http: / www. ncbi. nlm. nih.
gov/VecScreen/VecScreen. htmL ) T. H 39 4 Il JF#
Jr 5 1) 4278 ESTs Jy 41, JF 25 bR He v 844 77 971 5 il
J DNAMANS. 2. 2 {4 %f 4 % A %0 ESTs J7 4]
PEAT R PR, A= PRI LAY Contigs FIRZ 5
PEREY Singletons, {# J BLASTx T. H (http: /
blast. ncbi. nlm. nih. gov/Blast. cgi) %t 3% 15 )
Contigs fil Singletons 5 GenBank % i J% ( Non-
redundant protein sequences database ) df 17 [A] J5 14
Fb A5, AR A A B0 1 7 3 19 2 B X ESTs 7 471 4§
ek,

2 GER50M

2.1 Z RNA RELETE

TRIzol iR 7 43 5l $Z B tester 4 A1 driver 241 5
FQERBE DL I 40 i A0 & RNA . 2258 4843 66 it
K], OD 0/ OD 5 LLAE 53531 24 1. 90 A1 1. 96 , 15 1]
AL RNA 2 RE8F 181 0 1. 0% B iR Bl BE IR L Uk
5L, LA 18S L R R ELIL 4, s B ML
U, AT T )5 28 mRNA fy 24k .
2.2 mRNA g4k

% PolyATtract® mRNA Isolation Systems III
G & ALY mRNA 1. 0% Bl bl 5 e v vk 141 52
SRECIR (I 2), RN A ¥ 53, HoR W HE IR
RNA 5 5% . 55N L THI E OD,e/OD,, L
45508 1.89 1 1.90, 1] L Al FJ5 42 ¢cDNA %{

100 n ‘

E1 DEKERENIm4EA 2 RNA AL #55 BS B ik
M. DL2000 43 475 ; D. B340 T. 6 41
Fig. 1

purified from hematocytes of P. fucata

Agarose electropherogram of toal RNA

M. DL2000 marker; D. driver; T. tester

M D T

bp
2 000

1000
750
500
250
100

2 #i{t mRNA 55 #5 5% B B ik
M. DL2000 43 P45 #E; D. 9R34 ; T. faiil 4
Fig.2 Agarose electropherogram of purified mRNA
from hematocytes of P. fucata
M. DL2000 marker; D. driver; T. tester

2.3 Wk cDNA &K Rsa 1 EEY]

BB 6 wL i) /i #Y) driver cDNA F1 tester
¢DNA DI} 1 pL B Y] )5 Y driver cDNA A1 tester
cDNA 47 Bl W BE e L vk 70 A, 4 &l 3, cDNA
Z B R R BOIR, B Y)JS R cDNA 847 /N B il
I B 2 i)y, 26 B i ) ROR R4
2.4 BELEEIENEN

K FH SSH ¢ AR Mt 22 Wl SCE N 5 &5 5 4%
SKBCERY mARA BRI R, i k2 )E
f1E (i n) DNA,30 AR5 Al 4§75 ) PCR 4
(&1 4) , KU EERCRE R B 50% , & Ll
% T tester cDNA, 0] T T — #2425 #1 PCR §~

NET T TIAN
WAL,
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1 4] FRR A BONE ST DRIk DU B cDNA 22 i SCHE /44 72 T 43 47 137

D1 D2 M T1 T2

3 Rsa 1 EGYIRIIE WHE cDNA & K/MIFLE
M. DL2000 4} T-#5#E; DI. [ Y i driver cDNA; D2. B ) )5
driver cDNA; T1. fiff ] fij tester cDNA ; T2. fili /] J5 tester cDNA
Fig.3 Driver and Tester ds cDNA before and after

Rsa 1 digestion
M. DL2000 marker; D1. driver cDNA before digestion; D2.
driver cDNA after digestion; T1. tester cDNA before digestion;
T2. tester cDNA after digestion

M 1 2 3 4

bp
2000

1 500
750
500
200
100

B 4 Tester cDNA # L HE B RN

M. DNA 43 F-H 45 DL2000; 1 1 3. L B-actin 1y b3 1T iif
I HEATYHE ) PCR 49 ; 2 Fil 4. LA PCR primer 1 Fl B-actin
R U 51 9 2E AT 3 B9 PCR 7 )

Fig.4 Detection of the adaptor ligation efficiency of

tester cDNA

M. DNA marker DL2000; Lanes 1 and 3. PCR products
amplified by B-actin upstream and downstream primer; Lanes 2
and 4. PCR products amplified by adapter primer PCR primer 1

and B-actin downstream primer

2.5 cDNA XEZEBRERN

PL2E W5 1 cDNA Shy 5 Al 6 i 4 52 Bk 1A B-
actin , fEPEAELE 30 DIG IR A A P35 H 3,
M LAAR 2208 1) cDNA S AR 4 34 3% 7= Py i), 7 20
AN BT B A] A I 2 48 7, 3R R A 22
U SC R AR, AR BT 205 (S .

M 1 2 3 4 5 6 7 8 9 10

bp
2000
1500

750

500

250
100

B 5 B B-actin AIEHRE M 2 B 3CE B E B E
M. DNA 4+ F 71 DL2000; 1 ~5. 422 cDNA g K1 iz 43
H7E 15,20,25,30,35 IR PCR 72475 6 ~ 10. LK 2208
cDNA #4357 15,20,25,30,35 DM FFF 1 PCR =4

Fig.5 Subraction efficiency of subtracted cDNA

library by detection of B-actin gene
M. DNA marker DL2000; 1 - 5. PCR products of unsubtracted
cDNA in 15,20,25,30 and 35 cycles,respectively; 6 — 10. PCR
products of subtracted cDNA in 15,20,25,30 and 35 cycles,

respectively

2.6 #XZYH PCR ¥ i

202 W L )E , HA B B 2 Bl
[F) 42 3K 9 XLEE cDNA 7 7-fg il i PCR 5 4" 1 .
FI 5% PCR primer 1 DL & $ 5| 4] nested PCR
primer 1 F11 nested PCR primer 2R 4} Ji| %f 4% 32 7=
YyiEAT PCR § 3, §i5X PCR W H] 1. 0% B g i
BRI P DK AGE I , 25 2R 7S A 58 7 W) ) PCR 91 2%
W R RSO, B B K /N EE B fE 250 ~ 500 bp (&
6).

bp
2000

1000
750

500
250

100

B 6 =4k % PCR =4 35 A5 HE 58 A fE ik
M. DL2000 43§45 ifE; 1.2. PCR =¥
Fig.6 Secondary PCR products of
hybridization products
M. DL2000 marker; 1,2. PCR products

2.7 PMHMTRFER PCR EXE
it HL 2k #8001 we [, Il i 5 50 51 4 nested
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38 &

PCR primer 1 #l nested PCR primer 2R # 47 PCR
Pohg S E B E O RE . LUK SR BORHE A R BOR
/N F 100 ~750 bp, 153 3] 600 4~ BH 1 5w b+ (1A
7)o
2.8 ESTs £¥ERFESTRINGES X

1 DL B 5 2 /9 600 A FHE se B 19 R B 7
J5 & RN PR A BR 2w ) U e, LBl A7
505 A~ FF s B, 3R A5 AT 2L ESTs 414 4
BLASTx [a] 4 43 #r & W] ,210 4~ ESTs J¥ 51 (£
7 116 /> contigs) 5 NCBI JE JU4x & 1 i £ 4l 2
o AR B A AE AR R AR L, o 167 A
ESTs J¥51] (72 4~ contigs) 5 & I I it & H 5 )3 51
Hoim B A

M4l BLASTx [A) P44 70 A 2 A AL 7 51 Y
THRETHE AT ESTs 43 HLAR 9 K(R 1 MK 2):

7 ESEER PCRETE
M. DL2000 43 F 5 i

Fig.7 Identification of partial positive clones by PCR

M. DL2000

x1 BENEFSNIRKSNMHAEBEEXEHSTER ESTs

Tab.1 ESTs isolated from the haemocytes subtractive library of P. fucata challenged with V. alginolyticus

EST 24 [7i) 9 49y Fof efd o e/ TS R

category and gene identity. BLASTx homolog species e-value no. of clones/no. of contigs
cell immunity/defense/ stress
galectin Haliotis discus hannai 8.00E-28 1/1
heat shock protein 70 Pteria penguin 2.00E-60 1/1
alpha 2 macroglobulin Chlamys farreri 9.00E-03 1/1
ferritin protein Pinctada fucata 4.00E-18 2/1
defense protein Lonomia obliqua 5.90E-02 2/1
cytoskeleton
galaxin Montipora capitata 7.00E-11 1/1
actin Pinctada fucata 8.00E-127 14/3
alpha-tubulin Crassostrea gigas 1.00E-76 3/1
beta-tubulin P. vulgata 3.00E-34 4/1
matrilin-3 Bos taurus 4.00E-08 3/1
coronin Nasonia vitripennis 8.00E-04 3/1
ribosomal proteins
ribosomal protein L3 Chlamys farreri 4.00E-83 1/1
ribosomal protein L17 Phoronis muelleri 1.00E-43 7/1
ribosomal protein L21 Phoronis muelleri 6.00E-05 2/1
ribosomal protein L28 Novocrania anomala 5.00E-19 3/1
ribosomal protein L30 Spodoptera frugiperda 9.00E-19 1/1
ribosomal protein L31 Crassostrea gigas 6.00E-14 1/1
ribosomal protein L32 P. vanderplanki 3.00E-19 2/1
ribosomal protein L36a Lineus viridis 3.00E-08 1/1
ribosomal protein L40 Crassostrea gigas 2.00E-51 6/2
ribosomal protein S15 Lineus viridis 8.00E-28 1/1
ribosomal protein S20 Eurythoe complanata 5.00E-34 2/1
ribosomal protein S24 Sipunculus nudus 9.00E-39 1/1
ribosomal protein S28 B. belcheri tsingtaunese 3.00E-07 1/1
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1 AR E I EINE TS D IR R DLk 2 cDNA 22 Ul SC 1 4 1 &% 43 #r 139
gkl
EST 2] [ 9 b eft e/ A A
category and gene identity. BLASTx homolog species e-value no. of clones/no. of contigs
cell metabolism/respiratory chain
Acyl-CoA synthetase long-chain family Danio rerio 1.00E-17 1/1
5-aminolevulinate synthase Crassostrea gigas 1.00E-62 2/1
translationally-controlled tumor protein S. cerevisiae 3.40E-02 1/1
MAWD binding protein-like Danio rerio 5.00E-07 2/1
HRAS-like suppressor 2 Pan troglodytes 5.00E-10 3/1
receptor of Activated Kinase C Mya arenaria 5.00E-22 1/1
Fructose-1,6-bisphosphatase Laccaria bicolor S238N-HS2 4.00E-17 2/1
Cytochrome ¢ oxidase subunit I Pinctada fucata 2.00E-148 1/1
Cytochrome ¢ oxidase subunit 3 Saprolegnia ferax 5.00E-31 1/1
Cytochrome b L. whiffiagonis 1.00E-06 2/1
Mitochondrial H + ATPase alpha-subunit Pinctada fucata 8.00E-101 4/1
short-chain dehydrogenase Aedes aegypti 1.00E-16 1/1
cell signaling/adhering
phospholipase C Aplysia californica 8.00E-39 2/1
zona pellucida glycoprotein Rattus norvegicus 1.00E-04 3/1
tumor suppressor QM protein Pinctada martensi 4.00E-43 5/1
thrombospondin 4 Homo sapiens 2.80E-01 1/1
hillarin Hirudo medicinalis 1.00E-16 1/1
transmembrane protein 8 Monodelphis domestica 2.00E-06 1/1
cell cycle/DNA replication/protein regulation/transcription/translation
cell division cycle protein 42 Sitobion avenae 1.00E-54 1/1
cathepsin L Hydra vulgaris 6.00E-26 2/1
ubiquitin Gallus gallus 8.00E-56 10/3
histone H2 A S. purpuratus 1.00E-58 1/1
mutS homolog 3 Equus caballus 4.40E-02 3/1
methyltransferase 11 domain Equus caballus 7.00E-05 1/1
translation elongation factor 1B gamma subunit S. purpuratus 3.40E-02 1/1
elongation factor-1-alpha Cerebratulus lacteus 1.00E-18 3/1
mitochondrial gene for 16S rRNA Pinctada fucata 0.00E-00 7/1
astacin-like protein Pinctada fucata 4.00E-50 1272
kruppel-like factor Haliotis diversicolor 4.00E-32 2/1
elongation factor-2 M. giganteus 3.00E-16 1/1
nascent polypeptide-associated complex subunit alpha Danio rerio 2.00E-30 2/1
heterogeneous nuclear ribonucleoprotein Acyrthosiphon pisum 6.00E-10 1/1
nuclear receptor coactivator 4 O. anatinus 1.00E-34 1/1
translation initiation factor 4A Danio rerio 4.00E-24 3/1
268 proteasome non-ATPase regulatory subunit 2 Limulus polyphemus 6.00E-17 1/1
proteasome beta 3 subunit Nasonia vitripennis 2.00E-19 2/1
U2 snRNP auxiliary factor small subunit Monodelphis domestica 2.00E-16 2/1
poly A binding protein Tribolium castaneum 2.00E-06 2/1
transfer proteins
dynein heavy chain isotype 1 T. gratilla 7.00E-44 4/1
solute carrier family 25 Homo sapiens 4.00E-24 4/1
clathrin Xenopus tropicalis 3.40E-01 2/1
glycine transporter S. purpuratus 1.00E-18 1/1

Tre fH<10 e IR h HoX) 4550 B %

Notes: Only matches with e-values<10 e ~°

were retained as significant
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%2 DIKETRE DMk B 2B S E ESTs 4it 5347
Tab.2 General characteristic of ESTs obtained from
haemocytes of P. fucata challenged with V. alginolyticus

25 4. ESTs
category total ESTs
¥ EST %
ill5g # 505
total EST sequenced
4347 BST Bk 414
total EST analyzed
FLI P4k EST 210
total EST with significant matches
G i 2[R PR EST
Tt . 3 [ P51k 204

no significant match to database

(1) H B B 480 v 38 2E 1 (5 4> clone clusters, 7
A~ ESTs, 5 1.69% ) ;

(2) 40 B 2L M 5 & (8 4> clone clusters,
28 /~ ESTs, /4 6.76% ) ;

(3) ¥R 1 (14 4> clone clusters, 29 4>
ESTs, i 7% ) ;

(4) 20 Mo A /09 W 5% AH ¢ 82 B (12 4> clone
clusters,21 4~ ESTs, 5 5.07% )

(5) 40 M55 5 /R BT AH OG22 11 (6 > clone
clusters,13 /> ESTs, 5 3.14% ) ;

(6) 4il Jf & #1/DNA 5 il /85 1 8 5/ % 3/
FFEAH LB H (23 4> clone clusters,58 4~ ESTs, &
14% ) 5

(7) %1548 %% 1 (4 4> clone clusters, 11 4~
ESTs, i 2.66% ) ;

(8) KR 2hfig &5 1 (43
10.39% ) ;

(9) 5 % ¥ e b e 91 6 W 2 [R] I M ESTs
(204 4~ ESTs, 5 49.28% ) .,

A4~ ESTs, 5

3 3t

b (R BRBE DA Oy 3 [ g K 22 2R 77 4 10 T BB
DL HIREBUR B 2 Bl MO 2 19 56, SR
BB DL T ML H O™ 5, 3 B0 K2 3R 1
FIJBE Y 5025 T B, AR st il 29 1 3R i K B 2
Pl PR B R B K R o R il R — [ AL, H T E
M TARZ 5T (H IR 2R IS LI AL TR 454
T JEI I L AT g 2 B TS, SR 10 RS T B FR Bk A DL
I3 TR BEAL I AT S D REFE I i 7E ik oA % 2
RIE o I, A B 52 38 i 3 8 9N i 193 S,
SSH 7 A it T B [ Bk AF DL AY MLk B2 cDNA 22

WOCHE IR AR R B R ERAEE T 2%
SARIR LA, Sy it — 20 v B IR PR B DUAH OG 2
AEHE PR 73 A ik DY) 19 4H 200 S M 3R 08 DL R IR B
PRIR B DU A 32 B 480 14 0 7 BL i S 1 15 STkt

SSH £ AR 3 1996 £E4{ i LIk , I H HA 45 5+
RS TSR ML S HEZM O 7Y
FHORMEE G, BN 24 058 240 2040 i v 5
P2 SRR BT H W Z 0 TR L
R ICAT S W) K 3K G W) e B A G
PR ISR B SSH AR 43 i 2 5 DL 4
322 975 00 A6 O 35 DR 12328 ¥ iy DL 288 38~ F 5% R
~ — 41 Tanguy %'’ Gestal 25'*) Prado-Alvarez
40 Wang %D 4y I M) T K OF PR A W5
( Crassostrea gigas ) . 3¢ W H: W5 ( Crassostrea
virginica) \SCU LA S A% 4 R 1Y) SSH 22 I SC P, Jf:
STERMEE T 2R EFRIBEER, AU, 8
X FE AL PRI 600 A 7 B HE 47 U e 3 i e, 3t
AR T 414 A% BESTs ¥4, H th 167 4~ ESTs
J7 5155 NCBI ¥4l Fe o 2 %0 2 e 2R 1 285 m [m)
P ,43 4~ ESTs J¥ 51y R A REH 5,204 4~ ESTs
Fe B AE B 12 b R % B IR I8 51, S 6 8040 AR
HFEE TR D ESTs $48 984 .

GenBank %405 JA2 Hh 414 3l ) 1) B8l [ = ) A
WF5E h A= W05 B 2 20 A BB 203 A8 1 A R Y BR 1
TEARTHY 414 4> ESTs J7 51 4 43 > ESTs KAl
EEHE I, 5 10.39% , 1A 204 4~ ESTs J¥ 51 (i
49.28% ) TEA A P b 4% A 3 [W] I8 7 41, X — 8 43
ESTs J3 41 il B s SCoA i 6 R TR Y 0] R A
FEF %t H = DU EST B 58w, 4 Gestal %5/ % 3¢
W B IR B EST SCPE B 98 vh & B, 3R A5 19 4 &6
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Analysis of differentially expressed genes in response to Vibrio alginolyticus
stimulation in hemocytes of pearl oyster ( Pinctada fucata)

WANG Zhongliang'?, JIAN Jichang'’, LU Yishan'®, WANG Bei'’, CHEN Gang'’>, WU Zaohe """
(1. Fisheries College ,Guangdong Ocean University , Zhanjiang 524088, China
2. Key Laboratory of Aquaculture in South China Sea for Aquatic Economic Animal,
Regular High Education Institute of Guangdong Province ,Zhanjiang 524088, China ;
3. Guangdong Provincial Key Laboratory of Pathogenic Biology and Epidemiology for Aquatic Economic Animals,
Zhanjiang 524088, China ;
4. Zhongkai University of Agriculture and Engineering , Guangzhou 510225, China)

Abstract. The pearl oyster, Pinctada fucata ,is the most important species cultured widely for production of
marine pearls in the coastal provinces of South China, while mass mortalities of the cultured pearl oyster have
occurred frequently in juvenile, mother and operated oysters. Understanding the immune defense mechanisms
of the pearl oyster may contribute to the development of novel management strategies for diseases control and
the long-term sustainability of pearl industry. In this study, a suppression subtractive hybridization ( SSH )
cDNA library was constructed from the hemocytes of P. fucata challenged with Vibrio alginolyticus,and -
actin gene was used as internal control to estimate the efficiency of subtractive cDNA. A total of 600 clones
in the SSH library were randomly selected and sequenced. The results showed that B-actin was subtracted
significantly at about 2'° folds, suggested that the subtractive cDNA library was successfully constructed. PCR
analysis showed that the inserts were 100 — 750 bp in length. Based on BLAST searches in NCBI, 167 ESTs
(40.34% ) exhibited homology with genes of known functions, and 7 of the 167 ESTs (1. 69% ) were
possibly related to immune and stress functions, and the remaining 204 ESTs had no significant matches with
known sequences in the GenBank database. Altogether, the results obtained from this paper provide valuable
information for further investigating the molecular immune mechanism of P. fucata.
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