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(Apostichopus japonicus, , 2
Selenka), , , M ; )
[1].
’ 1
1.1
1.1.1
20 2012 3
(95£12)g  (85+£12) g,
, 1.1.2
, , RNAiso Plus, PCR-Select cDNA
, Subtraction Kit, M-MLV ¢cDNA Synthesis Kit,
, cDNA (PrimeScript® 1st Strand cDNA
, Synthesis Kit), pMDI18-T PCR
; PCR
, 2] QIAGEN , DH5a
1 2013-04-08. : http://journallg.nbu.edu.cn/
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1.2 1
1.2.1 RNA (5°—3")
s 1xPBS ADP-F AACGAATCTAAAATCATTAGTCAGTG
R s ADP-R CTACTATTGCTTGGAAAACGAGA
RNAIiso Plus, 1.5mL Astacin F AGTTGCCTTCTTGGTCTT
. Astacin R CTCGGAATCCATCTTACA
0.3 mL , 30, Mitf F CCTTACTGCGTCTTCTGC
Smin, 120008, 4 | 15 min; Mitf R GTTCCTGCTTGATGGTCG
1.5mL ’ 18S F CGAGTCGTGGGAGATTTTT
’ ISmin, 12000g, 4 | 10 min, 18S R CACTTTGGCTGCTTTGAAC
RNA,; I mL 75 RNA , 2
12000g, 4 5min, . 20 uL
RNase-Free s 2% 21 RNA
RNA 1 . 28Sr
L2y RNA  18SrRNA , ,
Sug  Total RNA , 1.5~2.0 ’
M-MLV RTase cDNA Synthesis ~ JNA ;
Kit  PCR-Select cDNA Subtraction Kit
(FSL) tester,
driver, (RSL) tester,
driver.
PCR 2 PCR
PMD18-T , DH5a
, ¥
LB , M13 A ;B ;M Marker 2000
, 200 bp 1 RNA
Invitrogen . 22
1.2.3 ,
, NCBI PCR 2 ) cDNA
BLAST (http://blast.ncbi.nlm.nih.gov/) 200~1 000 bp,

; Expert Protein Analysis , .
System (http://www.expasy.org/) . PCR 100~600 bp ( 3).
1.2.4

6 6
RNA, cDNA
cDNA, cDNA
, ADP-
3
( D. 18Sr
RNA R 3

2 PCR
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123456 78910MI1121314151617181920M (ATP NADH I ADP- )
B0000iests Buactolace (
)
3 PCR 2.4
2.3 Rotor-Gene
243 ,221 , Comparative Delta-delta Ct 4
BLAST , 81.5% 4 , ADP-
,  41(18.5%) 2,
, 2
3, ( L3) , 26 21
2
1%
F2 L3 NP _001120075.1 86 1
F4 YP_005027864.1 Dechlorosoma suillum 36 2
F5 ATP YP 002836158.1 90 3
F8 XP_001636618.1 55 1
F10 AAY89589.1 99 3
F23 NADH LH t ZP_06715481.1 47 1
F26 c 11 YP 002836159.1 92 1
F37 CCA30004.1 40 1
F43 XP 002606260.1 57 1
F47 FJ863078.1 98 1
F48 XP 002996717.1 42 1
F51 s- ADHA43555.1 i 86 3
F52 ADP- XP 002260453.1 93 2
F55 CRISPR- RAMP YP_003615800.1 Methanocaldococcus infernus 40 1
3
1%

R21 L27a XP _002735002.1 93 1
R34 HQ655812.1 97 4
R35 XP_777256.1 45 1
R37 1, delta XP 002167634.1 29 1
R41 HQ606465.1 87 2
R45 APC YP_001485465.1 45 1
R52 185 kDa AAA99803.1 41 2
R56 -5 XP_003417144.1 42 1
Ro61 v CAX13578.1 28 1
R63 SPW_ 4421 ZP_09404117.1 33 1
R76 CCB82302.1 49 1
R84 B- EU668024.1 99 3
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Identification of Differentially Expressed Genes Between Albino and
Normal Apostichopus japonicus

ZHU Lin, GUO Chun-yang, WANG Zhen, LI Cheng—hua*
( School of Marine Sciences, Ningbo University, Ningbo 315211, China )

Abstract: To explore the intrinsic molecular issues behind the different growth and resistance, we construct a
forward and reverse suppression subtractive hybridization database using albino and normal sea cucumbers. GO
analysis indicates that 26 differentially expressed genes are classified into six categories, including ribosomal
genes, metabolism related genes cell structure, immune gene, albino related genes and unknown genes. RT-qPCR
analysis shows that the relative expression of ADP-ribosylation factor in albino sea cucumber is twice as much
as that of normal ones. On the contrary, the relative expression of astacin and microphthalmia-associated
transcription factor in albino sea cucumber is 2.6 and 2.1 times higher than normal ones, which is consistent with
those recorded in SSH library. The present study provides the basic insight for further understanding the
mechanism of colour differentiation for sea cucumbers.

Key words: Apostichopus japonicus; color inheritance; SSH; RT-qPCR



