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Fig.1 Gonad tissue slice of Monopterus albus

A: ovary of IV stage; B: ovotestis. I: ovary follicle of stage I; I1: b

ovary follicle of stage II; III: ovary follicle of stage I1I; I'V: p
ovary follicle of stage IV; V: aborted ovary follicle; VI: primary

spermatocyte.
2500
2.2 cDNA Rsa |
2 , RNA cDNA
, 100 bp~10kb
1 3); Rsa 1 , , 190
100 bp~3 kb ( 2 4 2 Rsal cDNA
2.3 M: D15000+2000 marker; 1: cDNA; 2:
cDNA; 3: 1V cDNA; 4: 1V cDNA.
. Fig.2 Agar electrophoresis gel of Monopterus albus gonad
f-actin PCR £ £ P £ P £

cDNA before and after Rsa I enzyme digestion
M: D15000+2000 marker; lane 1: ovotestis cDNA; lane 2:
ovotestis cDNA after Rsa I digestion; lane 3: IV ovary cDNA;
5 (Fs) lane 4: IV ovary cDNA after Rsa I digestion.

bp 1 23 45 M6 7 8 910 bp 1 2 3 4 5M6 7 8 910
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3 PCR p-actin cDNA
A: ;12 3 4 5: ;6 7 8 9 10: . B: v ;12 3 4
5: ;6 7 8 9 10: .1 6:18 ;2 7:23 ;3 8:28 ;4 9:33 ;5 10:38
; M: 100 bp marker.

Fig.3 Agar electrophoresis gel subtraction efficiency of f-actin cDNA between subtracted and unsubtracted cDNAs detected by PCR
A: ovotestis as tester; 1, 2, 3, 4 and 5 are unsubtracted products; 6, 7, 8, 9 and 10 are subtracted products. B: IV ovary as tester; 1, 2, 3,
4 and 5 are subtracted products; 6, 7, 8, 9 and 10 are unsubtracted products. Lane 1, 6: 18 cycles; lane2, 7: 23 cycles; lane3, 8: 28
cycles; lane4, 9: 33 cycles; lane5, 10: 38 cycles; M: 100 bp marker.
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Fig. 4 Agar electrophoresis gel of representative PCR results from bacterium culture
M: 100 bp marker. Lane 1-23: PCR amplification result of insert cDNA products.
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Tab.1 Sequence homology analysis of the fragments from subtracted cDNA libraries of Monopterus albus gonad

identity homologous gene access. no. organism with homology E-value

Fsl ADP-ribosylationfactor—like protein2-binding protein puta- BT083085.1 Anoplopoma fimbria 8.00E-141

tive mRNA

Fsll testis-expressed sequence 12 protein BT083083.1 Anoplopoma fimbria 2.00E-70

Fs13 mitochondrial DNA AP002945.1 Monopterus albus 0

Fsl6 clone CNB277-H05 mRNA sequence BT028670.1 Gasterosteus aculeatus 1.00E-75

Fs28 hyperosmotic glycine rich protein mRNA, FJ438505.1 Epinephelus coioides 2.00E-160

Fs67 isolate 2G04 B2-microglobulin mRNA DQ234795.1] Pseudosciaena crocea 1.00E-34

Fs74 sperm flagellar 2 (spef2), mRNA NM_001128232.1 Danio rerio 1.00E-34

F84 Calmodulin putative mRNA BT057213.1 Salmo salar 2.00E-31

F96 S-phase kinase-associated protein 1 putative mRNA BT083011.1 Anoplopoma fimbria 0

F112 mRNA for fish virus induced TRIM protein AMS887825.1 Oncorhynchus mykiss 6.00E-32

Rs8 sodium potassium ATPase beta subunit mRNA AY553206.1 Rhabdosargus sarba 7.00E-92

Rsll mRNA for spiggin type-1C AB243103.1 Gasterosteus aculeatus 2.00E-30

Rsl8 mRNA for alpha2-macroglobulin AB300222.1 Lepomis macrochirus 1.00E-51

Rs19 platelet-derived growth factor receptor U63926.1 Fugu rubripes 2.00E-21

Rs20 FAMI136A putative RNA BT083343.1 Anoplopoma fimbria 7.00E-173

Rs45 CP068 protein (cp068), mRNA BT044662.1 Salmo salar 4e-20

Rs47 cullin 1a, mRNA BC066480.1 Danio rerio 7.00E-119

Rs81 Glyoxalase domain-containing protein5 putative mRNA BT082830.1 Anoplopoma fimbria 5.00E-127

Rs98 zona pellucida protein X mRNA AY928799.1 Sparus aurata 7.00E-102

Rs105 Succinate dehydrogenase cytochrome b560 subunit BT049986.1 Salmo salar 3.00E-74

Rsl13 DNA primase small subunit (pril), mRNA NM 001141876 Salmo salar 0

T 0 F-box [15], _
f-actin S
S
Fsll
spiggin testis-expressed sequence
ol 12 protein EST ,
v cDNA
5 Fsll Rsll RT-PCR
T: 01V 2 ;

Fig. 5 Semi- quantitative RT-PCR analysis of Fs11 and Rs11

T: ovotestis; O: ovary at stage IV.
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Construction and analysis of gonad suppression subtractive hybridi-
zation library of rice field eel (Monopterus albus)
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JIANG Jiaoyun'

1. College of Fisheries and Life Sciences, Shanghai Ocean University, Shanghai 201306, China;
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Abstract: By using suppression subtractive hybridization (SSH), subtracted cDNA libraries were constructed from rice
field eel (Monopterus albus) gonad at IV ovary and ovotestis stage. Two-directional (forward and backward) SSH was
performed under cDNAs of rice field eel gonad at IV ovary and ovotestis stage. The cDNA fragments were inserted into
plasmid vectors, and then transformed into Escherichia coli DH5a. Finally, forward and backward subtracted cDNA
libraries (461 and 674 clones, respectively) were obtained. By PCR detection, length of the subtractive cDNA fragments
cloned into the vector ranged from 200 bp to 2 000 bp. One hundred positive clones were selected and sequenced ran-
domly from the forward and the backward libraries, and ninety gene fragment sequences were obtained. EST analysis of
these sequences was performed with Blastx and Blaxtn by comparing sequences with GenBank database. Two se-
quenced genes were further analyzed by semi-quantitative RT-PCR method. The results showed that the library can
enrich differentially expressed genes in the two phases gonad. [Journal of Fishery Sciences of China, 2011, 18(1):
23-28]
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