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1
1.1 ( Acropora nasuta) ( Seriatopora hystrix) o
-80 C o
1.2 ( Urea) . ( Thiourea) 3 - (3 - ) - - ( CHAPS)
(SDS) . ( DTT) . N G250 Sigma( St. Louis MO USA) ;
24 cm IPG (pH4 ~7) GE Healthcare( Uppsala Sweden) ; (Acr) |
( Bis) ( PVPP) BioRad( Richmond CA USA) ; TRIS.Triton X400.8 — N
TEMED Ameresco( USA) ; TRIzol( Invitrogen USA) ; (UV=2000 USA) Ettan IPGphorll
( GE Healthcare) ; Ettan Daltsix ( GE Healthcare) ; Image Scanner]ll ( GE Healthcare)
1.3 TRIzol TRIzol 0 o 2 5¢g
-80 C
o 2 lg 10 mL 3 . 1.5 mL TRIzol
0 10 min 5 min 4 C 13 000 g 10 min 2 mL
200 pL 3 min 3mn 4°C 13000 g 15 min
300 pL 3mn 4% 2000 g 5 min, 10 mL
1.5 mL -20 C 3 ho 13000 g 4 C
15 min o 2 2
(7 mol * L™ 2 mol * L™ 2% CHAPS 13 mmol * L ™' DTT) -80 C o
1.4 BP- BP- ( borax/phenol) 7 5¢
2
-80 C o 2 lg 10 mL
3mL BP ( 50 mmol * L™" EDTA 100 mmol * L™" Tris 10 mmol * L' C 50 mmol « L™
19% Triton100 2% - 30% pH 8.0) 3, 10 min 2 mL
Tris (pH=7.8) 10 min 4 <C 15 000 x g 15 min.
10 mL BP S5min 4 <C 15000 x g 15 min.
5 mL -20 C o
4 C 15 000 x g 15 min o 2
2 (7 mol « L' 2 mol *+ L™ 2% CHAPS 13 mmol * L~'
DTT)  -80 C .
1.5 Bradford '
( BSA) 595 nm 3
1.6 ( SDS-PAGE) (1-DE) : 1-DE SDS-PAGE
4% 12.5% o 35 pgo
(2-DE) : 24 em  pH4 ~7 IPG( GE Healthcare) 1 300
e 455uL 18 h 1 Ettan IPGphorll ( GE Health-
care) o 2 12.5% ( SDS-PAGE) Ettan Daltsix ( GE Healthcare)
1.7 ( G250) .
Image Scanner [l ( GE Healthcare) ImageMaster 2D Platinum ( Amersham

Bioscience) o
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2
2.1 SDS-PAGE 1 TR-
Izol 2.56 mg * g~ 1.77 mg = g~
BP - 3.76 mg * g~ 1.96 mg * g~
2 BP - TRIzol
5 @l BP
3 TRIzol
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Fag. 1 Total protein yield of two corals extracted by . A/MW % T’]‘ e EIA \Marj(far/ﬂ " »
using two extraction methods A I G A S8 o B?—@ﬁ\@ﬁ\ﬁi&f@] IR 53 4l
B : G JE FE A I o Trizol U7 12 15 21 (¥ 45 5 457H
C o 5 HEFL I T BP—my dih 2 7515 21 i e 7 27
D : 35 HEFLIIEE t Trizol 50700 245 21 ) 45 57 4
Fig2 1-DE map of two corals by using two extraction methods
MW: standard protein marker
A:Special band obtained from Bp—phenol extraction in Acropora nasuta
B:Special band obtained from Trizol reageont extraction in Acropora nastuta
C:Specral band obtained from Bp—phenol extraction in seriatopora hystaix
D:Special band obtained from Trizol reagent extraction in Seriatopora hystrin
2 SDS-PAGE 2, 12 BP -
TRIzol 34 BP - TRIzol
o TRIzol
2 A Bo TRIzol
o 2 C D,
2 o
2
2.2 2 2-DE 3 A B BP- TRIzol
CD BP- TRIzol BP-
2-DE TRIzol o
BP- TRIzol (1356+49) (1042 =4)
BP- TRIzol (972 +4)  (915+96) .
4 4 BP—
2 820  TRlzol 2 665 . 2
o BP- 2 796 TRIzol 2
704 2 BP- o
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Fig.3 2-DE map of two corals extracted by using two extraction methods
A:2-DE map of BP-pheuol extraction in Acropora nasuta
B:2-DE map of Trizol reageut extration in Acropora nasuta
C:2-DE map of BP-phcnol extration in seria topora hystrix
D:2-DE map of Trizol reagent extrection in seriatopora hystrix
Bl BP
1 50017 - TRIzol 1 5001~
zﬁ% &
= 12001 < 12004
g T
#9001 % 900+
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Flg.4 Total protein spots and matched spots of two corals extracted by using two extraction methods
pl o 5A B
2 pl CD
pl . 2 25 kDa TRIzol
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Fag. 6 The specific and shared protein spots of the two
corals by using the two extraction methods
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; 63 kDa BP-
25 ~63 kDa BP - TRIzol o BPP
TRIzol o pl 2
TRIzol pl 4.0~5.5 BP - ;. BP-
pl 5.5~7.0 TRIzol o
A R BP B
= 1 000 B TRIzol | 000A
S s00] 8001
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C D
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Fig.5 Molecular weight and pl distribution of different proteins
extracted from two corals by two extraction methods
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N 0 1
BP - TRIzol BP - o
2 2 BP -
BP- TRIzol o TRIzol
BP - o BP - o
TRIzol pl(4.0~5.5) BP- pl(5.5 ~
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BP- o BP-
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Comparative Study of Different Methods for Extracting
of Total Protein of Corals

CHENG Huamin YANG Tinghan XIANG Nan ZHAO Hongwei ZHOU Hailong DIAO Xiaoping
( College of Tropical Agriculture and Forestry/Haikou Key Laboratory of Environment Toxicology Hainan University Haikou 570228 China)

Abstract: Availability of high—quality protein is a prerequisite for proteomic research. Hard bones are major
structures for corals leading to certain interference in extracting of total protein of the corals. Therefore it is
necessary to choose an optimum extraction method for proteomic research in corals. Two species of corals Acropo—
ra nasuta and Seriatopora hystrix were extracted by using two extraction methods TRIzol reagent extraction meth—
od and BP-phenol extraction method. The result showed that the protein yield of the extract by BP-phenol extrac—
tion was relatively higher. Analysis of the 1-DE and 2-DE electrophoresis showed that the protein samples of the
extracts by the two extraction methods were relatively different. The BP-phenol extraction method produced more
protein bands and spots with few tailings. The TRIzol reagent method had an advantage of extraction of low mo—
lecular weight while the BP—phenol extraction method had an obvious advantage of the extraction of large molecu—
lar weight. This result is expected to provide a certain foundation for proteomic studies of stony corals.

Keywords: stony coral; proteomic; protein extraction; 1DE; 2DE



