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Abstract; Peach ( Prunus persica L. ‘ Okubao’ ) fruit was adopted in this experiment. Comparing differ-
ent effects of two-dimensional electrophoresis (2-DE) gels that were involved with quantitative loading of sam-
ple, sample buffer, equilibration buffer and the type of staining to explore influence factors of 2-DE patterns
on peach fruit. Although the two-dimensional gel stained by coomassie brilliant blue had gained less protein
spots than the gel stained by silver, it had a clear background intensity and was applicable to the proteomic
study. Furthermore, approximately 100 pg of protein was brought to a final volume of 375 wL sample buffer
which contained thiourea and sulfphobetaine 3-10 and loaded on 17 c¢m immobilized pH gradients strip, then
the strip was incubated in equilibration buffer with tributyl phosphine after isoelectric focusing. The two-di-
mensional gel stained by silver detected 1 209 protein spots and had slight streaks. The results demonstrated
that the protocol was suited to proteomic analysis of peach fruit and compatibled with protein identification by
mass specirometry of downstream processing.
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MRS RS R EAEBETHERRM L, URAMNAHERSHTLAEZ—, TEMNA
FAYERROENFTE, Bk EESORN A RRE, AHREEKE. BEM—sihd
Y ERAAREORER . ARSFERE (IEF) Rk EARE, AR ERKE. AR pH fEE
HI1EFE pH #63 (immobilized pH gradients, TPG) J&#H4THEE B EIK BRI L, BRSABN
WE, NEERERM THY% (Zhen et al., 2005; ZEH 35 5, 2006; T ERILFEZHN, 2006),

RMREPTHERRHEERAER . B BRERERETY, 4R &SR ki T
ME, dEBREAEANRESFERAERBEFE B BREREKARRLEARAYNER (FHR
%, 2005), XARRMEOEHE —EWHESMER, EhTHEMRBRE, B EOFRAN
MR TE, HH A IPG-IEF 5 SDS-PAGE R4 X [l i ik S 5T R E AV RA F TRt 88 4
Y], YEERM IPG-IEF 55 1 17, FH SDS-PAGE A% 2 7], UREPHMBLEL NI, BRE
MATF24REORHTBHONEBEKEAR, IARKMELRETEEORANE R EERAREGES
fi,

L bR
L1 B

LS KRALR Bk (Prunus persica L. * Okubao’ ) BEEBIRRIAM B, HEGR B R THRRE,
HE B A, A KB —3, WRITHEEN 4 mx6 m i 6 AP 10 Bk, ®MRBER, TAH
SRR REAZ I BRSPS AR DR 1 AFAEZE RAR EOR 30 MR, MAFRIKEFRLRE, &
FAT R B AT SR
1.2 g%

PROTEAN IEF System /K EHijk &4 . PROTEAN [[ XL Cell 3 B H Ik & 4t #1 Mini-PROTEAN 3 E-
lectrophoresis Cell B HL3k{L (3 [E Bio-Rad A7) ; PowerLook 2100XL HFf#i{ (3EH UMAX X&),
1.3 &A#H

pH 3 ~10 281 7 cm F1 pH 3 ~ 10 4% 17 om [Efk IPC T 5k, BERR =T B8 (TBP). FitEH gz
pH 3 ~ 10 ¥ § £ [ Bio-Rad 2~ &]; BEEE = ERK L AfE3-10 (SB3-10) M HFE Amresco A F]; ML
BERL M B B E Merck 4 F]; =H LB (TCA) F25a AEP TR,

1.4 BiEEH

PR . RESmol - L7, BiE2 mol - L', 40 mmol - L' Tris, 20 mg - L.”'CHAPS, 65
mmol + L™' DTT, 20 mg - L™'SB3-10, 0.2% A F B @ HE . RETE0.001% ,

FREEME ;. RE 8 mol - L™, 40 mmol - L' Tris, 40 mg - L™' CHAPS, 65 mmol - L™' DTT,
0.2% HBARPIEHR AR . R 0.001%,

e T B R AE R . 0.375 mol - L' Tris-HCl (pH 8.8), JRE 6 mol - L', 20% Hill. 2%
SDS, -20C{RfF. MATHENR [ . FAFTE 10 mL F4 2 R AE I 0 200 mg DTT, 554
S I GBATE 10 mL AR AEEN 250 mg B BERE . BESRFAEE MR I . {5 A 8T A A & o
WA R TBP EZLWKEE A S mmol - L7,

1.5 BRERREDRSER

BECERSE Tal 25 (2006) HIHTE. BRBUESRMEDRTY, L1 mg:25 pL WHIA
KAL FREE TR, FAMENL, 37°CHIYA 30 min, MJEHRY 2 K, 21 000 x g, 28°C F B0 2 K, % 45
min, B ¥ WEFT W 1 B 3k 5% 2 B8 Bradford 3 (Ramagli, 1999) #f7EHABER,

1.6 ZBEERK
%8 Sarry % (2004) WA ESRBERF, BR7 om BAMRBIHER 30 pA, 17 cm BER
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ML 50 pA . FRUREES G K PG AT V42 il o V-1 /5 #1755 2 5] SDS-PAGE ik,
1.7 SDS-PAGE 5%

SRR 12% , W TS HHETHIK: 20CHEET, Mini ZEHIK 75 V 15 min, 150 V
2.5 h; PROTEANT XL Cell F=HHL 7k 45 100 V 25min, 300 V 3.5 h,

O R ER O e MBAUKGER 3 K, BK S min, BIIARES SR R-250 Y5 Y
@lh, RABABRKAERFETHENIE. HWEERA Yan % (2000) W%, B BY G
A, BRER AT WRTEAR I BERT 4 CHvS .

1.8 EGIARSBES N

% Fl PowerLook 2100 XL 338 %t BEB#E 47 B 153945, PDQuest 2-DE 8.0. 1 43 #7%k {4 (¥ H Bio-
Rad 7)) WEGRHETH. EXEARAKKD, 85, RUMEHHEORSKE, HEEARA
WIS RS, R BRI TRERIE . HRHEE . ID KIE. B PRI I%.

2 RS

2.1 LHEFhiEMEeasx 2-DE BitpFm

B1, AFE L, Bailhd 220 png BEREFEME T EEZHR I MEEZEMR T+, RSk
A7 em BERHITEH R AERIKH SDS-PAGE, 4% S R250 eB/5EE, B 1, A RN
WM, B1, BLEEEHAEASEHENS., £ PDQuest 2-DE 8. 0. 1 B4, {# A Normailization J5
#, 7E Local regression #53 T Floating Ball 47 15 =4, Median 3 x3 MR e R, S 6 R S F
13.7849, B 1, A iRt SRR AR A 242 1, B 1, B BRI ih 297 1,
B1, CHE1L, D4Rl AE 80 ng BEFMHRE T EAEME I M EREZEMR D, HRAAZE,
ZMNEEMER, B1, CHEH615 N, B, DFH 64 A, B, CEH4.72% ., Eidlt
BMAM, HAIEZME 1 e kEIERRSNEEDST ERZ MR 1 IkEE, BEREEW,
Rl RN AL SR an (B1, A), CHERETERTR, 22&fTHERARAS . NE1,
CHME 1, DXRE, RAKERNT con MEEALLIER ., X oERRA, BHELE-LHAE
KB4 R4 T8 R ] #L K o

pH3 IEF pH10 | pH3
N
w T * |
(G] \&a ;ﬂi < Y ]
é » 1 é
170} e 170}
a . 18
- -«
*
— A

1 FRELEHZEPRSFEREHAE 2-DE Hif L
A, B. BESHIET LR LA LHEMR T, &I R-250 36
C, D. #EASHIET LREMR 1 bRl D, B,
Fig. 1 Comparison of 2-DE patterns with different sample buffer and staining protocol
A, B. The samples were dissolved in sample buffer I (contain thiourea and SB3-10) and sample buffer Il respectively,
then gels were stained by coomassie brilliant blue R-250; C, D. The samples were dissolved in sample buffer |

( contain thiourea and SB3-10) and sample buffer II respectively, then gels were stained by silver.
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2.2 AFRESHEDES B 2-DE BitfEm

B PR L E VRO R R, LHE 250 pg, RA 17 cm BRAHSIT SR IBEEK,

"

R S e

~ SDS-PAGE

SDS-PAGE

.
. AR
wilpel.e *
B »

*

et W o, R s

B2, ANBAEFERELERLVEZ R 1B 15 min, FHPEHZE B O HEA 15 min, SDS-
PAGE o (iR MAZE R, HAPA ML HB L, FREAE KR, B2, B IRKSHRES LT R
S - 15 min, SDS-PAGE R MMM AL R, HEGEHME TE 2, A, BHAHBEA ML
8o B2, AFMEARN12674, B2, BH12814, “HMHEEREARANBEXERELAE

s e .C

B2 AFAEHENRSAE L#EL 2-DE Bk tbR
A. 250 pg FHEE, FHRESRERZZTERPR] . 1HBL e,
B. 250 pg FHER, SREESRERALTVEEMR I3 V4&;

C. 100 pg BHER, HHEBRESRERFSTFEENRIF4; D: K2, CHEHEIE,

Fig. 2 Comparison of 2-DE patterns with different equilibration buffer and quantitative loading of sample

A. 250 pg protein was loaded on the strip. The strip was incubated in equilibration buffer I (contain DTT) and II

(contain iodoacetamide) after IEF. B. 250 g protein was loaded on the strip. The strip was only incubated

in equilibration buffer Il ( contain TBP) after IEF; C. 100 pg protein was loaded on the strip.

The strip was incubated in equilibration buffer I (contain TBP) after IEF; D. The gaussian pattern of Fig. 2, C.
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FHo MHEHFRWR [EAEARMMAMK, EHEN 100 pg, KA 17 om REHTHFLRER
U, PRI BT 1S min, HALRAALZ, MPEE, B2, CHERBRARKTIFES, Y@
FYEEHMBAEPH 4.5 ~6. 0 WEW, EXEFERSTHFRATELZEH, 2RERAAREDSR
12094, BRDTE?2, AME2, B, HNEEK B TABESHRKTRE. @B EREM
A7 5% v T AT AR A L Y L DK S R B TP R v T 5P ik 11 75 1 A e T 1
WEHCR, MARABRKEE EMEARS; EHEN 250 pg B E 100 pgf5, EBRTHIERNE
BEA, HSHEEFBRAHE TR, BKEIENSRERE.

B, BEENEALPHSNEBEHENL, PDQuest B SHEFRIHEIR X HH ST IBfE 1%
BEhAE R =40 Ei s, BHRiAsBENETES, XBRERELNTRER, #EA
REEERERSIRS . B2, DEAR 2, CHARMBEEE, TUELEKETES SBOVREE.
R, HRIEM, ATHEEB AU Bk TR 2.

3 ihe
31 #EE

BB S BRIk 5 B (Blackstock & Weir, 1999) , HPIHAGHRERN AR,
By, BRRFWANRBYE, WREBLERY, &Yl E TSR RESR, FlBTX
A TCA—NERTIREER, BRI T EFR iR, LHZWE [ A MRKM SB3-10, HkKS
RELGSEEORNEREEE, TERGUKMERER (Pasquali, 1997), SB3-10 R4 i A%
BMER. SREVTHRTEATKM SB3-10 HfE, BAREERN2.27 mg - g7 'FM, ETAR
FERIRFN SB3-10 HHARET, BEREEN 1 18 mg - ¢ FM, gistal W EHE s b 415 B A
AR KH R, WNEERE, B, AR, CERMRSEASNTEYROUGTEL, B
ME 1, D,

3.2 EENYTR

HRBERRAERERA—BHERT, BRAFEE MRHT AR SEHEENE RO, B2,
A PETRFEZ P& DTT, DTT fEElR50, EARS SDS sEa 4 & wFet, &l LIl —
BB, P e I i S BER AT LAGE R4 B i 9 DTT MZE B RArH 9 B 3%, m DTT HEyH
B ABA, K PERTRNETES 2 [@ SDS-PAGE A RGBS, RREWNEXEHE.
TBP 45 fap, 7F SDS-PAGE ;B AT (Bjellgvist et al. , 1993), XWIFRFE 2, B HERMRLT
THE2, AWERHE,

EHEAF—BHERT, ERENS S0P MERNOTRIGE, F2, B LFEKN 250 pg,
B2, C EHRA 100 pg, EHEBIREFEORLZERSR, GEN EFRSIEERKERE N EN,
BEERTR20.1~29.0 kD AWML RMKEEEH. IPC BRAKH pH EEIIR & XT B0 H 774
S, TR RBRIEES, /1 pH 5 ~ 8 BB EEAENRAN FRL . TR EM
X ] Tk B R BOR DA (E—1 2%, 2007),

3.3 &

AT RE DI R A5 RIS T AW EEARETANT R, F iR Ra
RAPWERTRPOSIOCRE, ERERE, EOABEE. R, REFRLIIHEF, BS5 T
BAFRFE LSS RS, MASENRERK: AHERERERERHAMT, ARAEE, BB
SR GO E B, [EREERE, BAEK, RHIEH.
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