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Abstract. Comprehensive protein extraction from Cryphonectria parasitica is a key step to achieve high quality pro-
tein separation in two dimensional electrophoresis(2-DE). Two routine cellular total protein extraction methods were
compared in order to determine an optimal one for filamentous fungi. Then the extracted total proteins were subjected
to 2-DE,and the better extraction method was determined by the indexes of protein distribution and abundance on
corresponding silver-stained gel, Data showed that most proteins were distributed in the pH ranging from 4 to 7;
Buffer-TCA-Acetone got much more whole protein, which was treated with cleanup kit could be separated very well
by 2-DE., But TCA-Acetone method precipitated total protein which is less although which shows fine differentiation
among protein spots, So we consider that Buffer- TCA-Acetone is appropriate protocol for C, parasitica. Several sil-
ver -stained protein spots were picked for MALDI-TOF MS/MS to identify and high-quality PMF and MS/MS spec-
tras were obtained. Buffer-TCA-Acetone is suitable sample preparation protocol for C, parasitica proteomics.

Key words; protein extraction; 2-DE; proteomics; Cryphonectria parasitica

W E R 2006-09-12  fEEH . 2007-03-07
ESWE: X BARMAS T ST H (30130020); 795 B 4R F 2 X 4 (0229001) [ Supported by the National Natural Science Foundation of China
(30130020) ; Natural Science Foundation of Guangxi(0229001)]
BB EWEAQT3), 5 (EEE T H A U, D505 | 4 F RS (E-mail) mzxyjiang@163. com,
* 3 RAE F (Authar {or correspandence)


http://www.cqvip.com

118 - ]

PO 00 http://Awww.cqvip.com]

28 &

BKEFRS/MEERBRECER AT R RS
S5EEHEERN - TR HNRE/BEHEERSR
(Nuss,2005), &7 (hypovirus) B—EFHETE
WOERE R LA W EE RNA i, ERRR
S S BOR ERE R B 0 BOR 1 AR (FR AR,
£ RBAREL AN — B R, nER AR
RE RO % . WIEIZHE W (Cryphonectria par-
asitica )R A B R A, BEHER T SRE, 4
TR — A, B SRR REERR,
R+AEANEEME. ZRSERNAZTEEY
Gy AEE RS F AR T A9 2 N 4 A AN £ 4l e &5
BT ASRE EERMEEREMBR. SR
DI AERERE/ R EEREHEEANTR, E
T — T R W I A 78 £ (Dave %,
2003;Allen 4,2003) . {HIEE HAFKF L, N H
TiRE. ATHAEBRAXKFEELARKKESSE
FMEEROHR, A XEH LSRN TES T W g
BTk FEEEE B R H &5, 92 a i
HATEORREEEN T,

1A

RE G B B & (Cryphonectria parasitica
EP155(ATCC38755)), 7~ # 5 3 #9 BF 4 38 T k.
BFR & 7 PDA LA FR 7 4, B E 24~26
CT,BRAABTEERER. BN IPG K% (pH3~
10, pH4 ~ 7, 24 cm), 2-D Clean-Up, Ettan 2-D
Quant, Silver Stain Plus kit, [IPGbuffer, CHAPS, —
BB (DTD, 5 ¥M¥ A B GE Healthcare 24
A, O ERBRMASDS), ZEREFEER I
(Tris), £ M ¥E B EH (BSA) X F W B AMRES-
CO.,: i% % : Ettan IPGphor; Ettan DALT Twelve
system;Imagemaster Scanner R %5 B £ 43 47 4k 44
W B GE Healthcare, K47 B 8] i 3% {8, 4700
Proteomics Analyzer, Applied Biosystems, USA,

2 EBmE

LI EERFEAABREAZEAMNER

2.1.1 2R B (TCA-RBREE HBM2g
EP155 FREZE, MBAAREHBEHRR; A
15 mL & 0.07% DTT # 10% TCA-THERE 2%
B, ARG 5,4 °C 3500 g B0 15 min, B EVE

-20 ‘CYLFETH. 4 C 45 000 g .0 1 h, F LiF;
FLBER 1 mL & 0.07% DTT &4 7 i 73 9 258 %5 1K
BT ES T, A 1 mL 34 %K (7 mol/L JK
#,2 mol/L BifR,4% w/v CHAPS,1% w/vDTT,
0.5% CA and a cocktail of protease inhibitors) 3¢
SrEsfE., 4°C,45 000 g B0 45 mim, FERHEER
MEWNEEEERNERKRE., BEEHERBRNE
513k ,-80 CRHAF,
2.1.2 Ak (TCA-REIR % ¥ 2g WLEkH
AEZEH 7 mL & BB (Choi %, 1995)
(pH7.5 0. 5 mol/L Tris-HCI, 5% H i, 1% SDS,
2%DTT,10 mmol/L R ,1 mmol/L PMSF) ) 50
mLELES., REEY, TERBKE 20 min, 4
‘C,10 000 r/min B> 30 min, % FETH —BLE
Fo mERMA S BEREY TCA WEIHEK-20 C
UidE 2 he HRFTERTE 2.2. 1,
22 ZEHER

B 10 uL B H FEHE M E A Ettan 2-D Quant
(GE Healthcare) EE &, ) BSA FFr#EEH.
2.3 N 1o kB R ik
2.3. 1 mE g ek BE 250 pg MEREBRE,
B ERE K46 B v (8 mol/L R &, 2% CHAPS, 15
mmol/L DTT # 0. 5% IPG 2 vh ¥k #h 75 A FR K 450
vL 5,9 24 cm pH 3~10 8 24 cm pH4~7 By FE4H
PHHELMERAREHAT, FKUBEEEBEANK
FOHHBRBEEMNm S EAmE R EM. SHEE
%420 °C,30 V,6 h;60 V,6 h;200 V,1 h;500V,
1 h;1 000 V,1 h;1 000~8 000 V,30 min;8 000 V,
80 kVh), RELRGE,HHIHAE 2%DTT f 40K
A% T e 14 JB 4% Y485 2R 0 98T 45 2% b ¥ (0. 05 mol/L
Tris-HCl, pHS8. 8,6 mol/L JRE ,30% (w/v) H il
2% (w/v)SDS) L 4 & 10 min, ¥HFE, KK
FEME L1250 BRNIHEBAREER L7, kA Et-
tan Dalt Twelve System #4758 — [ H ik , Bk S5
5 w per gel,45 min;20 w per gel,5 h 20 min,
2.3. 2@t HMSHRERABREIEEHR
E,2004) X T 4L 8, 2R /5 A Imagescanner H
BB, B3k B8 A Imagemaster E§ 4 T R4 5
THERE B S50 A9 B m) B K E
2.4 EE

KRR EWER R NER L& TR, A 50
L REEBEFRKBEWEPR, M 20 pL SEALH (30
mmol/L) : B ER 41 (100 mmol/L)(1 : D EY]
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BT ORAYBERL 30 min SF FRWFAE LG, TH
£ B KT WK, R (NH, ) 2 COy (200
mmol/L) - 10 min, TH X B FKBUEB IR,
RIERICHEBLK. Bon F R B B8 trypsin (40 ng/
pL trypsin in 50 mmol/L(NH,)2CO,) & #% 5 h, B
BMERCKE : SH=8ZRA : DRK,BEEH
Zip-tip b5, B ST MALDI R b, F 2 F 5
BB W/ B TR AT A E) B B B % (MALDI-TOF
MS/MS) (4700 Proteomics Analyzer, Applied Bio-
systems) HITBK B 5 80 47 .

3 R

3.1 ERRBRINE
TCA-FER I EHE RN B EBWEN 0. 65

pH3————» pH10

Fig. 1

_—
pH3 p

mg/mL, BEEHERH 0. 17 mg/g Bk HBEW
TCA-NERULIE ¥ 3R BUAY B B [ % E 2 2. 05 mg/
mL, REEH™RN 3. 05 mg/g Bk, B BHER
TCA-WNEIE R R, EAR~R2HEER .

L1 mmtk ek BERE A pH3~108H
IPG I PERE AR HEAT T #0125 50 07, BIRh B 20 Y
XLa) B Ok B B 2 1 KBRS R pHA~T7 TEEI Y,
TCA-WEHEHEF BRI, BRR . EHE L
SU(E 1A, 3R TCA-WE BB 8 B
FRBHE(E 1:B), {Hiii PlusOne 2-D Clean-Up
Kit b3 /5, ERTR.EGFH B EEA 5.
Rpm TCA-NERTEEHERMT —EHED
o RFEER TCA-WERVLIE L I BE A7 pHA~7
MBREPHBIRFHLEE 1.0, KL EHE
0.25 mg, ZH K R Y5 KA Imagemaster {44

pH10

A2

(A)Proteins were extracted by TCA; (B)Proteins were extracted by using lysis

buffer combined with TCA; (C)Proteins were seperated in pH4~7,

7 2DE Bk EMBEBE B S HE. S REFY . TCA-
WREER FEASTFHE 83012 4, HER
TCA-HEEE K FEESTHE 1340110 4,
VAR TCA-WNEINEESIMNEBEHRAFAR
KEm,

312 B RESTA FRENEL HHILERX
MBKER FREEMNMEBIEH=ATEA(E 1:B)
Al A2 Ml A3 B 1T YT B At =R
¥EEE 3] PMF 3% & f1 MS/MS £ B, 3 &S Al
£ MALDI-TOF MS/MS fF18#) PMF, 5] 38 B A9 45
Prdi 18 KRB IR Y E I (B 2:A),PMF EE &
BB BE R, oA S, B 1810, 9874 R 4T
MS/MS (&S| maHEmEIE(E 2:B). 254
Y E L3, 1% 2 K 5 3 B R BR B8 (Cry prococcus neo -
formans var. neo formans B-3501AJ, — MR EZXH
(gi]50258344) % %5 /& & [@] J5 1% (Protein Score 87,
Protein C. 1. % 99.999),

4 W

HaHEEFmNEEkERNEREER
. HTZREFEFRENMMEE, T LIRH—
BRIZIM T ERBERABEN R EGHT RS
k. WNEHEE, TCA-RERTEEMAEMEA TCA-I
BEER A AR BEARRESH LER
RK., TCA-HEVEEBIMNEARAES , 48
MREE. ATHEESEARRRERINEMN T
By R MAEE AR, BERRREMN AN,
BEGENERIOEUBEZRITHNFE, ¥
R TCA-WREEBINEARER K. BFE
FHEER XEHTZREFEPHBREMBERE
Kb 3EF & iEk. £ PlusOne 2-D Clean-Up Kit 463
EEBERZER GEBEENIPHES A,

TRMEREUEE 2D ANA-TEENREE.
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ZELHMNERLTEEEARSARARL . ER
RAER R EEAMESRABNEL. B#
W TCA-WEAVI LB A EARE EAFE 0.25 mg
KB T2 3 KL Rm & &8 s7E 134010 4,
EEMREE. KA 24 cm B pHA7 RETHBHRE
B KA R 121048 A2 B BT UORU ) e Dk BRI

BSHBBRMNERXTH7 mol/L RE,2
mol/L % i, 4% w/v CHAPS, 1% w/v DTT,

§18. 4481

1810.98

0.5% CA and a cocktail of protease inhibitors I 8
mol/L R &, 2% CHAPS, 15 mmol/L DTT #
0.5% IPG,BiRIE® T B B AL & W i,
Bk E B B R (Choi 2,1995), [AAT, B
R R EB A BB S E A R EAE pH B EBER
VSRR E (Herbert, 1999; Rabilloud %,1997), %%
TR BB R R B Z B B A AR B Bt M ELAE T
R, RITASENWHBRAE, X3 T RHEF
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Fig.2 Alprotein spot is analyzed by 4700 Proteomics Analyzer, Applied Biosystems

A. Peptide mass fingerprint (PMF) spectra of spot Al; B. MS/MS spectra of 1810. 9874 Peptide in spot Al
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&, REARA LMEBS S#1T MALDI-TOF MS/
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