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Abgract : The protein conponents contained in the snake verom of G oydius shedacensis shedacensis (GSS /) were
labded with the fluorescent dye of Cyb. Then, the two-dimendond <dium dodecyl sufate-polyacrylamide ge
dectrophoreds (2D DS PAGE) prdfile of GSS SV proteome was obtained. G image andyss by DeCyder siftware
reolved over 1 000 protein gpotswith the gpparent nolecular weights rang ng between 10 and 150 ku on the gd . The
protein goots with the pl rangng between 4 and 7 covered alout 78. 8 % of the overal protein soots detected by the 2D
DS PAGE. Pog-daning o the gal was performed by a high sendtive fluorescent dye ,Deep Purple. Fve protein ots
were excised from the gd and digesed by trypsn ingd. The tryptic peptides were separated by high performance
liguid chromatography (HRLC) and subsequently sequenced by dectro-goray ionization tandem mass spectrometry
(ESFMS/MS) . The mass Pectrometry data were searched againg the NCB Inr database through the software of Sequest
Bioworksfor protein idertifications. The alove mentioned five gd gots were identified as the snake verom L-amino
acid oxidase, metaloproteinase , thrombin-like enzyme (sanohin) |, plasminogen activator and phoholipae A; ,
repectivdly. The reallts prove that the proteomic techniques based on two-dimendond €ectrophoress, protein
fluorescent labdling technique and HRLG ESFMS/MS can be utilized in the andydsdf protein componentsin the snake

verom conplex a high throughput leve .
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A, 1 5 (A #))

Reference: gl|2460031 |gb|AABT1847.1| phospholipase A2 [Gloydius halys]
batabase: C:\Xcalibur\database\nr 20060707.fasta
Number of Amino Acids: 124 Monoisotopic MW: 13793.1 pl: 4.85

Erotein:

NLLOFEKMIK EMTGEEPVVS YAFYGCYCGS GGQOGKPKDAT DRCCFVHDCC
YGKVTGCOPE MDVYSFSEEN GDIVCGGDDE CEKEICECDR AAAICFRDNL
NTYNDEKYWA FGAKNCFQEE SEAC

Protein Coverage:

Sequence MH+ 5 Mass AR % AA
PEDATDRCCFVHDCCYGK 2060.84 14.94 36 - 53 14.52
MDVYSFSEENGDIVCGGDDPCK 2379.94 17.25 61 - 82 17.74
MDVYSFSEENGDIVCGGDDPCKK 2508.04 18.18 61 - 83 18.55
EICECDR 867.33 6.29 84 - 90 5.65
RRAICFR 751.39 5.45 91 - 97 5.65
DNLNTYNDK 1096.49 T.95 a8 - 106 T.26
DNLNTYNDEK 1224.59 f.88 98 - 107 B.06
KYWAFGAK 970.51 .04 107 - 114 6.45
YWAFGAK 842.42 6.11 108 - 114 5.65
Totals: 3713.60 26.92 33 26.61
A
Reference: gi|28948590|pdb|1M85|A Chain A, Crystal Structures Of Cadmium-Bin
Database: C:\Xcalibur\database\nr_20060707.fasta
Number of Amino Acids: 124 Maonoisotopic MW: 13933.1 pl: 4.66
Protein:
SIVQFETLIM EVAKKSGMOW YSNYGCYCGW GGQGRPODAT DRCCFVHDCC
YGEVTGCDPK MDVYSFSEEN GDIVCGGDDP CEKEICECDR AAAICFRDNL
NTYNDRKYWA FGAKNCPQEE SEPC
Protein Coverage:
Seqguence MH+ % Mass AR % AR
PODATDRCCEFVHDCCYGK 20680.81 14.79 36 - 53 14.52
MDVYSFSEENGDIVCGGDDPCE 2379.94 17.08 61 - 82 17.74
MDVY SFSEENGD IVCGGDDPCKK 2508.04 18.00 61 - B3 18.55
EICECDR 867.33 6.23 84 - 40 5.65
AARICFR 751.39 5.39 = 9 5.65
DNLNTYNDK 1096.49 7.87 98 - 106 7.286
DNLNTYNDKK 1224.59 B.79 98 - 107 a.06
KYWAFGAK 970.51 6.97 107 - 114 6.45
YWAFGAK B42.42 6.08 108 - 114 5.65
NCPQEESEPC 1135.40 g8.15 115 - 124 8.06
Totals: 3713.60 26.65 33 26.61
B
3 5
Fig. 3 Protein identification result for protein spot 5
A. B. Az ;

i

The digributions of metched peptidesin the phogpholipase A, from A. Qyodius halys and B. Qyodi us ussuriensis snake veroms. The parts merked
in grey are the metched peptides in the analyzed protein vs the metched honolog protein; The amino acid resdues highlighted in degp colour are
the amino acid sequences for the above metched peptides.



75 -

4
5
AZ ’
(G #)
3A) 28948590( 3B)
MDV YSFSEEN D IVCG@EDDPCKK

, N@IVCGEDDPCK,
2460031 ( (28948590)
A
DNLNTYNDKK,
MDV YSFSEE

1

1 3A

A; (2460031)

Table 1 Protein identification resultsfor the sdected protein spots

3B

Sanple Peptide and Sequence Mass (MH +) Charges Probability
1 L- L-ariro acid oxidase 1.03x10° %
VTVV YQTPAK 1105.63 2 7.48x10°°

RFDEIV GGV * DK 1282.61 2 5.38x10°°

HDDIFA YEK 1137.52 2 2.34x10° 8

SAGQL YEES GK 1281.63 2 1.11x10°°

NR_EEC " FR 1064.51 2 3.04x10° 3

| YFA GEHTAEAHGNIDSTIK 2 246.09 3 1.03x10° ¥

2 Metalloprotei nase 3.11x10" %
IPC " APEDVK 1028.54 2 4.97x10"*

ESVISEC " DPAEHC * TGQSSEC " PADVFHK 2995.25 3 4.46%10° 4
ITVTANVDDTL SSFAEWR 2 051.01 2 3.11x10" %

3 SAnobin 5.49%x10 %
LLC "AGLEGGDSC "HR.D 1770.92 2 9.83x10°©

TALC " GGIL INQEWVLTAAHC DR 2562.28 3 5.49x10 %

DSGGRLIC "NGQFQGVSWGR 2148.06 2 1.05x10°

4 Flasrinogen activator 2.01x10" B
DKDIMLIR 1003.56 2 4.64x10° 3
NFQM*LFG/HSK 1323.65 2 4.08x10"*
SIIAGNTAVTC “PP 1.300. 69 2 4.66x10°*

NFQVL FG/HSK 1307.66 2 8.20%10°®
AAYPVLLAGSSILC " AGTQQGGK 2 150. 12 2 2.00x10" B

5 AzProspholipae A, 1.08x10° %
DNLNTYNDKK 1224.59 2 4.71%x10°°

M* DV YSFSEENGIVC * GADFC * KK 2638.14 3 1.84%x10°°

M # DV YSESEEN@IVC * GADDPC “ K 2 510.04 2 1.08x10°

L- , ,
; A * C , 57.25u; # M

, 16.0 u

Matched proteins for L-amo acid oxidases from the snake veroms of Qoydius halys, Agkistrodon halys and A. blomhdfii ; for

metaloprotei nases from the snake verom o G.

halys; for

snobin from the snake verom o G. halys; for

molecular messincrease of 57.25 u; * Met reddue is oxidized with molecular increase of 16.0 u.

3

plagminogen activator from the
sake verom o G. halys; for  phogpholipase A, from the snake veroms o G. halys and G. ussuriensis. * Cys resdue is nodified by 1AA with
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