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Identification of proteins from Cervi Cornu and Cervi Cornu Pantotrichum
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ABSTRACT: AIM To identify proteins from Cervi Cornu and Cervi Cornu Pantotrichum. METHODS  SDS-
PAGE and 2-DE were used to compare the protein composition of Cervi Cornu and Cervi Cornu Pantotrichum, and
their protein profiles to explore their respective protein bands or spots and ascertain the difference. Subsequently,
the SDS-PAGE protein bands subjected to in-gel tryptic digestion had their result ant peptide fragments analyzed by
MALDI-TOF/TOF-MS for further identification based on MASCOT matching. RESULTS In SDS-PAGE profiles,
two clear protein bands were shown at ca. 75 kD and 66. 2 kD for Cervi Cornu, and four protein bands were shown
at ca. 75 kD, 61 kD, 45 kD and 20 kD for Cervi Cornu Pantotrichum. In 2-DE profiles, Cervi Cornu found its main
protein spots distribution in zonel (pH5-7, M 45 kD) and zone I (pH10, M, 66.2 kD) ; and Cervi Cornu
Pantotrichum found its main protein spots distribution in zone ll (pH5-7, M, 45 kD) in addition to three protein
spots in area of pH5-6, M 20 kD. The biological mass spectrum analysis revealed two and four protein composition
differences between Cervi Cornu and Cervi Cornu Pantotrichum, presenting higher than 100 scores.
CONCLUSION  The protein profile differences between Cervi Cornu and Cervi Cornu Pantotrichum provide
scientific evidence for their identification.
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BmEET, AREMS RSN R =S
1 &
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Tab.1 Information of samples

2kt P it 2kt T il
Rl R cCl1 160101 || BEH F CP1 160101
el A cC2 160201 || REH A CP2 160201
REfh CC3 160301 || FEE CP3 160301
Rl CC4 160401 || REFEH CP4 160401
el R CC5 160501 || REH Fr CP5 160501
e A CCo 160601 || REHE A CP6 160601
REfh cC7 160901 || FEEH CP7 160801
Rl CC8 161001 || BEEH CP8 160901
el A CCo 161101 || BEH A CP9 161101

2 FHik

2.1 SDS-PAGE 4 #1

2,11 BRI KSR PRI AR (40
HELF) 100 mg, #F 50 mL .08, AN
TR 2.0 mL, ZEiE. 8 000 r/min & 3 2]
10 min, A1 12 000 t/min B0 5 min, W
THI, BIASE A 2 B B Al o R B PR
100 mg FEFEHIAR (40 HLLF), BT 2.0 mL &L
B, IMAE A BT AEW 0.4 mL, TR )5 85 48
X 30 mins, JRAM 12 000 r/min Z.L> 5 min, W
W, A EEEA MR AR, fE4 CT
RAE

2.1.2 SyWiAAE A SDS-PAGE BEE (5% S
JE, 129% B, v e <2, 117 TR AR
MRS 15 pL, PR A X IR S pL,
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ABEETKIE . He4n ML R E o 80 V, MR 5
e B B R, FYEE RS 110 V 4k ik
2950 min, HUBEERE, RA% Sl kit
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2.2 2-DE 4-#7
2.2.1 HHKREWE S RS REUE M.

A 2.00 g, MIA 5.0 mL &R, 1%
“2.1.17 WIR AR 2 K, &I LW, Bl
KENT, WEVHETIEAE-70 C NRER R
G AT, A 200 pL KR E %, JEMH BCA i
F G AT A R D E

2.2.2 EAFUKLEHEBREREE  RBatR s
HEE R E RN 3.5 mg/ml., 43 5 W B
350 wL, FEANA 1.75 pL IPG Zmi (pH3~10),
IRAT, TEEEELD 15 min, BH L VE W E W SR
i IPG B &k e/ e U W, PN 3 mL 574
MEEERS L, BETEHEER 8 kV #4755 H
Rk,
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W, BT EOE DU, A 26K PR 2
W, A 50% ZJ5-0. 1% TFA 200 wL BE 2 ¥, 5
JIA 100 pL ZIEBES, BSOWARIR 258 B,
HIA 10.0 mmol/L DTT-25.0 mmol/L. NH,HCO, &
W60 pL, 37 CHHER 1 h, RIUEZRR, HL
VW, A 55.0 mmol/L TAM-25.0 mmol/L
NH,HCO; 60 wL, ¥ BE R ), %= & & Ot ik &
45 min, FEEEW, 25.0 mmol/L NH,HCO,. 50%
. L4 100 L ARIRVER:, #ETHH, KAk
A 10 ng/pL JBEE FARIA K 15 pl, ZiRECE
30 min, 01 A 50.0 mmol/L. NH,HCO,-Z Ji§
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IEW, AR R I A 50% £ JE-5% TFA
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WEZ K F B A A 80% & JiE-0. 1% TFA
20 L& %, WHL 0.5 pL fit il & % W 5 R T
MALDI 5, FEIIA a-CHCA FEJRER 0.5 pl

MR ), =i T8 )5 % H MALDI-TOF/TOF-MS
oM. BHES TR, etk A 5005 oL
#1000 Hz; #FUR 1 HE25.01 kV; BT 2 H
JE 22.51 kV; BEBE 7.29 kV; kh e 74 Bt
] 150 ns; FEFAMGEIE ; FHIE 600 Da; i
Fil 1 000~5 000 Da, JIT45 5 3% £05 K Fl MASCOT
BT
3 #R
3.1 SDS-PAGE [ 1~2 WR, FEMSEELE
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9 HEFE M AR B 2 AN TE I R L SLARHY, 4l
MTFZ75 kD (£ a). 66.2 kD (&4 b); 94t
JEE R 4 MR, 2500 T2 75 kD
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20 kD (#%i7 4) 5 PIERE AR A A
KA b, SR 2, SR 3 IS 4)
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Fig.1 Typical SDS-PAGE protein profile of Cervi Cornu
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Fig.3 Typical 2-DE protein profile of Cervi Cornu
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Fig.4 Typical 2-DE protein profile of Cervi Cornu Pantotrichum
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K6 o, JFEM S REER B A 4R T
JE NI AR S B A IR BER m/z EE A T 1000 ~
3000, MASCOT Kig&55 WA 2, wIHI B A&
e 2, 4 MEAR, Hid, WEHEH AR
i CP-11 ., CP-Trf 43500 % R R T 55 RE A FH &
(ALB) ., ShREMBGERE I hypothetical protein Celaphus_
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B o
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Fig. 5 Protein bands cut from SDS-PAGE of Cervi Cornu

and Cervi Cornu Pantotrichum
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Fig. 6 MALDI-TOF-MS spectra of peptide fragments from Cervi Cornu and Cervi Cornu Pantotrichum proteins
®2 RASEEEAREESR
Tab. 2 Results for protein identification of Cervi Cornu and Cervi Cornu Pantotrichum
%' HH EXFiES Sy Fh/Da pl P4 IRBEELEE R/ %
CC- 1 cytochrome ¢ family protein Mesorhizobium sp. ICMP 18942 13 519 7.82 68 66
CC-1I hypothetical protein BZY88_15490 SAR202 cluster bacterium lo17-Chloro-G9 53 754 4.82 75 36
CP- 1 hypothetical protein SAMN04487980_1008270 Streptomyces sp. cf124 72 920 5.13 96 29
CP-1I ALB Cervus elaphus hippelaphus 71 032 5.91 133 39
CP-TI hypothetical protein Celaphus_00009169, partial Cervus elaphus hippelaphus 13 129 7.30 111 82
CP-IV CoA transferase Amycolatopsis tolypomycina 40 853 4.94 73 29
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