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Protein expression analysis of immature mouse bone marrow-derived dendritic cells
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[ Abstract |
(BMDCs) by 2-dimentional electrophoresis (2-DE) and peptide mass fingerprinting. Methods

Objective  To analyze the proteins of immature mouse bone marrow-derived dendritic cells
Interleukin-4
(IL4) and granulocyte-macrophage colony-stimulating factor ( GM-CSF) were employed to induce differentia-
tion of mouse bone marrow cells into immature mouse BMDCs. Proteins were extracted from the DCs, separated
by 2-DE, stained by improved silver method, analyzed by PDQuest software, and identified by peptide mass
fingerprinting and MS-Fit. Results High-purity immature mouse BMDCs were obtained, as confirmed by de-
tecting cell growth condition and surface markers. Image analysis result showed that 660 + 10 protein spots were
separated and mainly distributed in a relative molecular weight range of (28 —100) x 10 and an isoelectric
point range of 5.0 —=9.0. Among the 87 identified spots, 40 (45.98% ) were related to immunoregulation func-

tion of immature DCs and 37 (42.53% ) to macromolecular metabolism. Conclusion Six hundred and sixty

proteins are separated from immature mouse BMDCs, and 87 proteins are identified.
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A3 3 d(LM x200) ;B35 4 d(#) F 8445 x200);C:355 7 d(LM x100)

1 RE# DC ERRAMEEURER

FHRU ) FL KM TS HE AR A 2, 70 7 5 R i DC &
BIE A

1 #ME5FE

L1 A

AN R - H 20 BRURE- 19 4 4 (recombinant murine granulo-
cyte-interleukin-4 , rmIL-4) |55 2H FUR: -5 20 it 45 7% ) 35 X F ( re-
combinant murine granulocyte-macrophage colony stimulating fac-
tor,ImGM-CSF) It H Peprotech /A 7], PE-CY5 Fri2iy-6 Pt/
Bl CD11e Hrifn R i/ Bl CD86 .CD40 MHC 1T (IA/IE) I H
eBioscience 2 . IPG T & 25 M | Amersham Pharmacia Bio-
tech, 2 [ [ #0770 W [ Bio-Rad, B EE FI [ (uypsin) 1 A
Promega, =3 LR (TFA) ) 5 Sigma,

6 ~ 8 JAll e FEirE CSTBL/6 /N 10 H KRBT RE (18 £2) ¢,
1 R BE R R 2 S g sh b e it
1.2 Fik
1.2.1 4ijEis M %EE C57BL/6 /N B BEAN M35 5 x
10°/fL3ER T 6 fL#R,5 ml/fL. A T IL4 25 U/ml, GM-
CSF 250 U/ml f#) 10% RPMI1640 ¥53:5:T 37 °C 5% CO,I55%
FidETR o B H RO, 5 H TR B R R T WA A IR A
3 ANTESR 3.7 R IS JA T (TACS ) 32 K600 20 i A 1
Do 557 K SO, VST AR MV 285 440 L, =X 2 S A 00 4
RifbrEH
1.2.2 EEFREC AR FRSCEE B 00 A0 B, BE R B G2 b
TRVE TR, INAGE: 1 )2 T mol/ L JRER ,2% 3-[3-(JIHMEE
e L ) — W L | N R ER (CHAPS) ,65 mmol/ L. i 75l
B (DT1),0.5% IPG buffer, 2 {1 B0 | , 8 75 865, 14 000
r/min 4 C .0 15 min, W8 B3, 3F € 8 W, KT
=70 CHAFRE.
1.2.3 XUEBERHRIK LB T BB BEREHL Tk 2 B Am-
ersham 23 W] HORTFE, 18 em pH {EH 3 ~ 10 5%, el B AE
100 pg, L REMAREN 350 wl, —fi) 45 L 3 f2 4 1% . 50 V12 h,
500 V1 h,1000 V1 h,4 000 V1 h,6 000 V1 h,8 000 V10 h( A0
990 000 Vh) o JBA 2V I HEAT 55 2 1o 58 P 0 ok M 56 e v
VK (SDS-PAGE) , ARYL: (4, 85 3 ., X 2-DE & 1 K& H
TR, rHER A 1024 x 1 024, PDQuest F PR B A,
(7 e R 1 2 P A B ARX 20 B B A5 FL A R BRE A5 DL B
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2 HR

2.1 kR DCAKFEAAEARLEE

FEANM P F rmIL4 Fl rmGM-CSF 135 S8R, /NS 8
MRS 3 RKIF IR K 4k B DC (I 1A) 55 4 KR Ap Ol %)
DC EEE A (E 1B) 557 Xl L DC HAMPHT- (B 1C) . F
557 KRR DC, i 40 AUk I oK i DC R bR &Y . 45R
i/~ ,CD40 5 CD11¢.CD86 5 CD11e¢ MHC I 5 CDI11c XUBHE
FTIKFI N 34.5% 39.53% .55.35% , ¥ FARAKF ik, i
CDllc i 71.19% , 2R /KPR35, A7 & AR U DC R Hibr &
2.2 2-DE B4& 547

KIET/NEUE BRI AR A DC Tk & H 4 3 kL L 2-
DE, FEAR RIS #0545 21 18 BE— S s Ik A, Rl 1) 1 (660 =
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DC e 8 hREAR S 25 1 A 40 4~ (45.98% ) ; 5 K4+ 3 fEERE M T V KK 15071/8.8  POI783  47.0
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BEIAT 7 A AR AR A X002 147 6 A, 000 0 e 2 ®oomm: BIS6 S 2L
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JRIA G SR EIEER (B IRF] 1 ~15 mg) LUK F i
JEMERGIN 7 i, 4 i HL UM . BLARTE 2-DE Hi 4
BT — R B 22 BB A BRI, I
HEAT B Ml AR A

SRR T /N B BE A9 R B DC Rk B 8 R4
2-DE4y B35 T 29 660 4~ 1 5, 13X B 2> 141 il 52
PR IR 035 R, $2 75 X 20 I R A7 4 B 1 R 4L 0
Ao T B RS i £ #F i o MALDI-TOF MS 43#7 1 118
ANEA S AR E T 8T MR A, Hi, 5 R M
DC FRE 15 DI REMI SC 36 1 B A 40 4, i 45.98% ;
R R A 37 A, 5 42.53% , IRELEE
H T — e 7 (IL-1 Bl 2 45) {BX) T 2 i
() —SE 2R A R - (4 TNF-o TL-6 1L-15) £19% A K,
XAl AR A FRATT ERE R AR/ (100 wg) Bl Hife DC
W R AR, AT B/ NG T, R AR ey e o R
RERS B (AN L A EAT RS 4T o

B 1 SR 25 R R A X 2> T BN 12 x 107,
TR 6.1, B2 WREE IR A H BLERAE Y RS
SUKRIE AUA 2 456.92 12 788. 57 WA iikids , 3 ] fE
SRR A E IR N U R . R NS A
J -t R SR R PE R B . B AT 6 £33 B Ik FE 8L
FISHhs, S e s S /N B U . im0 R
[Fi] 90 7 14 ) — 28 P9 58 Pl A X 407 o 4 el R
], I AE 2-DE & b il 07 B B AR AR . 03 R 21 %
S SEUTE TS 2 A IR SR g AR TR

M9 F 10 JRAETE 2-DE B | A7 &R, B
MRS EI A IRTE SR T AT 9 ST A e (m/2) FRAR
P A0SR E A 9 i 1 047.43 .1 056.47 .1 135.75,
1156.33.1 279.70.1 601.20.1 617. 03 .2 213. 98,
2228.32; 7B 5 10 fi 1 046.20 .1 056.47 .1 135.35,
1155.52.1 279.56.1 600.95.1 616. 46 .2 213. 98
2227.72, H MS-Fit T HL38 245 SR KT 2 W iz
S (R A SSAEN) o LRI, 780 ] HL Yk
AR R BRI Y, FL g R 2-DE
Pl A5 BN [R) (57 B A 2 1 A5

Y0 i R R R IR R AR SR P E T E T
fit, DC HHRIAME AR T ES 5L EEFRT
TREN [555S M ET- MG, UshE
P 2 LA AN i = 0 2 T, B A ) S e
AL B 3 0 240 i 3% 2 i b B A K 1 B AR
b2 A5 5, ] LUAR 4 Ah 1ok ol 28 B 5 9 A K s
JEN S BT 70s (HSPT0s) K2 5 & A i
I B Ah, 82 58 TR A% B 4 i 5 %
figt'" . HSP70s il H 25 4 (2 —sejm ik, — e & 7 4
I A B R IER AR, R[] 5 X AN TR) (4§02 1 R A
. HSP70s H.A5 & FE AR 5F 1) ATPases Jif 4, i i 5

HSPAO 2 [A] i) AH B A F Wi 3806 . HSP70 7E caspase
TR R L RVER, 25T Bel2 ZEHIHT:
THRERIET , AMH HSP70 [ 2 1A Ak 2 1 1 B 9 40 i
B BURAMLAY A2 caspase B FIEFZ IR T
kBRSSP RN AR MR T O TR AT
TR SR A TP S T IR . cysta-
tin FETEASEVE T P A AR cystatin C 124
Jirt 52 3 3 A v i 5 A R A D MHC i iz 2 T AT
ZREEEEVE T . DC 3@t R4 MHC T 2804 B P 4%
125 R 1 A HET i 6 A
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