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[FWE] BB E S 1 5 (ulcerative colitis, UC) 15 2l 1955 AL 240 B W& I Ak 0% LI 00 1ML L 8400 26 L 093 T e
J5 3 1 AR A I3 WS H /) BB B R TR S AR 41 ( dendbritic cells, DC) 47T S 4 5 D1 8 19 52 W, 4R 3 % J5 1697 UC 9 4E AT AL
il o Frik LUK T -k B JE R 8 5 SE A% 7 AR (NF-kB decoy ODN) % 24 h J5 (1 DC A& 9~ R 3 R, W46 10 mg- L7135 i 1k
BT 24h J5 DC(AIMIE JE 1 x 10°/mL) 20 g 1) A= M 2 4 P 9 4028 0 7 305 o b 9 7 3 410 46 NF-B 1 2 18 5% i DC 947t
JRAR R UIRE . SCIR 4> A A, ODN e gl V& I AR J7 41, s 2 Bl (LPS) 41, ODN % 4L + LPS 41, 3& i 1L 75 + LPS 41 6 4,
W02 Yl B AR A 45 20 DC F AR EDLE CD1le, L3 4> F CD40, MHC 11 1) 35 35 , G308 2% 96 W 46 T 4% 41 NF-kB 4256 17 15 I,
SR EWHRT + LPS 45 LPS 40 CD40 MHCII L%, P <0. 05 ;4 20 5 LPS 2 NF-«B ## A0 1& OLAR L 3E, P <0. 05, #6HIE
J AR T A AU REAR T DC REHLIL CD40 MHC T 25l 3 4 T 19 238, W T NF-xB BTG AR . 8518 ¢ 18 1 A 1% Jr 38 2 30 1
NF-«B {235, 52 DC B S 04k, TR BRI 2 Diae , AT REAR 580 R, 2 HIa 97 UC 1 2 AL .
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Effect of Qingchang Huashi Formula on the Biological Characteristics

of Mouse Bone Marrow-derived Dendritic Cells
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[ Abstract | Objective: To observe the impact of Qingchang Huashi formula ( QHF) on mouse bone
marrow-derived dendritic cell ( DC) antigen-presenting function and explore the mechanism of action of the
treatment of UC. Method: The DCs ftransfected by nuclear factor kB decoy oligonucleotides (NF-xB ODN) were
as control group to observe the change the characters of the DC after incubation of QHF, and then to observe
whether QHF can influence the function of DC antigen-presenting by inhibiting the expression of NF-xB. The
experiment was divided into six groups, which is blank group, QHF group, ODN transfection group, QHF and
lipopolysaccharides (LPS) group, ODN transfection and LPS group. Flow cytometry was used to detect the DC
surface of CD11¢c, CD40, MHC II expression and immune fluorescence was used to detect the nuclear translocation
of NF-kB of each group. Result: QHF could effective ly reduce the DC surface antigens CD40 and MHC II

costimulatory molecule expression, and inhibit NF-xB activation into the nucleus. Conclusion: By inhibiting the
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expression of NF-kB, affecting maturation and differentiation of DC, reducing the antigen-presenting function,

thereby reducing the inflammatory response are the main mechanism of QHF treating UC.
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BE & 28 5% 1 R BB 8 AT L IRR T 5 Y ek
A H AL R GBI T R AT E R IR i T Y
PO 2 BT, 4 i DR g LR A M 0 15t 97 1R R A
A L2 K, T HLZ AR S — 1> 58 A s BRSO, A
Nl RIS R BIMERS o 5t 97 V45 I R I — b 5 i 3 4
PR 5 VIR 5 1) i 1 285 A8 P A A S 50 RE M 0,
FRILAE , [ 52 A, S AR W MEIR 19 45 I e B 72 o 3T
AR TR A B 1] 20 38 AN W 484 o AT 2 EE AL, H A, BR
MO0 2R T M W | B T 2 [ B AR IR YT 2 WA rh R 2
WA TR I k2 — IR IUS T AR T S
B RE ) = BT X UC T 2l 9905 24 20 1 ¢ B L 1) v
o A0 125 7 e PR B9 2 H 2 5 3

4R A, B & AH 2 F 58 X 2% [H F-kB ( nuclear
factor kB, NF-«B) 7£ I 18 98 4 H B9 #X 41 /E A . DC T
Ji 4 55 ) e i) ) 1] R A O e 92 R B O B A E
17 BEL W UC 52 98 A4 58 AE 2 I E A TR o FU8 24 BF &
F R o AN 5 I 4 S 30 I W1V i Ak T X =
HEORRER (TNBS) 5 T 19 UC B8R B R 4FI93R
SRR AR5 A 21 40 NF-kB B335 0 #1595 1
55 W 5 15 2l I3 AR 2 T 5 B e AL 2H B T T AR
PRI L S0 A LT 0 T AR Dy, i A A S
B, WL /I B R U DC 05 48 B DD B 1Y 5
Wi, R IZ IR T UC MV FBL .

1 ##
1.1 % C57BL/6(H-2b) 4 Z/NE,, MEPE,6 ~8

S IR EE 18 ~20 g, H 47 M K2z A P 2 L
L, BV ATIES SCXK(75)2012 ~ 0004

L2 25 WEWHAIRIr (Bi%6 g, % 6 g, RAF
10 g, kb AT 20 g, A= Hifay 10 g, FHIE 15 g, #R K
15 ¢ A HHES o) W HILHRE EL AW, A5 5
%) A 20101201, 20101201, 20100501, 20101001 ,
20090901 ,20101201,20101201,20101201, L) |- 254y
YJ 7 B BT 2 R 0 BT HE AT BT IR A 5, S8 N B A%
R . RN =, R R TE AR Ty 1
i, 3 87 g, Fe AL HUHE T, =30 60 min, JI & 2 1K,
GIFW, T e Fe 25 A h 28 K, R MR A, B S
TR TR 2 Ak o PR B Ak T
26.43 g QI F R 30.4% , B 0.1 g M5B M T
10 mL KK PBS 1 (10 g-L°") , s e R, 402,
-20 CORAF . hn2h I OGS &2 7 B R A s Wk 2 o

Qingchang Huashi Formula; DC; UC; NF-xB

10 mg-L°",
L3 M rmGM-CSF (# JH B B A= W) 2 W) ),
RPMI-1640 5% %% ( WISENT /2 &), JiE 4 Il &
(WISENT A ) , 2L 40 i 24 Wi ( B 58 = RAEW)
AR A, 55 -4 % R WP (Hyclone 24 7] ), LPS
(14391, Sigma 24 7)) , 7O R AR ICHY K B AT/D B
$t CD11c-PE, CD40-FITC, MHC II -FITC ( eBioscience
N, E ), OPTI-MEM % % ( Gibco by Life
technology /A ) , & %I NF-xB #% it decoy ODN'"
(X 5E ¢ 5 &y 5'-CCTTGAAGGGATTTCCCTCCC-3",
3'-GGAACTTCCCTAAAGGGAGG-5') [ 1FE X 4% 5'6-
FAM(FITC) #8454t (PS) |, [T L HE ¥R 4 65 t (PS) ,
FiAY TRERARA RG], B Lipofectamin
2000 ( Invitrogen 4%y @ ), — $ii P65
(Proteintech 7y &) ) , — Pt anti-rabbit IgG ( Invitrogen
A7), DAPT R e a5
1.4 {Y#%  BSC-1300-11-B1 % 40 Jifd #8475 (75 M
Hife T B A A R |, MCO-15AC 8 i 41 i 15
FEFE (M H SANYO /Al ), LD24-1. 2 A% & 203
DAL (AL 5050 B O AL R R ) ,090-135. 001 £
308 W (M A Leica 22 A, it =X 40 B2 AL S 70 B
Bopy WOL IR AR B .

A b S 50308 2 v g e B 2 R A MR A X 56
—IIfi AR % 25 g I DR 12 2 S 3t 5 v O AR R
2 Ak
2.1 ERER ER SR AN (BMDC) (195 5 5 7
%% Kayo Inaba'™ % A\ {4 07 ¥, 16 HIE Rl b RS A5
Az
2.1.1 NEUEBEREZAE TR B CSTBL/6 /MR
PLEALIE A T5% LBEEEE S min, JCRENPR ST I
N B AN RCE R TR % R A L E B RPMI-
1640 e, A 1 mL 73 §F #8 B RPMI-1640 £%
Fr ORI BV 52 52 oh B, 4 B B o vk A JC TR R L
B, B0 (1500 remin~', 10 min) 5 F 3, 2740
2L 1 mL 1A DL R LT A, 3 IR 2 min, 7
WE.L (1500 r-min~',5 min) , 3% [, PBS YEi& W
i, 890 (1 500 r+min ™' ,3 min) J5 4 400 .
2.1.2 DC k3¢ F& 10% i 4 w5 i) RPMI-
1640 15 3= B2 41, B Fh T 6 FLIE R (1 x 107/
mL) , filt A 40 il 7 rmGM-CSF (£ Jit & ¥ & O
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10 pg-L7"), BT 37 °C,5% CO, [ 40 a5 2 4
Rig%, 48 ~72 h Ly, B 25 oA I RE 41 AR AN 40 i
MR . BEFRE S5 d W, 2, A R 40
BB T KA LPS 5535 24 h W8 41 B Sy A
# DC,
2.2 Sy seEedkay o 6 4L B A 4L
iR 4 (5 A2 )7 10 mg-L™") (NF-«xB ODN 4]
(2 wg ODN:10 wL g1k /FL) L3 ki 7 + LPS
HOEMIE I 10 mg-L™" +LPS 1 mg-L™") NF-«B
ODN +LPS 41 (2 pg ODN:10 nL Jig i f&/fL + LPS
1 mg-L™") LPS BiIZH (LPS 1 mg-L "), %56 K
A AR J7 ¥5 9% (ODN B 4v 55 7 K fin A LPS #5
%24 h,
2.3 NF-«B ODN %3t DC & %3kt " 1 i )
75 1:ODN 3B ;45 B2 IR (1) B AR 5% NF-kB* decoy
"ODN JE4, 95 C/KIA 2 min, RI5HEHF 2=k
(£ T30 °C), JB B AUHE i 4 4% 15 B2 (ODNs) ,4 °C
A% M. @DC K 3% RPMI 1640 15 3% i v, 37
C.5%CO, %1 FH5%, @NF-kB“decoy” ODNs %%
Y DC:TF 6 FLEFFRAR PR AL (2 ~4) x 10°/4L,
F YL OPTI-MEM }5 323, 76 KW 1) EP & o
2 g ODNs F1 10 pL lipofectamin 43 Jl| & F 250 uL
OPTI-MEM 3% 32 & " , % lipofectamin & & T it & 5
min J5 W ER A, BRIES, S TFiE 20 min J5
ERYL AN, 37 °C 5% CO, $53% 5 h J5 kil % Je 1% e .
24 ~48 h J5 A DI SR A JE I Rk 5 I .
2.4 DC i kAW MMAR ST =% Ming-
Qing Xu'*' 2 A )77 85, 45 8 K i 2 4 Mg AU I < 4>
S EE & 2H 20 M, 250 (2 000 remin~',5 min), PBS
BIFL5 x 10° 4~/100 pl, 413 3 A E AL, A%
JEARIE PR . PE FRi2 ) CD11c, FITC #5ic) CD40 |
MHC-T, 28 Wl 5 mg-L~" 4 ColbOGHLE br
i 30 min, PBS ¥ 1 3 (2 000 r-min~',5 min) , Il A
¥ iy PBS 600 pL 2 [ A4S b, i =X 4 M 4SORS: ) 4%
HAAMFET CD11c,CD40 , MHC- I () ik,
2.5  GEESOE LA A 2R 41 (DC) NF-«B 2
RSN S5 XRS5 7 vk QUi
M, B, & B, R T LR AN, 37 C
5% CO, K555 4 h J5 W 5 1 ig, Wiy PBS ek 3 i,
QIR 4% 2 P EE (PFA) h 4 C [H & 30
min, & 5 PBS %% 3 i x5 min, 3)0.1% Triton X-
100 A 55, 25 95 % % 10 min, % 35 PBS %% 3 WK x5
min, @1% BSA 2= g £ (4] 30 min, @I AF# 1:50
Wik —Ht 4 C & (14 h) J5,PBS ¥k 3 ¥ x 10
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min, @A 1: 1 000 # B (1) TRITC #ric i 40 %
TEREEEE 1 h, PBS ¥k 3 ¥k x 10 min, @D AL:
1 0007 & /9 #% 4 (] DAPIL, %= 44 (4 3 ~ 5 min,
PBS ¥k 3 YK x 10 min, @063 5 48 1 i W20
IR,

2.6 Giitsrdr SR I SPSS 16. 0 B4 X Ko 247
it g Ab L, £ S g M Ny T A =3 R, SE R e LU
¥ +sFx, HE/DEEZEY (least sign ifican tdiffe
rence, LSD) YEPI M L #4¢ , 2 4H 8] LL 4R H] Oneway-
ANOVA, P<0.05 HESGIT¥E X,

3 &R

3.1 NEEHORIEM ORI K 1 R,
/NEUEBER IR DC(iDCs ) A M, LA T HEAE I,
28 LPS RIS Al R 2 B9 TR R WP .

Bl MREEREMRABOES

3.2 A 40M AR I ODN #: yesi % i 2 fr
7, U 22 AR A U 4% 20 A Y 5%, ODN 5 g i 14
LRy 1: S Qe 3 d5 iy, il 3k 90% LA L, HA il
3.3 KA /NRBE#ERIE DC R4 FRikKF
FHBARAN LR AT A IER . &4 CDlle £
INAR PAS, TC T i 25 Sk, HO B, B0 I AS 5L 5
AF 5% R FH R BIF 5 3 AR 300 T o7 S 4 v 3 19 /N B
#EFR DC, P Z Jr 22 40 B i W AL 18 J5 40 CD40,
MHC Il 575 (14l e, oWl & 22 S, ud WO 1 Ak
J5 A B Xt DC G B R s 5 o B /E . LPS
MR 4 5 25 (1 41 CD40, MHC 11 [t %, P < 0.05,
CD40 MHC IT 2 3k B 34 &5, Ui W LPS A 31 3% DC
MEAEIVER . W ALiE s + LPS 415 ODN + LPS 4]
CD40 %5 ,P >0.05, MHC Tl % ,P <0.05; 5 LPS
AR, P <0.05; 35 7 46 18 77 4 S i W Ak 18 07 +
LPS 24 (I {E B 78 LPS 41 2231, 5 ODN ZH A3,
VLI AR 7 BAT 2L T NF-kB decoy ODN [ {E
FH % LPS A — & i i 4 F5 , B 1R LPS #illi#% DC Al
BN BRAL DC B e 2ohHe. Wk 1,



AR A5 T AT X /N B R R AR SOR A M A A 2 R T B

F1 HFEHNREFHENRIEDC RES FRIEKFER NF-kB NIZEILE (5 £5)

%

215 AR E /mg- L~ CDl1le MHC II CD40 NF-kB A#%H
= H - 94.30 £2.10 53.23 £4.52 6.07 =1.49 7.07 £3.70
i M A6 T 10 91.47 +4.01 54.30 +1.9 7.20 £0.50 5.28 +2.77
AR )7 + LPS 10 +1 91.50 0. 62 63.03 £1.47" 51.68 £0.51" 11.19 £2. 15
LPS 1 92.20 1. 31 84.30 0. 67 85.93 +0. 88 94. 66 2. 24
ODN 2x107°? 93.97 +0. 62 60.13 £2. 66 7.27 +0.54 12.10 +1. 39
ODN + LPS 2x1073 +1 91.83 +1.19 73.71 +1.50" 49.27 £1. 17" 15.87 +2.99
5 LPS 4" P <0.05,
Ot sso7e Cuwi: soase B za27%

B s25% B s B sax
DOumt: s875% Oum: 97.97% Bmr: s.11%

E2 BFHNMNREBWEREDCKRES FARFELE

3.4 KAZGYXT/NRBER DC H NF-xB B4 A1
U A4S LPS A HLAES, P <0.05, ¥4 B % 2%
SoRSHR LRI R FE2E R (WER D) S
RN TJ7 BEA M il NF-kB G L A#% , 5 NF-kB ODN
MVER2EML, H = F B B2 20, K3 k&4 DC
A A% h NF-kB 2¢ e R 615 M .
4 g

15t 97 1 445 W R A v Bl 6 SOk P A T 1 44
B, DA B 2t B v oA R RER T L R
P R AL E . BAECAZ) PR
e LAME R I T AR M, O R R R E L, 5
PAREE2#1 UC AR AR o DUAR 5K 1 5% (1 FE 2% 0
W) HERIHS, SR TR, BEiilER E2 R

D

A LPS #;B. 84 ;C. LB T 10 mg-L ™" 4;
D. ODN 41 ;E. % 1ki% )5 + LPS 41;F. ODN + LPS 21
B3 HMAHEBERERET
MR H DC MR NF-xB 3 RKIX B R ( x630)

PAREE 3697 UC i 1T 245 1) 2 10 80 2 ik
WE (SASP) Ko B¢ Joi 2 [ Bt 25y , @il Ok B 7 ROF A
I IR bR T 2536 97 7 5 O #a e, n 2 i
W2 TR R B ORE R E B, SRE AET Hl
o il 7 7 A S LA i T A 9 3
JiiRdT UC, B IRAG B 257 30 AR L S 1 A
4K W 1 BRI, AT 58 AL 103 W Ak o LA
F Ak SR I L S0 A L, S P 2 i
I7 e R U R AT AL

AR AR Z W5 B UC By &% 5 NF-«B 78
Jo 38 9 5E TR X AL A T, DC e I REJUHEAH G,
A I R 28 S Y O B 231 R T BELT UC 3 A8 48
52 B8 A B 5 A

DC' "' H Rl C 0 B i A 7 B — % LR
i 2 40 i@ ( Professional antigen presenting cells,
APC) , J2 Wil S R G b i B E A NN 5L . DC $ig
JRAR R DA 5 H R I R > T SRR B YN OC,
CD11c J& DC 5 H Al 40 g AH % 50 /9 5 25 Bt J5t, MHC-
I 5372 DC $itJ5i sk & (19 ¥ B BL filt, CD40 J& DC %
IKH 55— [ R o 7, DC RIS A AT #E CD40/
CD40L £ 4. NF-«B'"'7E DC R D) fig 23K 77 1
AEEIEN, R R DCBUIE IF A FE P i
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EUIREM LB,

KA /N EREE & DC (iDCs) 7E rmGM-CSF il
VR, oh R BE L 40 M R T kY, IR 2 3k CD40
MHC II %3 F ,NF-«kB 2 UL Jo i 4 09 9% =X B4 0 7F i it
Mo 28 LPS J) 3k 20 i A 52 R 4t il NF-xB 15 16 A
¥, 52535 CD40 Al MHC 11 42 F' ) i S0 g 4 5
Yife st , FESAE N T W Bk, B 45 W R R
20 f e A A S R S A A R i
iE VG RE R, B W 16 35, B0t s I B R AR i
FIEXE AT

NLA B NF-kB decoy ODN & 4 NF-«xB %%
G0 8 (GGGATTTCCC) , 2 g o (A e A\ R 1 41
AN ] SR NF-xB 454, NTMBEET
NF-xB, BHLIEFLIE Ak, 3E4F K, Ming-Qing Xu 25" fif
SEAEW] NF-kB decoy ODN 7 [F] F S5 44 2% B B4 fig
FEAR DC Ay $0 J5 46 522 T 6g, 98 0 fo E Y 52 . 9k it
VB 5EIE B NF-xB decoy ODN fi 111 41 45 FR 5% i
FANE ML DCL 4 NF-xB %, BEAIL DC R AR i,
/> DC 3R T 3 ) 843 09 3R 38 40 B R /Y 43
W, DT 2 TE B5 PR s B 45 DC I =%

ARSI RS R BoRIE IR 7 + LPS 41 5
LPS 41 M b, NF-«B 2 [ % ik & DC 1 CD40 A0
MHC Il 73 F 1 Rk R85 W E B AL, L4 R Bon s
WAL 1R 7 BE AT R i NF-xB 935 16 A A%, B DC
I CD40 F1 MHC 1T 43+ 9 R ik, T #0 6l DC 1Y
WA S A, IR TR B S D RE BRI SERE N, 2
HyGy7 UC 1 EZHLH . (0 A 0 I 16 5 30 6l
NF-«B 1364k, 520 DC R o Ak i SCSERLTR , DL )
R HEAE T B OGS B 4 i A 1 i — 2D 5T

[ &% 3Tk ]

[ 1] Ryuichi Morishita, Toshiko Sugimoto, Motokuni Aoki, et
al. In vivo transfection of cis element ‘ decoy’ against
nuclear factor-xB binding site prevents myocardial
infarction[ J]. Nature Medicine, 1997 ,3(8) :894.

[ 2] Kayo Inaba, William J Swiggard, Ralph M Steinman, et
al. Isolation of dendritic cells[ J]. Current Protocols in
Immunology, 2009(3) .7.

[37] 5kitgE. ODN FHMr NF-«B {5 5 5 # x5 IR A% 2% 4h
JEL MLAR 5 R 0 M e IR S e [ D] 3 bR 5 AROR

- 204 -

[4]

[5]

[6]

[7]

[10]

[11]

(12]

[13]

2%,2010.

Ming-Qing Xu, Yu-Ping Suo, Jian-Ping Gong, et al.
Prolongation of liver allograft survival by dendritic cells
modified with NF-xB decoy oligodeoxynucleotides [ J].
World J Gastroenterol, 2004 ,10(16) ;2361.

XV TE. W A0 R R T 5% TR 4 I 48 BT BOT
Boxt TLR4/NF-«B it fit il iy b 05 B e g 5 i [ D .
R A AU PR 25 R, 2012,

/N, B B A B 595 R 4 R A DGR
EALI]. BB, 2007,39(5) :103.

eI SRR AL ST A SBORIN B 1 45
RICH R BT B A0S R 6 10 AK A B 52
[J]. EFPEESSFHMAAE, 2011,19(2) 81,
SREUCEE XA, BR ISR , 5. T 2 5 X 35 9% 1k 46
9 KB TLR 41B Je IL8 KK s mi[J]. 1L 7g
&, 2011,27(4) .46.

JEIEAE Tt W GE A i, S Al aE BE I O % 15t 9
SR B A BRI T]. AP EY K,
2012,27(8) :2155.

wik, sk, FEAVE Doy ity £ R
R MRS B A LT AN C B AR R SE M [T ]
o E P RS A ALK, 2011,19(2) (101,

WA TR B AR L AR W AR IS0 E TR T 5t TR 4
J ¢ 100 1 i R W %8 [J]. o BE 4¢ 75, 2008, 49
(11):986.

KAYO INABA. Dendritic cells as antigen-presenting
cells in vivo[ J]. Immunology and Cell Biology, 1997,
75 :206.

Xiuqing Wang, Ding-geng Chen. Recombinant murine
cytomegalovirus  vector activates human monocyte-
derived dendritic cells in a NF-«B dependent pathway
[J]. Molecular Immunology, 2009 ,46(16) :3462.
Ralph M Steinman, Kayo Inaba. Myeloid dendritic cells
[J1. J Leukocyte Biol,1999 ,66(8) :205.

Nick Giannoukakis, C Andrew Bonham, Shiguang Qian,
et al. Prolongation of cardiac allograft survival using

NF-kB  decoy
Molecular Therapy, 2000

dendritic cells treated with

oligodeoxyribonucleotides[ J ] .
(5) :430.
XEHE, Rt R S5 W I8 D5 X TNBS i
KRR UC KRB EEEAMNEW[T]. LT hER
i, 2012,39(8) :1617.

[T R ]





