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Changes for NF- KB in Bone Marrow of Mice Model for
Immune-mediated Aplastic Anemia Controled by Shengxue Mixture
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[ Abstract]  Objective: To explore further the pathogenesis of acquired aplastic anemia (AA) and the curative
effect mechanism of Shengxue Mixture ( SXM), witch is a Chinese materia medica compound with the function of
reinforcing the spleen and nourishing the kidney and promoting blood circulation. Methods: Cyclosporin A as a control,
mRNA and protein level and activity of NF-XB in bone marrow of mice model for immune-mediated aplastic anemia ( AA)
were detected with Q-PCR and immunohistochemistry technique before and after given SXM. Result: No significant
changes for NF-KB mRNA expression were observed in bone marrow single nuclear cells (SNCs) of mice with AA, but
NTF-KB/p65 protein were highly expressed. Otherwise, p-IKBa protein lowerly. However, SXM could decrease NF-KB/p65
protein and increase p-1XBa. By comparison, not only NF-KB/p65 but also p-IXBawas decreased significantly by
Cyclosporin A. Conclusion: Abnormal protein expression and activity changes of NF-KB may play a role in mice model
for infusiorr induced AA. And SXM may improve hematopoiesis function of the mice by modulating expression and activity
of NF-KB.
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}% 5T ¥B( nuclear factor kappa B, NF-KB) f& —Ff
TR, BN CD34T 41RfE Sk LKA
R S5 DL R A7 335 R0 B4k 7 T B AT A{E 3 T 21
Xo AL A R F 7 B B IR 1 96 I P R (A
T 2557 IR, T R e . AR SCRU NF-KB Ol A 7,
DL 2 A 3 1 B/ BB AR O WF S0 %, A NF-KB
mRNA JK~¥ VHE 1 3R IE S P 45 7 i ) AR 1 45 5
(17 2L
1 #RAAE
1.1 S23ekP k. DBA/2 /NEL(H-2', MLSY), 4 H, #f
HEANRR, (6~ 14) F#E, 1F 4 4i L 144 BALB/C /I B
(H-2',MLS"), 103 K, MEPE, 8~ 12 JAUE, Likshii
) A RS B SRR SRt . AR IS (PR 15
g, WS 15 g, #M 15 g, Wui T 15 g, #MFJIE 15 ¢, %
221 15g, 15 15, —-E 10 o), LGB 2y K24
& B P B g G B B b 2 R = R AR
2 geml” " IR K B ;B B VG T (CsA), [H 25 HE
H10960123, It 040354, B M o S el 25 TR A
w4, AR B SR K% 4 mgemL ' .

1.2 B ANAA] 2étE 5 PCR A (3£ H,
ABI7000IMS) ; IMS 4l Jfd & 5 53 Bt 5 &8 (b3 s A
REEARTG R 2 H]) s NF-KB 514 BREFFI FQ-PCR 5
EIEREEY) s TRIZOL™ (A A A A7) 5 /N
B UK prIKBa( B-9) FII NF-XB/p65( Santa Cruz 23
w)) s BRI AR A 25 s s 44k EliVision " plus £ M
TS (AR AR E AT KA R A A) .

1.3 BESI 504 % 103 H BALB/C /N EUBEAL

SV 4 L, TR A 22 S, BURZE i 4 A

MR 27 R SRS (I8 SR, B
DBA/2 /N KT S AL BE, F 75% W9 RS 3= 9 5 min, 81
T B i, n bt AR B R K VG 25 i, g
TR T JE Je W i i, 35t 4 5 S b o 4 i R ViR,
W3 I 5 5 A0 3 P (TR 4 IR IE 95% LA L), 4 i
TS BC R BT T W O 45 . BALB/C N R &
©Co5.5Gy IS4 5 BT E, 4h A Fh R I BT N BRI
DBA/2 /I~ il i i 0K L0 PR, S B B b A L 1 x
10°20.2 mL™ ' . Kb FRALAE R Y R IT AR5 24, A1l
BRI 40 gokg 'od” T AEMA T, £ 0.4 L,

Bid, ig; ¥ 5 2H4% 0. 08 gkg 'd ', Bid, ig; B4 |

IEH X A 825 T AR B ALK, Bid, g .
1.4 €& PCR A AbT WAELIRZS I 5l W 223 20
d /INER, A EEE SR, DV, F AR B ER K b i -,

IR LA PRy S B A R A, T 1.5 mL G A
AT - 70 CeH o K Trizol 5442 5L RNA, F¢
RNA B AR 25 9 5 B8 I EAT I % 3%, NF-XB 5144
¥ 5-CCITCITGGITCTGAAATGAAATGTA-3, F i
5-CGAGCGCCATGATTGCTA-3 . 1l 4% - 11 FH 2 475 vk
an ARSI AE AR [R] i B ATLREAT 2 8 PCR 4347, $R%H 0
5 -FAM-TTGCCACGCACAGACGGTGI-TAMRA-3, J% [
M 4:93 'C 2 min, #8793 C 45 min, 55 C 1 min,
10 fE#F; 93 °C 45 min, 55 C 1 min, 30 {EH . 45 B LA
CT fHE&S .

1.5 A gets A A B R KA, T
PBS(pH 7. 4) #h9E 3 W, £:K 3 min(3 % 3); 10% 115
1375 35F A1 20 min( 245 4) , PBS it 3x 35 BT 10
mM pH 6. 0 F745 1R 2% M ¥ & W 10~ 20 min, =il
T A 20 ming KU)W EL 50 WL (1) 3%
H,0,, i N 10 min, BLBH T Py U6 1 S0 0 i
(R)3% Pk, PBS phk 3 x 35 B 2% PBS L, E5K I 1
MEK 50 VL (55 —Hiik( 10 200 Fiks) , 4 CiLAR; PBS
PhVE 3 x 5, B2 PBS VL BRIKDI N 1R 50 UL 5
HrsE e AR A) , il A 20 208k, PBS phik
3x 3 2 PBS Wi, BESK V)N 1348k 50 UL fEkR AT
W/ RBEEYAF B), iR NI E 30 min, PBS ¢t
3x3; B2 PBS W, SESK DI 1 EE 50 ML B fERC
HIF) DAB ¥, BB N LEE 3~ 5 min; H KK PR
Ue, IR FE GG V) 20 BERE K T, —FOR
FEWY, AR R L G5 D) A IMS 4 1
BT R G FH G 440 B A3 AT 52 AT
Bk D) R BEALALEE 3 AN RLEF( % 200) , F 40 i K 1% 5
MR, P34 V1B 450 5304 FE P TR avea) , JF
SRAFBAME T B i o0 e (— DN MBI % &l 510 x
510) .

1.6 Zivh vk Hd KA Sigmastat AF3E1T 201,
¥ R 35 TRRUEZE (v Es) Fon, KA R F
T3 22Oy T TR AT Ge vk o3 i, LI P LLAS T ¢
2 #R

2.1 S A/NRUE BN Z 40 I NF-XB mRNA 216
TR 20 /)N BH B A% 41 I NF-KB mRNA 5 1 41
L EE 2SS (P> 0.05), B G H4H 5=
2 L BT A L T W ZE (P> 0.05) .
(1) .
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R1 BANEBFEANZMAM NF KBmRNA RiZT{L(CT &, x Ts)

4151 FE (g kg ") n NF-KB
LA — 15 20. 867 +0. 518
R 20 — 21 20. 286 *0. 638
A i R 40 19 19. 149 0. 386
WA 0.08 20 19. 844 0. 404

2.2 JH/NECE B NF-KB/p6S, prIKBa £ik 1% 2
iR, BERY 4 6 NF-XB/p65 314 TR AR B IE 5 4138
I, &8 28 A5 R AH TS 2 0A AR B 29802, ARAT
TR, PR AR S RIS AR W] BT L B
R B8 pr XBa 35 AR W] WAIC - 1B H 4, AR I
F1 5 2 IA AR BE I, (AT T 10 6 R, PR 2R
YEH Ja RIE AR R R .
%2 FENRBHMID NF KB/ p6s .
pIkBa ERFRIX(x L5, n= 15)

253 Flt(gekg™ ') NF-KB/p65( %) pIKBa( %)
EH A — 11.088 +0.214Y  17.811*1. 617
LI 20 — 18. 137 £0. 050 4. 605 £0. 347
A il A5 72 40 15.295%0. 128Y  10. 316 +0. 259°
7Nl 0.08 8.370 £0.208"  3.071 %0. 193

BRI Y P< 0.05;? P< 0.01;% P< 0.001

3 e

NF-KB A b H S 5 5% A, 0 38 10 40 i A= A7
RE Ireh KA EEN/ER . HIR NF-KB 7F AA
R RAE T i R ISR IE, AH 2 22 T 1 1R A
YIDIfESErs, NF-KB 7] BE L5 AA (R EAFAE — € R
A . H 56, NF-KB kI A G () S8 L [A] 4 3 ik
BT 201, B35 1- 18, TNF-q, [1-6, INF-v 25, [F] I,
NF-KB SCA] DL 1 4% 3 00 1% 41 i DXL~ (TNF-a, 11 1a,
IL- 18, INF- v, TGF- 1 5§) 3, M K s (I8 L8 Uk 5K
AA AFAE B4 i R 7~ 30k S HLIR, NF-KB 71 A
CD34" 4l Jif 545 5 kPR R IE P s R 45 AEw
T FI/EF, Soichi Nakata 25" [AIHF 97T 5 7% NF-KB %%
W I IV R 75 1 4 AL ) ( reactive oxygen species,
ROS) 7 1110 T (/) D BE AE 3 1ML (1) 2 AN B B e 5 48 K
FHEVER . AT HE T T NFFKB/ROS R4 5
FEAA IR SR M EENLE . T L Wk
NF-KB AJ GEil i Fas 122 5 AA KW T4 L .
FHA, NF-KB R3¢ A% A 08 B30 ) % U, TNF-a
SERCMIX — Bl ) A R T A IR T . AA s
FRIEM TNF-a g7 Al G852 W NF-KB 35 1, 1 1 52 0

. 52 .

M L0 NI A A SEAE S oA . B BE IO B K
SR B 2 7 I Al KRS B 2 71 (vascular cell
adhesion molecule 1, VCAM-1) [ 35 3= % iy 4% 5 A
T NF-XB #4'Y,  VCAM-1 754040 R & AL &
W 40 RS B e 47 TR TR & I 2 Hik
A4 H5 255 0 A R T R AR A 2 B 1l 4 T S
FHT B HEEAEM . I BAMIOIESE AA /715
VCAM-1 FiEFH " | B2, N-KB Al figii il £
Mgz 5 AA R .

BT DL TS S, AR SO NF-KB 76 G A 5 AA
/N BRABE TR T B HP PRI A FH R 2 175 700 L () S mi gk AT
THEIT, AR R BT AA /D R BE S % 4
JELF) NF-KBmRNA 7K1~ A W 5 250 A%, {H-E i NF-KB/
p65 HEARIE NI . Ay 43 A FLOE VR O, AR SR
[ 11~ 12) FATEEI T 68 S B & R 11 pr1KBa 31k 7K
-, 25 WO NF-XB v 6 T R . @4 G 7+
IS NF-KB/p65 # [k ek /b, 11 NF-KB v P H1 1 {2
B . SZME, BEREEM G, Gk NFFKB &
RIS TE PR 2R R B, v] R ™ IR R
A IR B B A O D G . 4 R R R, NF-
KB/p65 A MG ME AL W e S 5 T S 3 AA
INERAB TR TR B, 1T A2 I R0 I 2 08 A i A ok
SRR, AT REI RE 0 NF-KB [ i Y & 44 O T 40 e
o g% ek 3 I AN R T SR I AR PR B A T e
HEARER A A T3 — 2050 . 5ok, 1R
T e A AA TN AA A5 18 2 JE (] 1 5 £ A
FHIE, (HIFANRE SIS AA . B DA A 1 AE
TFRENGIRIIT ST, 75 S AE N NF-KB £ 53— 25 [ B AA
PIRAEBLEL, FE 0 B 253097 AA IRBFSCE AL mT g
18T % .

[ 3% 30k

0 R 7 /2 A3 2 O N N o R | MR A oy R
PEBE AL FR) i R ZEL 0] . o [ o G s 45 5 2 2, 2000, 20
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