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&, B TR (3 P<0.05), 5 AT e kF ZHNEK, BAT 0F P 5H LA kTR
21 4M )8 2 WBC .Ret Hb \PLT. /B %% & s i) 4r 4 Wb | E 454w B3 Treg o4 .Foxp3 mRNA & ix &7+
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Effect of Zaisheng Fuxue Decoction on CD4 *CD25* CD127 ~ Regulatory T Cells and Transcription
Factor Foxp3 mRNA in the Peripheral Blood of Aplastic Anemia Mice WANG Yue, NIE Tian,
JIANG Jin-bo, ZHAO Zao-yun, HUANG Rong, YANG Zhou, and HAO Jing-quan Hematology De
partment, First Affiliated Hospital, Hunan University of TCM, Changsha (410007 )

ABSTRACT Objective  To explore the effect of Zaisheng Fuxue Decoction on CD4 " CD25"
CD127 “regulatory T cell (Treg) and Foxp3 mRNA in the peripheral blood of aplastic anemia( AA) mice.
Methods Seventy-two mice were randomly divided into the blank group, the model group, the positive
control group and Zaisheng Fuxue Decoction (low dose, middle dose, and high dose) groups, 12 in each
group. In addition to the blank group, mice of the other groups were treated with ® Co-y combined with in-
traperitoneal injection of cyclophosphamide and chloramphenicol to establish AA mouse model. At the
seventh day of modeling, the high does, middle dose and low dose of Zaisheng Fuxue Decoction groups
of AA mice were intragastric administrated with the decoction at the dose of 10, 5 and 2.5 g/(kg - d),
separately; the model group and the blank group were given an equal volume of saline, and the positive
control group was treated with cyclosporine of 3 mg/(kg - d). All groups were treated for 30 days. The
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white blood cell (WBC) count, reticolociti (Ret), hemoglobin counts (Hb) , platelet count(PLT), nucleat-
ed cells in bone marrow(the portion of granule count, the portion of red cells, megakaryocytes, the por-
tion of lymphocytes) were measured . The proportion of Treg and the mRNA expression of Foxp3 in the
peripheral blood mononuclear cells of each group were detected. Results Compared with the blank group,
the WBC count, Ret, Hb and PLT level, the portion of bone marrow granule, red cells and megakaryo-
cytes, the proportion of Treg cells, the mRNA expression of Foxp3 of the peripheral blood in the model
group decreased significantly, and the portion of lymphocytes increased significantly (P <0.05). Com-
pared with low dose Zaisheng Fuxue Decoction group, the WBC count, Ret, Hb and PLT level increased,
the portion of bone marrow granule, red cells and megakaryocytes, the portion of Treg and the mRNA
expression of Foxp3 increased, the portion of lymphocytes decreased(P <0.05), and the therapeutic re-
sponse of the high dose Zaisheng Fuxue Decoction group was better than that of the middle dose group
and the positive control group(P <0.05). Conclusion Zaisheng Fuxue Decoction can promote the mRNA
expression of Foxp3 of peripheral blood mononuclear cells in AA mice, increase the proportion of Treg,

induce AA mice to restore self-immunization tolerance with the tendency of dose-dependent pattern.
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5:DB0251) ; Trizol i3 (3¢ € Life Technologies,
7415 : 10386234 ) ; SYBR Green qRCR Mix (3£
Gene Copoeia, /=4t 5 : AOPR -2130) ; s 5 5%
%77 & (% E Gene Copoeia, 4 774t 5 : AORT -
0450);0.01 mol/L pH 7.3 ®ifRih 2 ik (PBS, Ity
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), AR M ARGR R O A
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30 k.
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FIRFHE 15 min, I IME 500 pL, R4 L =
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FACSDiva H gh#{Fk (s R e PMT B
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F B A I R
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Y. 7 NCBI %dfs i h £ #8 Foxp3 #1 B-actin J& A 7
%1, Primer Premier5. 0 #{4% i} Real-time PCR 5|
Y. BWILE Foxp3 514¥: (5’ to 3') F: TACT-
TCAGAAACCACCCCGC, T it (5'to 3") F: GTC-
CACACTGCTCCCTTCTC, 314 bp, W = W B-
Actin 5| #. 7 (5’ to 3') F: CCACCATGTAC-
CCAGGCATT, Fi#(5' to 3') F: CGGACTCATCG-
TACTCCTGC,1 126 bp, (2) #ZEUHN & il bk B 41 i -
FETCIE B0, IUET EEBTBE I 1 mL, 533 50 2R 22
AR RA, N ITF 2 mL 408 4 B L
400 x g #.0>,20 min, B0 AL 4> 4 2, W HUE
2 JZ2.(3) #HUS RNA:IMA 1 mL Trizol 5, 5J %%
J5mA RNAfree i 1.5 mL EP & B4 5 ¥ &
5 min; 0.2 mL &5, FIRFE 5 min; IH EZK
AHOIN A5 AR S TS B, IR A #RE 10 min; 4 °C,
12 000 xg B5.L> 10 min, & E3, i1 mL kAR
75% LR ULTE . (4) Wi%% 5% LU i) cDNA
HEAT P88, KW IR % 2X All-in-One qPCR  Mix
10 pl, E WS4 2 wb; R 5540 : PCR ¥ 1 v
2,94 CHIAME0 min; FE#% R 5 FE FI6EF 45 Ik,
Bl 95 C A 10 5,65 CiB Ak 20 5,72 CIEfH15 s,
LR AT R R A 2 IR R
MRNA Sk K P2 7. - ACt = BBy HE W
ACt - NZHH M ACt,

6 SiiteFdiik R SPSS 19.0 4 Mk
o TR x £s Ko, A BB AT IEASTE
My 255, M5 ESEMT 50, 24
BB E T 208, P<0.05 N2 RA5 3¢

# =X

1 &4/Mil WBC . .Ret Hb 2 PLT H# (£ 1)
A i, A S i WBC \Ret \Hb (PLT 7K
FHIFEMR(P <0.05) . SR AL, 45 45 25 41 HM )
il WBC .Ret .Hb .PLT /K F-¥F 55 (P <0.05), 5
AR MA I AL A, FAE iz s A AR
PHAE X} B8 20 40 J& 1l WBC \Ret Hb ,PLT 7K 7} i
(P <0.05), H.FAE 5 17 e ) 4l s 1 FAE R
Hp ) 4R B X RE A (P < 0. 05) .
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k1 H4H/PMHWBC.Ret Hb }2 PLT b4 (x=s )
2551 n WBC(10°1L) Ret(%) Hb(g/L) PLT(10°1L)

2 12 8.00 +0.31 4.45+0.18 155.93 +7.88 572.76 +86.58
R 12 2.40 +0.67* 1.14+0.26" 105.03 +7.95 90.34 +20.06 *
FH % R 12 4.27 £0.79%4 2.90 +0.5944 130.92 £7.91%4 360.83 +21.87%4
FAE AR = 12 3.06 +0.98% 2.19 +0.65% 122.13 +7.82% 300.61 +23.48"%

rhoR 12 4.32 +0.85%4 2.94 £0.5044 130.86 +7.75%4 360.49 +26.69%4

[l 12 5.20+0.77%40¢ 3.27 +0.57440¢ 135.00 +7.47240¢ 390.39 +22.18440¢

H S AR, *P <0.05; 5K L, 4P <0. 05 ; 54 & A% 518 241 Lo

FE % HR2H L85, ® P <0. 055 F [

,AP <0.05; 54 & 137 HI R4 L #, OP <0.05; 5

Fx2 KA/NREREAZARAZAEE (xxs)
451 n HBLFR LB (% ) LLRIHI(%) IR EL 40 EE 81 ( % ) E A (4)
ZEH 12 58.29 +0.99 19.96 +1.65 22.26 +1.55 31.40 £0.54
A 12 20.49 +1.69 7.75+0.72" 65.45+1.12" 3.40 +0.79 "
PR IR 12 36.75+1.87%4 14.36 =£1.11%4 50.79 +0.94%4 20.92 +1.38%4
FHAE & A G 12 29.08 =0.57* 12.41 £1.72% 55.39 +1.194 15.16 +1.38%
Lkl 12 35.34 +1.35%4 13.91 £0.73%4 52.44 +0.89%4 19.11 £1.84%4
i 0 12 40.12 £1.6944°¢ 15.58 +1.77240¢ 47.55 +1.33440@ 21.65 £1.3744°¢

B b R EL A L 49124 R R (P <0.05) . SR
M AARTA L 2H A, A 52 003 v e 750 2 R B %
HRZH - BRE 2R L) 21 3R e ) B A AN B8 T v ik
EL 4 L3 R R (P <0.05) , H.F4E & 137 v i
LT 5 A4 5 il iz v ) 2E R0 B P X BRAE (P <
0.05),
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F 51 0 B A% 40 i Foxp3 mRNA JKSF H 8 (5% 3,
B1)  SHospdliteis, A s Treg B4 A
AL Foxp3 mRNA JKFREML (P <0.05) . 54
RO LA, 45 45 25 411 JE I Treg Ho 451 284 42 41 iy
Foxp3 mRNA /K- 7+ (P <0.05) . H5HAZ M
AR i 2 H AL, FA S I3 v v 79 2 R B e v R
ZHAME I Treg Eb A AR AN 22 41 L Foxp3 mRNA 7K
Tt (P <0.05) , HFA 5 137 i 71 4 P
A= 2 137 R R BH M B4 (P <0. 05)

£3 K4/NEINEIL CD4 *CD25* CD127 - Treg HLfilF
BAAZANME Foxp3 mRNA KT (X £s )

i CD4 *CD25*CD127 - Foxp3 mRNA
Treg HAI(% ) (E-3)
ZH 12 6.16 +1.01 1.70 £0.19
TR 12 2.81+0.44" 0.23+0.43"
BRI R 12 4.62£0.45%4 0.62 +0.1744
PR G 12 3.67 £0.35% 0.47 £0.23%
ol 12 4.58 +0.39°4 0.69 +0.2144
R 12 5.12.+0.3444°®  (.85:0.6124°®

Wi
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T, AU S e Tl e S 2 AA X I T 200 i 2 M 30 405
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T AL, TP 2 AT A R FORE 7 240 L 8] - 1 IR B
T ML AN, 1 Th7 20 6 00) A 38 & 55 938 S g 452 403
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LW N, M T2 LN R K5 0
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ST, H PR RS2, & o

AA TR 4 A0 IR D o AHIF 9 R B F AR A
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L B RERLR L LD R H B A A AT R A
Jif EL BB AT, L2 790 AR , 3k % B P A2l Y g e
5 AA /DNEUBRERS o, SR FE AA /N B I if 2
Mg i, TR ST IE S , PR B 2 L % v 1) S L
FEI G T Gz i 32 2% 5 | kS 1 ot T 40 i 4 4, i
CD4 "CD25 "CD127 = Treg H A T i Hl Th E , J& 4
RN it Z O E S T AW AL, Tregs 4N 4RAE
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RAEGIEINTITIRE , 93D G e il 3 i 195 BRAE A, DA
M AA NRIK A A B i 52 7. o2 R 1
S M7 R R B R TS, 2 R S S
R A RE IR I 1M T (L) 20 B B, i i B
T, T LA A 3k 0% e 2 T 12 200 AR o i 8 3L
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SEPHPEAEH

Foxp3 J&—Fp Sk AUIRIR e 53¢ P -5 Hh i) —
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