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(1. b P PR 252 B 5 BH P =

A ERMLRER, L 200337,

2. WA T 7 L X R — AN R EE B Mg Bk, WivT i 311200)

HE. BB WISANEF R BRI A I RN AT Th17/Treg AHSCHG ST T-10sem . 75k WsE 91
PEAE R X LA MR AL, WEIE A 0 B R4, B PR AL, B B BH I R 4, FHARNE 697 . 30 BRI R4 . 4t
2 HARCRES . [WIR A RT-PCR Jy il 2 4HIGY7 TS FOXP3mRNA,IL-17AmRNA, ROR—ytmRNA 7KF-Jf It
B, R OPEIEESTTAOET AL T X BB VA T 41 ROR—yt mRNA JGY7 5T TI6Y7 )5 , FOXP3 mRNA J&J7 i I%
FIRITIR (A8 ). XTI IL-17A mRNA BT SR TIRYTAT . AN B R 43 A S R i 7 i I B AR 1k
B BAHEZL TL-17A mRNA KWGYT)E T R, 518 AMEF A7 PR B vk 2 m AR i T P B 3%+ B

BIPACRTBE S5 T30 Th17/Treg AHICHE SEIN T4 54

KA PERERHERINL; AR 175 4ERTRHDCIULE IR SCRIREERIN T 35 4Bk AR

HESES: R285.6 MERIRERS: A

A F%E%‘@ﬁ[ﬂl(aplastic anemia, ] FR AA )2
— o LB T 10 ) R 0, 4 I 4 DD S AR Y
MK RGP . BRETRZEERIEY] AL &R
FPENLHIZEALA G, Rl T i sz g, Hoh
RES W TE AA BRI & A R S ik B rh i W A
HFEAEH R RIS, NI S0
T i B SRR A C AR L HS B R IILHE Y,
B KB IE S H AT YA B AP 2 1M Y S AR
HMEF IR YT AR R B 10009 7 80 M AL 4
K, A% 538 #6 Jy Ti S T 40 A S i 25 0L T g A
R ABESE

CDA+T 4 22 HTBIPE T (T helper cells,
Th) 2/, CDA+T 4 L7 70 vp LA 4 1 40 A 2R -17
g EERRAE A A0S Th17 400, CD4+CD25+Treg
LR 5 2P e Z ALY A A G T 24
MR Z — o IEAERFSRIESE T Th17 J& Treg P Y
I VR A RGP 22 00 P BEORS VE o Treg 41 AN
Th17 20 A A 80N o A0 i LA i 224, Jr -
ML PR B AR B 29 B B TR A 2R

XEHS: 1000-2723(2015)02-0001-05

W2 M RGURSRERT, iR F TGF-B1 fi
fdigik FOXP3 ) CD4+CD25+Treg F=4E , Z 4 Al
DIIIRI AR AE SN, XoF B e PR A 1] D) e,
A IR i H A PR 2 | g R G A B A
HF 1L-6 5 TGF-B1 IL[[iFES Thi7 f51k, 43l
IL-17, [R] I AT AFD ] Treg A AR S Az S8 AL A
FH o AT T ANARNRSON T 20 =22 18] AP
YRR PR R R B YIAEDC, Ho m R BR T Lk
N 72 A0, sk Pl Hep A R . A
VR AN B8 9F AA, AFXTRMNEF X AA Byt
B ¥7 50 UL B H X Treg Th17 AH ¢ %% 5% A +
FOXP3mRNA (33K AR 5% 5 K 1 3, fork head tran—
scription factor 3),IL-17AmRNA , ROR—ytmRNA ( 4
2 #H OC IR L 32 4K , retinoid related orphan nuclear
receptor ) I FZIAE—#R5T -
1 BZREFE
1.1 W RTH

W it v S 25 R B s i PH h P R 45 G e
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LW S AR R B QR 12 Wt BT 2hm o ) (5
3 RO H ) A R R P A R P 1T 7R PR A G
FRfE . H IS B 43 70 $4 v ] o G S 2 5 AfF o 2
(ML L 22 514y ) =M AR S E 3
EA BRUARE SRR RS E 2002 4R 245738
21l R 5T i S S I )P iy 43 B AR v (B 20
UHE HIKS A0 SkE 2 s L S
i P FE S IR AR AR TR S
KAEA45 T Re R 5% 13 N, R
&L 5HE R 1,2,3 4, & IR PE4 S A Sk UE
Ao

o W A8 3 B s PR K- 3R 91 5], i B kAR
H 42 B, R 49 ], AR IR TE El 12~65 %, OF
PR R (37.57+13.98) % R VL B K 0.1~17 4F,
SRR IR (3.2423.45)4F L AR 1406 (2.74+
1.22)x10°/L, ML 41 2 1 (69.61+29.73 ) /L, IfiL /M i
(30.66+45.56 ) x10°/L, 4 b 28 g (1.15£0.83 ) x
10°/L. Hrr B BHEE2H 36 91, B P B4 25 il , ' B
FH 9 2 2H 30 1]
12 %A%

I AN LR T (B 24g, 221 24g,
L i 15g, KT 15¢, il E 10g, /N 5 15¢,
FARAT 15g, ¥0FF 2 15g, B0 H5E 10g, & H # 6g)ifA
7, B B AR AR b B R R A R R AR
AN IE CTRSEAESE B B PR R AR A R

X B2 - P 25 (50me/H ) 5me/(kg-d), 43 3 IR
IR FH , RS A 2 FEAE 200~400ng/ml JE . 22
(40mg/kr ) H 3 K, FHK 40mg.

o PRy | e AN S T iR R
b 00 24 i 24N R R B R I/ R T R R 2

H.
1.3 A& oy ik
LA B = 3 ARG o 7 4 B BRALIB 7R S

Ko 1F W 4 A JE I Treg Th17 #H ¢ %% 5 K 1
FOXP3mRNA,IL-17AmRNA , ROR—ytmRNA 7K,
1.3.1 A48 RNA $#28

TGS LA REZE S R s I R AR #R K I SmLL, i
A EDTA it , %1 PBS 1:1 Fle)m , %5 BE AR B 250
A3 B A1 R LA A0, B | VR A
MoV B 2 2x107/mL, B0 J5 7 13, /5 2R AN E 1
FAAZANNE . SRR A FT S A 1.0mL Trizol

2

VI, T WRITIRA) T 22°C FE: Smins SRIE A
=& 0.2mL, HUEIHREE 15 705 T 22°C, HE
3min; KA 14 000r/min B5.OHLT 4°CES.L> 15min; 73
B WS W 0.5mLs A 0.5mL SN B, B {80 1R 47 5 7
T 22C T ##E 10min; X E L 10min(4°Cx14 000
v/min) ; 3¢5 LW BRSO 1mL % 75%
12 (4°C) s RS L Smin(4°Cx10 000 r/min); 32 |
THW, B2 T8 Smin; H 40uL fEBRR — L TR Ab 3
IK %, 80 CIRAT

1.3.2 RT-PCR il &

1.3.2.1 RNA ¥JEE

B RSN A I BSR40 0 RNA BEAR S, i
AXZEIK ImLo K HWZEIK X IE . 7 260nm FlI
280nm PRI (OD {H), 24 260nm 5 280nm 1)
W CHE HEAE 1.8 15 2.0 Z [ (R H] RNA AR
TAHEAF) B, DL 0Dy, fHI% T ATHEAEA RNA
EiE (24 0Dy 9 1 B ,RNA g 40pg)

FESD B RNA 5 12 /(g/ ) =0D g x F B4 KU x
40/1000
1.3.2.2 RNA Jehhs¢

B E AR A1 i B R 41 RNA FEAS 1L, il
A 4 Bl ANTP(EEFH ANTP 10mmol/L) 4% TwL Al 1pL
BEHLS 2 (100pmmol/L) , 7K & 12pL. FHE £ 65C
PRI Smin; SR PR A VKK A, B0 FE VKB435
A 4pl 5x 28 v 2pl DTT (100mmol/L) \ 1L
RNAsin (40U/pL) 1 1pL M-MLVRT JZ %% 5% i}
(200U/pL) ; FER FHE 2 37°CAR IR 50min, 5 )5 THE
Z T0CHHR 15min, KGR, T-20CHRA
1323 PCR 4§

Bk 2L =8, InA 10l Sybr
green, [ IF5 197 (Spumol/L) 1L AR i 51 47 (5wmol/
L) 1L, 2R 7K 2 20uL, PCR V%N 95°CTH
A 10s;95°CAEME 5s,60°CIE Kk 20s,40 PMEH ;%
FHA ACT 34781 H LR AR 2Rk 1

SIF5) : 1L17A L3514 CATGAACTCTG-
TCCCCATCC, #5314 CCCACGGACACCAGTAT-
CTT, ¥ 34K 102bp; FOXP3 L iF 514 AAG-
GAAAGGAGGATGGACG Fif#51%) GGCAGGCAA -
GACAGTGGA, ¥ 14K & 125bp; RORy LiiE514)
CCTGGGCTCCTCGCCTGACC, Fi#514 TCTCTC -
TGCCCTCAGCCTTGCC, ¥4 K £ 169bp; GAPDH A
M2, BS54 ATGGGGAAGGTGAAGGTCG Rl
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51 % GGGGTCATTGATGGCAACAATA, P14 K &
108bp,
14 %its ik

K HH SPSS 16.0 A1 T 8 gt o0t . S84
PORER ] Kruskal Wallis #2586, 2411 708 IEAS
AT, SR e R, B RO R P Y R e bR o 22
(wxs) 7 A A THE VOB A IE IR # HEHES 806
AT T, Hoh 2 A AR U KRS, R H K
YT 22 A ( AR ARG ) , B30 >R FH Y 40 or
IM(Q1,Q3) 3R . PIEH/NT 0.05 HIWi A Gi it
2 HZER
2.1 IERTF RO

HR A AT 20 KOo0r BRZH A o B ik fige R 43 B Il
AT LUE 5 0 B 45 R B R 16 T7 AT R I i &
X RRAL, b B BH 4 A R B )k A e
BRI e 2H i (WL 1)

F1 TREEARIRANKTELER

#1(%)
CUTR T
BEIE 25 1(4)  5(20)  11(44)  8(32)  68.00
BIHE 36 0(0) 6(16.67) 20(55.56) 10(27.78) 72.224
B BAPHMIEE 30 1(333) 6(20) 17(56.67)  6(20)  80.00°
SR 30 0(0) 2(6.67) 16(5333) 8(26.67) 60.00°

e SR LR, P<0.05 5 55 B B e L4, 2P<0.05
22 Bigyrala ¥ EERAR S TACER

GEVTHA IR YT H R AR 7K 1697 R e AR
R4y, B PH R 2E A B FH A R 2H P SR A TR TR,
B [ R IR AR 3 S R 7R AT ge 2 25 5 (L

#2) KPR Ag e 2R ERa = 01 & .
EIE R AR TR0 T AR 8 ME
fito X HRAIAT TR 225 AN

®2 ARBEARKERERRSBTAEIER

s} [i] 5 BH R BRI (30)
(25) (36) (30)

JRITHT 17.00£5.12  16.94+4.21 19.30£4.50
BITIE 1000530  8.97+3.97°  7.60+3.41°

T SR T AL, "P<0.05, 7 P<0.01,"P<0.001 (£ £
255 A BIED

2.3 AA B Thl7 #» Treg 28 fo A8 % 45 % B F K -F
2e¥d

FL AR YT 2 KON BRI VA7 1 Je e s R KT
PLRIB YT 2H ROR—yt mRNA VAT HI & TI697 )
FOXP3 mRNA VA7 AR TIAYT 5 (A geit2a = 0.
XTREZH TL-17A mRNA JRJ7 IR FIRYT T, Hipzs
SHGEE Lo 1RI7 G ROR—yt mRNA ARG
&, & FOXP3 mRNA F-fm A2 B2 WY Sl i 1 X6 B2 (L
#3).
2.4 PERREEEEA HFE TR R

S3HT 91 BUAS[F] 432 10 45 S PR oK, o
IRYT AT ROR—yt mRNA 76 5 s 4 1] He e A 25 5% ('
B iz 41 > ' BH i 41 > '3 B BH PRk 40 ) (P<0.05).
FOXP3mRNA,IL-17A mRNA %% 5% [N 154 73 KL A
TR (P>0.05). A7 ARSI B4 IL-17A
mRNA 7K 58I R TCH A k. FOXP3mRNA 4%
HIE TIRYFHT, ROR—yimRNA 1545 4 Y8697 1l
FEAK. B PR 2B BIBH 2 4 1L-17A mRNA 7K
SEIRESRITRTREAR (L 4) .

17.77+4.12
13.10+4.34

&3 2AEBTAIREEREAFKFELLLE

2051 n ROR—yt mRNA FOXP3 mRNA IL-17A mRNA
YRITHT 0.61(0.31,1.40)24 0.57(0.22,1.51)* 0.75(0.22,1.76)24~
fyrdl 91 i 3 _ ‘
BITIE 0.43(0.22,0.77 )% 1.11(0.81,2.72)% 0.40(0.09,1.71)*
YAITHT 0.38(0.15,0.82)2%4 0.54(0.32,1.76)* 0.52(0.15,0.96)24~
Xof ] 30
BITIE 0.32(0.18,0.84) 0.56(0.15,1.02) 0.38(0.11,0.92)"
EH 30 0.23(0.12,0.37) 0.90(0.64,1.59) 0.03(0.01,0.12)
Z -4.250 -2.095 -5.432
P 0.000 0.036 0.000
Mann-Whitney U VE: 5IE# 4 LI, 2P<0.05, 224P<0.001 ; SV T7HT LA, P<0.05, " P<0.001 ; 5% FRZH HL 4%, #P<0.05
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2015 4F pay el R s 2 %38 &
R4 AA BEREBESEEITHI/E ROR—yt mRNA,FOXP3mRNA,IL-17AmRNA 7K 3 Eb 8]
215 n FOXP3mRNA IL-17A mRNA ROR—ytmRNA
| IRIT R 0.65(0.31,1.90) 0.77(0.42,3.45) 0.94(0.38,2.61)
ke 25 .
I 1.34(0.83,3.04) 0.72(0.06,3.09) 0.70(0.33,0.84)
JRITH 0.60(0.21,1.63) 0.68(0.27,1.59) 0.64(0.37,1.64)
F BHEE 36 .
RITIE 1.07(0.89,2.70)™ 0.44(0.10,1.95)" 0.46(0.26,0.72)"
TRIT R 0.41(0.25,1.00) 0.65(0.19,1.78) 0.42(0.22,0.85)"
EOIHME 30 z - - -
RIT IR 0.99(0.78,2.04)™ 0.18(0.18,1.43)" 0.34(0.20,0.57)"
Na -4.372 -1.079 -4.372
P 0.000 0.088 0.000

Kruskal-Wallis test

3 it

FAE BRI B iRiR , A R 2 it
FIMEER . (B2 IEAR)R I  35 B 55 ZE, IR T
B8, B FEORG RG I R , A AN AT DA AR AE S
AL WRRS AL A A I . T I A A AR RS OC R
YL, EANE IR FERE BT L AR A
TEAFIRABETE o AN rh 24 ] LU 3 il o, 41
T RIS AL, A0 B R R R R R
ST o PR S 2L, DR I 24 L R e i 2
MRS, N E REE DI REAIVE ] o N 22141
ta A, B BHIT A, BB HE B K B 4 i M 7k 0, 4
PR AR TR A2 1, 2 0T, N ARG BRI 2
i, BEFE T AN, G5 DR P fe RS Ar ki fig g L 3
SRAEIE . ANEFLABREAE L, fb AR, SRR T A
TRPEFTIMBEEA LI o ATy DL 22 A 0T kb
) AW, K T2, AIARKRIER S HPEE A
A AT o /INGITRD KB P Rz i 1k o S H R
FE 2, B B R 0 A b B G B AR
5 B R B IR T L S 8 R SRR B B 5 B
AR T i R S Bk | SR A B BH SRR, R
B A, ARSI EE AR AN IR T A R A
B I, L I I A AR g T R, o TR
R 7 TR BRI B o AT i T2 25 ST =
T H JEFE IR AR TR O T T
PR B B 415 B BH R 4 A I PR R A L AT A i 2%
S, B BH R A A RO T e 2 K B P e 2
=, AN T AA AREIREGE BT = A ARG
R AZ B8 T, WD RE , R IR
P 2 G R A B SR

CD4+CD25+Treg 4 AL 1) G 32 % 74 Ay 240 Jfu J 2
1 CD4 Fl1 CD25 K 4 fadit s PF 119, CD25+11) T 4

4

- 5IRITET A, "P<0.05, " P<0.01, " P<0.001

Jfl b HA 7 %35 CD25 (CD25high)T 41 g DL &
FOXP3+, B &K 4 P9 7% % ¥ FOXP3 (19 T 4 fif
A BATB keIt B 1k B S e i i thaen,
= FOXP3 [T REEFRIRKE BN AR T 4 i A fE
1B KT R Treg A OMFEAL R [ i T 40HE,
M AR e B BT e A S Y B e T
PRI, IEIERY CDA+T 41 ZE Th17 4 i i e S 1
5k A ROR—yt JJE™, 4346k Thi7 4 i,
RORyt R 26 9 /N BRUAC ) Th17 248 i 280 s /b
Al UL RORyt SR FE B 91 45 T 40 i 5 % 434k 4 Th17
i, %55 #35 RORyt, W] Th1 A1 Th2 4i i 4>
b A2E T 4 Th17 7 e, P FOXP3
K RORyt S IL-17A B 5 PRI F-7K V19 Lo, BB S
Treg S Th17 428 AL FE PR &0 AE T . A
PR R BF5E T RS HR S Th17/Treg 41 H 431, 47
7 H ) R 8] S S R FE T Th17 S HAH G2 it [
F AR (R A5 $E s 7 ik PR 110 22 S N R
. EIRITET, ot E Sk F RORyimRNA
S IL-17TAmRNA 7KV 5 1E 8 4l A s TIEH
21, FOXP3mRNA i FIEH 4, $2/R7E AA B9 Th17/
Treg Jffiirh, # sk F A A B S5, 5k
WA —E KRR 1RIT)E 16T 4] RORyImRNA 57 £
T, FOXP3 mRNA 52 #| i, % T IL-17A mRNA
FRIRKF-, XA EA T M, XA
RORytmRNA & FOXP3 mRNA &J7 Rl 5 28 1k 48
TheE2E R R, DORIRNE 4 855 3 G it s
FERZNGZS RS knIr e, BHES
B B PH PR R 4 A =P s DR i AR Ak B 25 R A
Giiter 2z AMEIRYTHERS T IHRORytmRNA ik,
18 FOXP3 mRNA 3&ik, T IL-17mRNA 3Rk,
M %E Treg 5 Th17 UM L. B BH 4 A TL-
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L UATE 52 78 0 B 35 R T BEXT AA Y Th17/
Treg A1 CHE s A T HAEM , X Treg AHICHY
FOXP3 mRNA } Th17 #H¢H) RORytmRNA 44 #]
AU L PO AN [F) 5 R o B 2 ) SRS 7 i
eI 25 . AT DUAMEREZX T AA TRYTIIALHI Z
— N BESEA L T T Th17, Treg 40 MEAH G B 5% 5% K]
-, DATI el 200 e PR 1) s 7 A= 284k, 12 T Thi7/
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ST, A5G BRI T B o, 42
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Effect of the Tonifying Kidney Treatment Method on the Peripheral Levels of Th17 /Treg
Cell-Associated Transcription Factors in Aplastic Anemia

HU Ling—yan', HU Ming-hui'®, ZHOU Yong-ming', CHEN Ying—kun?
(1. Department of Hematology, Yueyang Hospital of integrated Traditional Chinese and Western Medicine, Shanghai University of
Traditional Chinese Medicine, Shanghai 200437, China; 2. Department of Hematology, Zhejiang Province in
Xiaoshan District of Hangzhou city first people’s Hospital, Hangzhou 311200, China)

ABSTRACT : Objective To investigate the effectiveness of the tonifying kidney treatment in those patients with aplastic anemia
and the effect to the peripheral levels of Th17 /Treg cell-associated transcription factors. Methods Collect 91 patients with CAA and
divided them into the treatment group and control group. The treatment group was divided into SHENYINXU group, SHENYANGXU
group and SHENYINYANGLIANGXU group treated them with method of tonifying kidney. 30 patients were divided to control group
and count the effective rate. RT-PCR was used to test the serum levels of FOXP3mRNA, IL-17AmRNA, ROR—y tmRNA Before and
after treatment. Results After treatment, the effect of symptoms and signs of treatment group was better than that in the control group.
After treatment, the level of ROR—yt mRNA In treatment group was lower than after treatment and the FOXP3 mRNA was higher. the
level of IL—-17a mRNA in control group decreaced after treatment. Th17 /Treg cell —associated transcription factors in different
SHENXU groups varified after treatment. There was no significant decrease in The level of IL-17a mRNA in SHENYINXU group.
Conclusion The method of BUSHEN in the CAA increased The effect of symptoms and signs. The effect of BUSHEN may rise by the
Th17 /Treg cell-associated transcription factors.

KEY WORDS: aplastic anemia; interleukin—17; ROR—vy; FOXP3; tonifying kidney treatment; mRNA





