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Changes and the implications of CD4 * CD25 * CD127"" regulatory T cells in drug
addicts during natural drug withdrawal
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[Abstract] Objective To study the changes of CD4 * CD25 * CD127* regulatory T cells (Tregs) and transforming growth
factor beta 1 (TGF-B1) mRNA in peripheral blood mononuclear cells (PBMCs) in drug addicts during natural drug withdrawal,
and explore the effects of addictive drugs on their Tregs. Methods Peripheral blood was collected from 40 drug addicts with
6-month natural withdrawal, 40 cases with 18-month natural withdrawal and 30 healthy controls. Then the Tregs were counted
by flow cytometry and TGF-B1 mRNA ‘expression in PBMCs was detected by RT-PCR. Results Compared with the controls,
Tregs and TGF-B1 mRNA expression in PBMCs increased significantly in the group with one 18-month natural withdrawal, but
no significant difference was found in the group with 6-month natural withdrawal. Conclusion Addictive’ drugs have a long-term
effect on the Tregs in drug addicts, and the abnormal Tregs may result in the immune dysfunction in drug addicts.
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O Treg, EEMMER T BURE 25 W 4K 81 72 B AR i
B Treg 7K LA K 5 JA 1L 35 4™ 8% 48 B ( peripheral
blood mononuclear cells, PBMC) H#5 4k 4 K H 7 g1
(transforming growth factor g1, TGF-B1) mRNA 3k

K¥Fo

1 XKMAE

1.1 ##

L11 s BAREHARBAYKEE: 2N6MH4
518 MNAM, FAF4NRMAE 1558 5 PR IR AT 2012 48
10 A R H94F & DSM-IV 2 WiaR ok ELA BT e [R17E 6 N H Z
i 40 BERKRIRBAR , B RHBE, F#817 ~43 3, FHER
9(29.8 £6.8) % ; 18 A H 410 244 S 1598 ) P RS AR 28
2011 4£ 09 A BQARKAF-E DSM-IV L Wiks EA Bt | 2618 4
AZ P 40 BERHIRBAR , ¥ h B, F#21~56 %, F
WERN (32.827.4) %, WAKBE A 2013 4£3 ARR
B ph R T PR R AR BT B 30 A R AT R AR I, LR B ARTR MY
RESHR 6 MAM 18 MH . FIAKBIERRLEENEE
EFVKE, RBH R DRBAEIES, KBE TR,
7 HIV, HBV, HCV BBy, THALGRBEMKER, T
WS RE T RRI FAZS S . IE H N MR b 2RO TR B R S B
HAAR R 30 B, BB, 4FH820 ~84 3, PI4ER
H(33.2£7.4) %, NREMAFT X258, EXNRAS
BRI BAIEE R L B ERER,

1.1.2 S BFXH FACS Calibur WX 4% BD AR =
#ir, PerCP-Cy5. 5 #RiC /MBI CD4 B FEREHi 4k (mAD) ,
PE i H)/NEBTA CD25 mAb, Alexa Fluor ® 647 3R I/
HiA CD127 mAb PR R BIX /DRI 1gG1 3§ BD 4
A, BHRFEAEINWEEEDWKEFRAR, TCF-pl
mRNAG |4 Af7 80 B B A Y TR AT AR

1.2 Fik ,

1.2.1 TGF-Bl mRNA # ) 5| 4t #R$E GenBank H{LH
TGF-B1 mRNA J¥51) (NM_000660. 4) , #3514 PL/P2, P1:
5'-GCCCTGGACACCAACTATTGC-3', P2: 5'-AGGCTCCAAATG-
TAGGGGCAG-3'; P=HIK/IN 161 bp, #RHEIAR™ AR p-actin 3|
#1 PI/P2, Pl1: 5'-TGTACGCCAACACAGTGCTG-3', P2; 5'-TCAG-
GAGGAGCAATGATCTTG-3', F=4k/NA123 bp,

1.2.2 #FARE PFARRETHREBEHBSKD 5 mL,
EDTA $i¥E, PRA-ZEuri . 2551 .

1.2.3 AX@WEAER Treg M HPFLMERE 2K
FEATHSE , KW BRBTEE 2 M0 100 L HIA CD4-PerCP-Cy5. 5,
CD25-PE, CD127-Alexa Fluor ® 647 45 20 pL( FIEIN RE A
FIEGHA 20 pL, ), FANEST, ZiREBEHEE 30 min FiMA
2 mL 4T AR SRR LT 4II 10 min; FRSEA I 5 B
£>(1 500 r/min) 5 min 3 %, MA 2 mL PBS Bk & L
(1500 /min)5 min 3 b 3#; B)5F 0.5 mL PBS BRI,
fE W40 Ha{Y BD FACS Calibur £33, Cell Quest 34434 %
WHITLHT, IERAEARE 2R, BEEFF X RE,
LA 16 S e O pa A 6 e R 1T, A CD4* Ff iy

BB E CD4* BRE4IHT, B CD25* CD127"" 55 CD4* T
WA 4 by Treg i Holo

1.2.4 RT-PCR # & PBMC ¥ TGF-B1 mRNA X {Hf
Ficoll 43 % ¥& 4+ B§ PBMC, R A TRIzol ¥k % 0 32 B 40 Jfa &
RNA, #%#% ff TAKARA 24 F & U600, %2 L & RNA
BFE TR cDNA, PCR RRLHKE : 95C FiZE#E 5 min, 95C 25
#:30 s, 54C (TGF-B1) 8% 52°C ( B-actin) B k 30 s, 72°C 20 s,
32 MESF, BJS 78CHEM 1 min, PCR § 3477 20 g/L
SRR MBERL LYk, Ead TGF-B1 F B-actin 44 6 BE M fH
&% TGF-B1 AR FIAIREE o

1.2.5 &t #94 LRERWNIHEIH, MUzis TR,
{5 /] GraphPad Prism 5 #4745 4047, 4it4b3#R A ANOVA
HTZABPE R, P<0.05 IEREFHEENL .

2 &R
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1.43) 5N AL Treg K FEBEHZER, RE 18 MA
H(8.77 £1.88) BT 6 N ALAMERX R4,
GRABEHER(E1L, E2, P<0.05),
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2.2 EMWkEE S5 IE R % R4 PBMC th TGF-
Bl mRNA Hytb# ;T RT-PCR &34 4 PBMC
TGF-B1 mRNA, %t Z B EF 6 4~ H 4 PBMC
TGF-B1 mRNA 7KF 47 0.332 +0.043, 5IE# %} FE4
(0.318 £0.027) KFEBEWER, REFE 18 MHH
TGF-B1 mRNA 7K} 0.539 +0.059, & TFmRE6 4~
HAME®RM R, EREBEUEER (P <0.05,
A3.4),

M 1 2 3 4 5 6

bp

M: DI2000 DNA marker; 1: E¥*f/48; 2. RE6 A A4; 3: A&
18 AR#a; 4~6: B-actin.
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WX RA, RU B2 YR E RN Treg 77702
BRI, 5Riss EV"HRER K. SEEEN
Treg 7 AEE N 40 Ha fa] 32k, BR43% TGF-B Al [L-10 3k
i T MRS IR, B304 40 B 4 R 3K
BLo FRRIEZSYIHIE RN Treg 7K I3 BE 3% 7 BB
REIEBZABREENBETHERZ—. BB,
T 6 4~ H 4150 A 1L Treg KA 53 RAME T B E
xR, RIFETBEGH T REZAYH KB E KK
MR REI. AR ELRBEL YIRS ES
RS R N — B B AR B — ARk, R
KA EINA SRR ER ", th et R Ry
Yre SR WY B T2 5 | S HL A X B0 10 5 IR 1)
REBFFRS B2 Y X KB & S T BE A K i
me, {ELX 5 0 2 R R 22 4 45 B WL 3658 5 1 — 2 BF
%o

BT Treg RIS@E L4 TCF-B bl T 40 M 935
WA, AR W T PBMC [y TGF-B1 mRNA,
HBFFE R PBMC H1 TGF-B1 mRNA F3A/K 5 Treg
KPEMRAR RS, ZFREREH, R’
W7 18 4~ A 4 TGF-p1 mRNA BE R T Xt BAR 6 4~
R4, #npBlsZsyikiiE PBMC 4 TGF-B1 Fikk
VAR, U RERE B YRKREARNRY
Treg i 33 TGF-B1 A{UFILATHE B 40 MM 5k
BEHRAFER, BT IR H R G40 B R4k,
FETLGES FRAARMNAE2(L2), y-FHRHE
(IFN-y) & BB B MHER Y, BxdE
B TGF-B1 WJ REX 4K & Pl & R 38 BE i 3 30 461
M. BARGE, RBEZEWRKEE B AR 7T
TGF-B1 I FIE# KF", HkXt PBMC # TGF-g1
KEHATRI . %48, T ERF AN Treg 433
#) TGF-B1 K F, Y &7E /5 L BFIE PR Treg P4 TGF-
Bl ZKEBEATREI

SZRULS, AHREREZY A RBRWTHIR
RZGYKHE Treg H—ERERINTE, HETRE
YN KB E N AR AT AR OB W, B
Treg AIRER 5| RAK B H XS REEFLWEH 2 —,
R, FRBREFRZARBA % REHRERE
ARBODEE S URBBEREL, & F—5TiEH
SGEULER, REMIT Treg 7 RUIBZI WK BIE %
BT ER
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