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TE. [ BM A EAFEPTE R EHERE Thl 28200 7418 M 5 F Armadillo/ B-catenin £ 5 % JF 51 & 1 ( EmARM-B)
XX G AT BE R RE A, [ ok ] ) P 2860 e 8 o RTS8 M B 43 3 125 4 ) 43 5 s X 471 i I B A2 20 L ( peripheral
blood mononuclear cell,PBMC) .CD8"T 4iffdFl CD4*CD25™T 4ijifd, ZJ54 EmARM-B T & 1 (rEmARM-B) 43715 iR 4 g
HEFTRSMEIEE 6 h, R CCK-8 I F qPCR 7543 56 I 3T 43 A L X 1 348 240 B 34 46 B 0 B AH O 240 B IR 43 s K OF- 14 5%
W, [ G55 ] & pemt ek ks , FaC I ARAM S CDS* T 4 i fl CD4* CD25™ T 4 i A9 48 43 51~ 93.01% 1 88.88% , 5
XTREZHAH LY, rEmARM-B i AR #E3Y PBMC (Y HEFEBE ST, 02 18 Thl Z840M0 K7 (ifn-y AT il-2) R R AR 7 (il-18.
il-6 1l il-17a) mRNA 7K ; B e E CDS™ T UM AU FERE /7, W3 DR M ifny il-2 F inf-a mRNA /K-, B3 FRZEFLE
fasl(Fas FLIR) Fl fas mRNA 7K G E f23F CD4"CD25™ T UMY FAEAE ) , B3 LRI ifn-y F -2 mRNA K7, N -4
Fil-10 mRNA /K-, [ 45 ]EmARM-B 7] LAERUR 3 PBMC Al T 4005 (CD8* T 4H}L A1 CD4* CD25™ T 4HMifl) (i34t fig
73, BETHH Th 240 B 7R 2 PR 20 M X 7 19 i KT 3878 EmARM-B HAT AF & 383k HUps 3 B 028 e Ho R i vk s
KHEIR . AR HER AL Th 2R B F I3 2 s EmARM-B 5 T 4104 5 So s T hk

FE 45K S .S855.9"1 XHERFRERD A X E S .1000-2030(2024) 01-0009-09

Effects of EmMARM-3, Eimeria maxima Thl cytokine stimulatory molecule
on immune function of chicken PBMC and T cell subsets

PU Xianglin,PAN Yangdong, XIANG Quanjia,SUN Xiaoting, LU Mingmin,
YAN Ruofeng, XU Lixin, LI Xiangrui, SONG Xiaokai "

(College of Veterinary Medicine ,Nanjing Agricultural University , Nanjing 210095, China )

Abstract ; [ Objectives ] This study aimed to investigate the effect of Armadillo/B-catenin like repeat containing protein ( EmARM-
B),a Thl cytokine stimulatory molecule from Eimeria maxima on functions of chicken immune-related cells. [ Methods ] In this
study, chicken peripheral blood mononuclear cell(PBMC) ,CD8"T cells,and CD4" CD25 T cells were isolated by density gradient
cell centrifugation method and immunomagnetic bead sorting method, respectively. Subsequently, EmARM-B recombinant protein
(rEmARM-B) was incubated with the above cells in vitro, CCK-8 solution and qPCR were used to detect and analyze the effects on
the proliferation ability of the above cells and the secretion levels of cytokines,respectively. [ Results ] The results showed that purity
of chicken CD8"T cells and CD4" CD25™ T cells were 93.01% and 88.88%, respectively. rTEmARM-B significantly enhanced the
proliferation capacity ,upregulated Thl type cytokines(ifn-y,and il-2) and proinflammatory cytokines (il-183,il-6,and il-17a) mRNA
levels in chicken PBMC compared with the control group. Effective stimulations of rEmARM- on the cell proliferation capacity and
mRNA levels of ifn-y, il-2, inf-a, perforin, fasl, and fas in chicken CD8" T cells were also observed. The molecule significantly
promoted cell proliferation capacity , upregulated the mRNA levels of ifn-y and il-2,and downregulated the mRNA levels of i[-4 and
il-10 in chicken CD4*CD25"T cells. [ Conclusions ] EmARM-,the Th1 cytokine stimulatory molecule, could effectively promote cell
proliferation , secretions of Thl cytokines and proinflammatory cytokines of chicken PBMC and T cell subsets, suggesting the
EmARM- is the potential candidate antigen to develop novel vaccine against chicken coccidiosis.
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RGBR O 2 3 HE Bk R S R ) — P i et o AR RR 28 1 A T R WAL R
F AN, S BURDRH A AR FRAR AR | M SERER L 2 S U EAET, [ A S e A RS,
Sk &Y TR E AR T ERATHA T Bl xR A0k FZ U YIBA R £ A 251 2
YR B if B e S I SRR T 2 R BRAL BEER U E T AN CoceiVae Al Immucox 5 7E 1
BRI C S B AR B 5 ME LU, B S Bk U 2 R KU B, IR R
LA R XG BR B T R d A TR A B

CDA"T I F1 CD8"T 2 i AT BEIBORH S A0 X, ZEHTXG Bk UYL i Bt b A4 s AR ] AR GBI
FH], Th1 ZEAA P TFN-y ZEASBR R R Sz rh 45 32 VR 1 TFN-y AT Sy 240 it A1 7 £ 390 38
SRBTIEGRE I HE RS IFN-y 1) DNA 8 T A4 25 03 i 38 28 ) /K SF- I %S R s A f e /e Y
FHEEA] TFN-y AbHERS IR LT 45 40 M), 2O L F Bk AR AN i 2 & 2 80 T R dh A
IFN-y J& AT 8500800 HE A S 96 FE Bk O 4 7= ft TR ARG PR S ™) IFN-y 38 T AR 0 40 174 5 e A
FALL R NK 40 S AN 20 M B3P T bk EL A0 ( CTL) B AR AR T, DATITTE I8 35 B0 Bk R A3 B o oo 78 v e 4 o o
PERY . DR R BERE I Th 220 A B 4300 1) 31 A 2 M5 3k g 37 FR 2 1 1 BEAR e e B I

Armadillo/ B-catenin ¥£ 5 & 751 85 H ( ARM-B ) A SR T M 25 . Armadillo 1 [] 5 4y S aH A
Ky 42 AN F MR EEMBTH) ) Y R A 1E , HAE 51T VR E NI R AR LA
SR R S O T A T e TOURE 1 D SRR R B TG A o G SN, LA R R A I 1 v
J1. 0 Udonsom 55> &AMl 1 1 ARM 2 I RERIHUA 1 PR A il BT iR 3, B 38 1 R S e I
I P, 7 LR Sy 4 KT 6 U R 8 B e D R s AR . Chen %51 & 31 EmARM-B 48
4EXY S5, AP B R SEHER U ( Eimeria maxima , E. maxima )[4

AVREH AT E. maxima 515 cDNA RBE P ER] T EmARM-B, & B BERHG (A& Thl &
0B PR 08 53 W, A — 2D 5 R RS 92 240 B B 66 19 52 ), K 43 1) 55 X8 PBMC CDS™ T 4 ifd & CD4”
CD25" T UM FAT LI E , WA OO [ IR 20 M3 5 8 07 M SR e AH DG T RE A 520

1 5

11

1.1.1 & RAFRIEEY  E. maxima pET-28a-arm-B W& Fh S 35 2H R AT T/ B Al R s 7
A RO SERG A TS FUARXS IR SR AR TR T B 1) T XS R BB XS 45 v 5 [ AR OK FIR B 5 AROK B 35
A G ATk B 25

112 FERFIRME  His bR HEALH N GE Healthcare 77 i s A AN ik B 41 5 B 8006 F K
WS 7] 3 Total RNA Extraction Reagent &2 HiScript Il RT SuperMix for qPCR ( +gDNA wiper) 4 F Vazyme
N ;PerfectStartTM Green qPCR Super Mix ( +Dye II ) W F Transgen;ToxinEraserTM Endotoxin Removal Kit A
GenScript F= i s /NRBTXY CD4 FAI/NRBTHS CD8« HLAAA F Southernbiotech 23 7] ; Anti-PE MicroBeads , Anti-
FITC MultiSort MicroBeads FIR{ER /31 2 4i WA T Miltenyi Biotec ; CCK-8 I [ 28 = KN A 40 RE 3746
AR FZK A B .CoHLIE T Thermo Scientific ; 2¢ G2 & PCR 4k ABL 4R 7™ i,

1.2 ik

1.2.1 EmARM-B EHZEH (rEmARM-B) B RER D4 JHEA pET-28a-arm-B JF K 1Y i Fl 32 ik
EmARM-B HAE A BB, SRE AR R KIOH 0.8.0.45 A10.22 pm HIEAHSIE S,
fifi 1 His PRt A aifb it ifb 8 1, B 4T SDS-PAGE B i L Uk DAt 2 LA Ab 2R . B R LR i)
EEBREARESTPINTER AEH 0.22 wm RYUE SR IEER A, 55 H] BCA HE 1 I 5E b E B4R AR R B
1.2.2 rEmARM-B & Western blot I&iE UL E. maxima JBYL X M3 ( A B YL XS 1M1 375 1E 4 B PE X BR) B8
His-tag /N R ST BEHUIAANE S —3T, HRP ARIC B ILAEHTXS 1eG 5% HRP ARic A L =EHT/NR 1eG 1R Z 40, %
A HETT Western blot $iiE, U #:4F, FH SDS-PAGE BEW LK 53 25 rEmARM-B , #4 HALE1 22 PVDF
i, 50 g+ L7 BEARWIRIXNS PVDF JREEATEF AR H 50001 5 B X 1L (1100 B ) F1 His-tag /N Bl TE BEHT
PR(1:8 000 #irke)4 CHFF IR, ARG KI5 HRP ARICAHY L FEHIXG TG (1:5 000 ik ) Al HRP FRic
AL AEHT/NR 1gG (1210 000 k) = IRIEE 1 h, Tl ECL &G, 754 A s ZOUUR R G W52, W4
G5,
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1.2.3 I PBMC WIS B RIESF  JHICH R I (75 4% HIEIREN ) 25 (84X 0o E R L, B 1 -5 T
PBS i 1:1 e (IRFREL ) B RIR A, B 5 mL W BEXS MV 45 BE A8 N A& 5 mL Ik B 20 B 20 B 1
15 mL B0, IR T 500 g 200 20 min, WIHCER 2 J2FL A @M EAHZ  JF RS 280 15 mL .08
o FHICTE PBS VR 2 WK, 5 & 10% FBS 1 1% 754555 Z ALY RPMI 1640 58415 55 3 g 2 41 i
THECAN AR, PR R 4 25 B R 1< 10° mL™"
1.2.4 38 CDS'T HREMBEEDIE 47558 PBMC, & 0.5% BSA.2 mmol-L™" EDTA [ PBS VA% 41 iy
RN 1x10° mL™'(PBS i AT 4 CHIE) , 5 1 mL HIA 40 pL #4085 1 ( Phycoerythrin, PE ) FRic /)N
SRS CD8a 2 EHUIAR , AR &G T 4 CHROLMFE 30 min, 4 1x10° N4HAEHIA 10~20 mL ) PBS, iR
A1J5 300 g B0 10 min, PR G HIPUAE, HHE Anti-PE MicroBeads Ui BB IIA —HUREER, T 4 C bt
BEF 15 min B 1x10° NEEMIIIA 10~20 mL (9 PBS,{R5)J5 300 g B0 10 min, YL REE S HPLE, H
PBS HHTIHRE A R 1x10° mL™ AR REIR 5318 2R G0 U B 45 A7 20 MO 2R 328 | BA A6 4 1B AT 1 9 4 i
38 CD8T A0, 161433 AE T I A 5 mL PBS, 3 FIAT S MR , 4R75 B 40
1.2.5 35 CD4"CD25" T HRERI#EERTIE 140 B4 i3 PBMC FH PBS JRE A% A 1x10° mL™, &
1 mL filA 40 pL FITC FRC M ABLXS CD25 ZthiiA, ¥5R GG T 4 CROLIFE 30 min, FRITATIA /Y
PBS,IR4)J5 300 g B0 10 min, PEZERELESAIPUA, M Anti-FITC MultiSort Kit BEHI 501 A Anti-FITC
MultiSort MicroBeads, T 4 CH#EYEHFH 15 min, [ PBS PR LR A HIPTIA, H PBS AN % N 1x10°
mL™ AR REER A1 R G UL A3 UEA T AN MR BR 33 | BAAE A e AR A A XY D25 4, I L 20 R A X
CD25 #iijits . F PBS Kfif H A0 A 4 A 25 B 0 1< 10° mL™" AR 4 Ui BH 4565 PE dric /NPT CD4 %%
HEHUAFT Anti-PE MicroBeads T HEBRAK UK 5 41 MU 7 5 264 7 240 ML 2 43328 | ARA5 X% CD4" CD257 T 4L,
1.2.6 RRMPARGNMBESIELEE  F25 FIA0M | 5358 157 40 A A 53328 J5 40 A il A 200 fe B, FH ot =X 2
FRLASCRT 248 e Ak VA A A T e ARG ez 6 240 L 53 R 2
1.2.7 rEmARM-B X ZHAEIEGEAE HBMM T RPMI 1640 58485 35 5020 B 138 PBMC LA K433 I 1 348
CD8"T 4 F1 CD4*CD25™ T 4fi i A 4& 4 i 285 2 1x10° mL™", AR5 B 21 96 FLANMIRE Stk |, &L 100 pL,
¥ rEmARM-B LA [A] R (10,2040 180 pg-mL™") 5 FIRANMIIL0E T, 3F% B PBS BV R4
3 pg-mL™" ConA 3 2 pg-mL™" LPS FHYEXTFRZH , A4S TR E T 5% CO,.37 C UG F46 G
24 h, BALINA 10 pL B CCK-8 I, 4k 2Lt 35 5% 4 h, [A A& HANA 10 pL CCK-8 17 RPMI
1640 SEA 3SR IAE 0T AR F A M35 TR AR B T AR, D2 450 nm PR AL WSR2 i3 5
BECLAA XS BRAL Do (6 R 100% 3517115,
1.2.8 qPCR #illl rTEmARM-@ X$33 PBMC #8% 40 E F mRNA RikxKFEZMM F 509X PBMC
YNNI 1x10° mL™ 8 T 12 FLAEAEESE IR, AL 2 mL, BRI BT 1Y rEmARM-B (10,20 .40
180 wg-mL™") 53% PBMC 0FH 6 h, I % PBS FAMEXT HRALFN 2 wg - mL™" LPS BHPEXTREZH W4 40
JfL, SR Trizol 1EHRHCAN HLEL RNA , R S % iR SR cDNA . T qPCR 9 40 M X 7 ¢ S5 PR 5 140 oh
NCBI [ Primer-BLAST %11, 3 LA B-actin fE RN ZFEIH | RS9 S A AR B LR 1, Ry 45
fic ] AR ZR A 10 WL B qPCR VAR R |, 145 2xPerfectStart™ Green qPCR Super Mix( +Dye 11 )5 pL,cDNA
AR 1 L, I FHES 445 0.2 uL, Rnase-free ddH,0 3.6 pL, RN FEF A 94 C HASPE 30 s; 138 e b
94 °C 55,60 °C 30 s,40 ME ; L H T RF 95 °C 155,60 °C 60 5,95 °C 15 s, R 2724 ki
MR T mRNA AHXF 2235 7K S 708 rEmARM-B %38 PBMC 40K T mRNA FE3k 7K B0
1.2.9 qPCR #ill rEmARM- 3138 CD8*T ZHiF1 CD4*CD25™ T 441 E F mRNA RixKF &M
20 pg-mL™' rEmARM-B 55 3 pg-mL™" ConA JEHRS CD8' T 4L s, CD4"CD25™ T 4fifif, Ff-i% & ConA+
PBS [HHEXT FRZLFN ConA+2 pg-mL™" LPS FHEEXTIRZL . F 5% CO, 4 RE =48 37 CHi3% 6 h, WAE4H
Jitl, R Trizol 42 HUANMLE RNA, K55 5% 4 ¢DNA, #E4T qPCR R, SRA 27%“r i3+ 5 4l il P F mRNA
AIXFFEIEIKSFE | 4387 rEmARM-B X§ 3% CD8™T 4 Al CD4*CD25™T il A & 41 A 7 mRNA 357K (152
W), FRESEET  SOA A E R ILER 1,
1.2.10 PCR #illl rEmARM-B X133 CD8'T 4B SA ARG HXERE mRNA FRixKEZmM B
B[] 1.2.9 35 Bl B A A FH Trizol B4R BUZH A A RNA , 55 5% ¢DNA , 74T qPCR Kl SR ] 27840
BT A0S A G ] mRNA ARXS 35K, 7347 tTEmARM-B X§ 3% CD8T 4 M 41 5 40 g 5 A5 4 ¢
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P mRNA RIRKER5EM, Rr s |9 S AR B I 1,
K1 EHREEPCRIWFET

Table 1 Primer sequences used for the quantitative real-time PCR

H BI5ERH Gl baNs2d Fr3ls PR/ bp
RNA target Primer sequence(5'—3") Accession No. Length of product
B-actin GCCAACAGAGAGAAGATGACAC/GTAACACCATCACCAGAGTCCA NM_205518 140
ifn-y ATCATACTGAGCCAGATTGTTTCG/TCTTTCACCTTCTTCACGCCAT Y07922 140
il-1B CAGCAGCCTCAGCGAAGAG/CTGTGGTGTGCTCAGAATCCA NM_204524 86
il-2 TTCATCTCGAGCTCTACACACCAA/TGTCATCTTCAGTTTCTTTCTTCAGAGT NM_204153 108
il-4 AGCACTGCCACAAGAACCTG/CCTGCTGCCGTGGGACAT NM_001007079 100
il-6 GCGAGAACAGCATGGAGATG/GTAGGTCTGAAAGGCGAACAG NM_204628 143
il-10 CTTTGGCTGCCAGTCTGTGTC/GCTCTGCTGATGACTGGTGCT NM_001004414 94
il-17a CGATGAGGACCACAACCGCTTC/TGTTTGATGGGCACGGAGTTGAC NM_204460 117
1gf-B1 GCCGACACGCAGTACACCAA/TGCAGGCACGGACCACCAT M31160 169
tnf-o AGTTCAGATGAGTTGCCCTTCCTG/TTCAGAGCATCAACGCAAAAGGGA XM_015294124 153
of GCAAAGCCAAATCCAAAAAC/GACAATAGAGGCGACCAACC XM_046929135 176
gram-a GGAGGCAGAGTTATTCTTGGAGC/TTTCGGGACAGTAGTCTGGGTAG NM_204457 106
fasl TAACAGGAAACCCCACACAGC/CCGGAAGAGCACATTGGAGTA AJ890143 149
fas TGTTCGTCATCACCGTCTATCG/TTCGTAGGCTCCTCCCATTCC NM_001199487 133

1 B-actin ; B-WLEHE A2 [H Beta actin gene ;ifn-y : y— TP ZE I Interferon-y gene;il-18: FIAIIIN2 18 JEH Interleukin-1B gene;il-2; [
A 2 FEA Interleukin-2 gene;il-4: FIATIEA 2 4 F£H Interleukin-4 gene;il-6: FIATIEA 3 6 £ A Interleukin-6 gene;il-10; (2t
K 10 FEH Interleukin-10 gene;il-17a: FHATIEA 2 17A ZEH Interleukin-17A gene ;181 : FAb A K T B1 £ A Transforming growth
factor—Bl gene ; tnf-cc; IR IRFE R T o FEH Tumor necrosis factor-a gene ; pf': ZFfLE IEIA Perforin gene ; gram-a : R A FEK Granzyme

A gene;fasl: CD95 FL{AKEA CD9S5 ligand gene ;fas: CD95 Z KKK CD9S receptor gene.

1.3 HIEHFEITSR
fdiJH SPSS 23.0 RG AT HAT G FI 4347, R H] one-way ANOVA Duncan’s 5% 2% 2 #4741 [] 22 5+
G307

2 HBR5HH

2.1 EHEB EmARM-B HR%E 4L B Western blot I&iE

XA H ] EmARM-B #7358, HERAHO A 1-A Frs, A& A&, HF@EHTIEHB’J
FEK HFA R ORI E  F His FR2 8 A4 bR rTEmARM-B #EA74li4L  Falifb iip & 2l A0 5 25 P RE i
17 SDS-PAGE, 25 5 4n/& 1-B, MEH AT IE H : 'EmARM-B ZEAHX} 20T i & 25%10° Ze Ay Bl ep—3 Mﬁﬂ@
H R 4547, 5 U X 70 e — 3K i’%@i%faﬁﬁﬂ: Jz%aﬁiﬁ

A
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1 rEmARM-B {I5Ri% &t & Western blot 3 i
Fig.1 The expression, purification,and Western blot identification of rEmARM-3

A. tEmARM-B (WL (M. FRifEsr TR A ;1 ~2. pET-28a 535 0 F1 5 h J57=4);3~8. tEmARM-B iFF#ik 0~5 h J5 ™=
)., B. tEmARM-B M4lift. (M. AR/ F a8 1 ;1. tEmARM-B 2L AT ;2. tEmARM-B 4lifbf5) ., C. rEmARM-B 1)) Western blot %
TE(M. SRS TR 5 1. E. maxima GG ML U EmARM-B ;2. B I U5 rEmARM-B ;3. His-tag /1N i rE EH AU
rEmARM-B) ,

A. The expression of rEmARM-B (M. Standard protein molecular marker;1-2. pET-28a induced by IPTG for 0 and 5 h;3-8. EmARM-8
induced by IPTG for 0-5 h). B. The purification of tEmARM-B(M. Standard protein molecular marker;1. tEmARM-@ before purification;
2. Purified rEmARM-B). C. The Western blot identification of rTEmARM-B ( M. Standard protein molecular marker; 1. The recognition of
rEmARM-B by chicken anti-E. maxima serum;2. The recognition of rEmARM-@ by negative chicken serum;3. The recognition of His-tag in
rEmARM-B by His-tag mouse monoclonal antibody) .
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A3 el FH A0 3 9 HER HUBKYS O L 15 A1 His-tag /) B SCBEHTAR IS vEmARM-B, )\ Western blot 4%
R 1-C) nf LLE H 2 B XS v S0 1 40X 40 F i o 25 10° ZE A B 45l (KB 1), X 5
rEmARM-B (XS 43+ Bt it — 2 ; Al A) His-tag /N BUR SEREPTAR WA 1 Z&A0X) 20 F B 25%10° 72
A 2T (VKT 3) VB R Xt IR ARG 175 %A R B TEmARM-B (ki 2) .

2.2 38 CDS'T #AfF0 CD4*CD25 T 40 Al UREER 5 1%

WA 2 JE7R - Ar e AT CD8™ T 4 B A1 & i B4~ A% A 09 E 91 R 16.34% (A2) , Al 7y ik I, L il
=4 93.01% (A3) ;43T CD4*CD25™ T 41 7 S /M LSRN A %) LB 12.14% (B2) , A4k )
E B3 55k 88.88% ( B3) , FEAFF A S5 S 40 My AL & il 50

Al = A2 CDS' THIISERT A3 CDS8' TANML AT
. Blank cells CDS8’ cells before sorting CD8' cells after sorting
10° 3 10° g 10° 3
3Q1-UL(0.00%) QI1-UR(0.00%) 3Q1-UL(16.34%) QI-UR(0.00%) Q1-UL(93.01%) Q1-UR(0.00%)
] ] ] i
10°4 10°4 :
o | < 10° 3 10°4
g2 3 E
10‘§ 10;§
o] o B
" 3 QI-LL(100.00%) QI-LR(0.00%) QI-LR(0.00%) . QI-LL(6.99%) QI-LR(0.00%)
0 50 100 50 100 0 50 100
FSC-A (x10% FSC-A (x10% FSC-A (x10%)
Bl EIEE B2 CD4 CD25 T4k B3 CD4 CD25 T4l rik/e
R Blank cells CD4’ CD25" cells before sorting CD4 CD25’ cells after sorting
10°g 10° 5 10° 5
3QI-UL(0.08%) QI-UR(0.01%) 3QI-UL(0.00%) QI-UR(0.10%) 3 QI-UL(0.06%) QI-UR(0.62%)
10°4 10'4 10° 3
n
8 lO’g
U =
10’5
QI-LR(0.00%) QI-LR(12.14%) . 1Q1-LL({0.44%) QI-LR(88.88%)
ARLLLL | LRAALL | LELRALLL LRAALLL ) MR AALLLL UBLEALLLL | LRALLLL | LELELALLLY
10° 10° 10° 10° 10° -100 0 10° 10° 10° 10°
PE-A PE-A

B2 35 CD8'T 4Hff1f1 CD4" CD25™ T A #iEk 5 ik iR A A RIGHE
Fig. 2 Verification of magnetic bead sorting of chicken CD8"T cells and CD4"CD25°T cells by flow cytometry
AL Z5 U4 PBMC) A2, 39 CD8*T 40 AEERT; A3. 4% CD8* T 4iff143¥Ef5 . B1. %5 A4 (& PBMC) ;B2. CD4*CD25™ T 4
M43 EERT B3, CD4CD25™T 4SR5
Al. Blank cells(total PBMC) ;A2. CD8'T cells before sorting; A3. CD8"T cells after sorting. B1. Blank cells( total PBMC) ;B2. CD4*
CD257T cells before sorting;B3. CD4*CD257T cells after sorting.

2.3 rEmARM-p X340 Bt 58 A8 71 B9 220

211 184 5 E T A I 25 SR AN 3 BT SR PR IR PBS 40 AH Eb, BH X IR ConA 4 AE & 35 1 0E 3G
PBMC .CD8"T 4Hfits &% CD4"CD25™ T 2 Ml i 14 4l AE 11 (P<0.05) . 80 pg-mL™' tEmARM-B fiE i & {2 ik 1
PBMC FYHEFEAE /] ( P<0.05) ; TEmARM-B 7E45 R B 4 fE il 2 2 #E XS CD8'T 4iiffd 2 CD4* CD25™ T 24 ffd (1 1%
i (P<0.05) , HAGFE RE 7 Fifi i 2 03 I ing 228 i s
2.4 rEmARM-$ X$35 PBMC 20 EF mRNA Fi%k7KFH) 0T

WE 4 Fros . SPPEXT IR PBS 41AH L, rEmARM-B #J0T DL 2 LAY PBMC ifn-y (il-1B.il-2.il-4.il-6 ,
il-10il-17a 1 tgf-B1 mRNA Fik7KF(P<0.05) ,
2.5 rEmARM-B Xf38 CDS8'T ZAfF1 CD4*CD25 T AR LA E F mRNA ik 7K F 892500

e s Frs . 5 BMEXT IR PBS+ConA 414 Eb, rEmARM-B 1] DA 2 E XY CD8* T 4 Y ifn-y . il-2 il
tnf-a mRNA Fik7KF-(P<0.05) (K 5-A) , B3 LIEXY CD4*CD25 T A ifn-y.il-2 Fl 1gf-B1 mRNA &ik
IR, B T il-4 A1 il-10 mRNA kK- (P<0.05) (€ 5-B)
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