PREYES#HE biomed.cnjournals.com Progressin Modern Biomedicine Vol22 NO.1 JAN.2022 - 43

doi: 10.13241/j.cnki.pmb.2022.01.007
5- BARAAT T k2 4niE Jurkat miR-126
J% IFN-y .GATA3 .ROR-vy .Foxp3 FEik Mg *
FoRM K ! BB A Ed EEye
(1 FrimER R f P BB #7538 58 K3 830000;2 Hrim Rl 2450 TUR & BBt 4748 & & K 3 830000;
3 HHRERI RSB R #7588 58 K5 83000034 HrimER KF A O E 4748 5 & K 5 830000)

B2 B R T A LB 4] 7] 5- R 2 i3 (S-azacytidin, S-aza)#+ T # € 2m ffL(Jurkat)miR-126  Th1/Th2  Th17/Treg 4m it Ib B¢ %
B IFN-y GATA3 . ROR-y #= Foxp3 #9iR4z4F A . Fik: KA RERE 5-aza T T #k & 406,24 h 48 h J5 A 3 2 4m e 34 5 4
#I4E A 5 28T 3% k2 ¥ PCR, Western Blot 4 5-aza F /& miR-126 % ik K F A & TFN-y GATA3 . ROR-y #= Foxp3 #5 mRNA %
B Rk KT A X AN S-aza UG Th1/Th2  Thl17/Treg 4a it LB AL, GER: T RALEIPH A TR T S mp)s,
o fL A ) A S-aza K JE B R AR B IR 3E K B3 3 A8 0 (P<0.01); m A ) 42 24 h 48 h Ak P L FH L T 5 51 4 (14.73
0.93)%.(32.67+8.40)% . (60.87+5.78) %A % (18.98+0.73)% . (39.80+8.42)%.(64.11+6.04)%; p4]|%& £ 24h 5 48h Z Al & £ F
(P>0.05), ¥ AACEEIPH) A FHUS miR-126 & ik KA (P<0.01); TFN-y & & & i 4% P<0.05) . Thl 4 e A4 B BAK(P<0.01);

GATA3 mRNA #o% & £ ik 7+ % (P<0.05) . Th2 Za fé T B 3% B 3 hn (P<0.01) ;ROR-y & & % ik B4%(P>0.05) . Th17 &nfe 1 B 3¢ B
4% P<0.05) ; Foxp3 mRNA Fe % & % ik 955 (P>0.05)  Treg 2 e A5k B 34 A4n(P<0.05), 5t P A ALE34) 7] T v T 9 Jurkat
2m L, miR-126 4 ) £ ik ; T8 Thl [ Th17 aapé T BE4-4%, k38 Th2 Treg %m it I B 44 ; 945 29 L 1B - IFN-y.GATA3 ROR-y #=
Foxp3 # % ik,
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ABSTRACT Objective: To investigate the regulatory effects of methylase inhibitor 5-azacytidin (5-aza) on miR-126, Th1/Th2,
Th17/Treg cell subsets and cytokines IFN-y, GATA3, ROR-y and Foxp3 in T lymphocytes (Jurkat). Methods: T lymphocytes were
treated with different concentrations of 5-aza. The inhibitory effects of 5-aza on T lymphocytes proliferation were measured at 24 h and
48 h after treatment. Real-time quantitative PCR and Western Blot were used to detect the expression level of miR-126 and the mRNA
and protein expression levels of IFN-y, GATA3, ROR-y and Foxp3 after 5-aza intervention; Flow cytometry was used to detect the
differentiation ratio of Th1/Th2 and Th17/Treg cell subsets after 5-aza treatment. Results: The cytostatic rate increased with increasing
5-aza concentration and duration of action after methylation enzyme inhibitor intervention on T lymphocytes (P<0.01). The cell inhibitory
rates were (14.73+0.93)%, (32.67+8.40)%, (60.87+5.78)% and (18.98+0.73)%, (39.80+8.42)%, (64.11+6.04)% at 24 h, 48 h, low,
medium and high concentrations, respectively. There was no difference in inhibition between 24 h and 48 h  (P>0.05). The expression of
miR-126 decreased after methylase inhibitor intervention (P<0.01); The expression of IFN-y protein decreased (P<0.05), the number of
Thl cell subsets decreased (P<0.01); GATA3 mRNA and protein expression increased (P<0.05), the number of Th2 cell subsets
increased (P<0.01); The expression of ROR-y protein was decreased (P>0.05), the number of Th17 cell subsets decreased (P<0.05);
Foxp3 mRNA and protein expression increased (P>0.05), the number of Treg cell subsets increased (P<0.05). Conclusions: Methylase
inhibitors could down-regulate miR-126 gene expression in Jurkat cells. The down-regulation of subpopulation differentiation of Th1 and
Th17 cells, up-regulation of subpopulation differentiation of Th2 and Treg cells, and expression of cytokines IFN-y, GATA3, ROR-y and
Foxp3 were regulated by methylase inhibitors.
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75 o P 5548 (allergic rhinitis, AR) &ty Bk 1 (IgE)5
BRI g R MR 4N A (EOS) IR AT Th2 21 R 74334 188 i ) 28
NP SRAREPESERG JEAR L P S IE R AT R
KIRHLIE 2%, CD4'T kL4l Thl/Th2 , Th17/Treg 4051k
Jffi = AR BRI HEAH . MicroRNA (miRNA)ZIE 25 5
B RNA /Ny 1, 2 5F 555 A5 el g -4t
RO R BL R FAR I FEA TN Z —. miR-126 225 R4E . H
B A B ST R P, )& miRNAs Gk % —
5o AHCHERFIR R SE 50 H miR-126 ik R, I miR-126
PR T R G TR T 4 AR S PN SRS, 7E AR R R R
TR AR,

5- AR (5-azacytidin, 5-aza) & —FhERAREL H AU
i) DNA H JEALEEEAD 77, 7T 5 =345 40 e DNA 5% RNA 454
JFIHFE DNMT1, i 5 H S0 & 2 28D, AT 2 505 545 5
PR AR A SR s R A L) R R R A FSE R R 5-aza
WAL PHST Th AN E R 5 5E RO, G2 AR K Bl ik
SEARYY; ] 5-aza /F Ay B S Ah A0 1 390 T L3 2o 181 R Ak
SRS miRNA R0, AR UBIL E 13 7 e AR B3 miRNA

ZE5 RN, B miR-126 HYFRIAZE W ORSER LA T ik 12
AN Jurkat SHBFFEXS G, IR S-aza X miR-126 FikIKF- |
Th1/Th2  Th17/Treg 4f I V.7 M2 K7 IFN-y (GATA3 .ROR-y Fil
Foxp3 FRikKNF- 520
1 #R 5 %%
L1 SREa X5

Jurkat 20 Bk C A SR J 1L F1 s T 4 )W [ bRk B 20 i
JEs HRARIiE g A BL 2] s RPMI-164 Fi 3R AL T Hyclone 23
Hlo 5-aza(A2385)Mg H L [H Sigma 73 W] 5 3304 SR AR & miS-
cript II RT Kit (218161). %¢ %5 & if 7 £ miScript SYBR
Green PCR kit (1046470) .miScript miRNA-126 Primer Assay
(MS00003430) ,Hs-RNU6 miScript primer assay (MS00033740)
4 T QIAGEN /% wl ;CCK-8 4 Jifd 75 4 46 0 ik 71 & . IFN-y
(BM4939) .GATA3(PB0195)—Hi 1 T R I 480 7], B LA
1:500 7% %&; ROR-y(DF3196 ) .Foxp3(AF6544 ) —4il)F Affinity
O] IR 1:500 #58 ; GAPDH HifA (ab8245,1:10000 Fi 6 ) Ity
T abcam 2\ F ; HAR AR IC 1L 40 A 18G(ZB-2301, 1:50000 i
FOW T HAZ BT A Rl LR s S P Lk 1,

® 1 5IMFIIERR

Table 1 Detailed Information about Primer Sequence

Primer Sequence (5'to 3')
GAPDH FORWARD GACCTGACCTGCCGCCTA
GAPDH REVERSE AGGAGTGGGTGTCGCGCTGT

FOXP3 FORWARD
FOXP3 REVERSE
GATA-3 FORWARD
GATA-3 REVERSE
IFN-y FORWARD

IFN-y REVERSE
ROR-y FORWARD

ROR-y REVERSE

GCACGGCAGTTCCTCCAGATG
GACATGGCAAGAGGCAGCAGAG
CACCACCTACCCGCCCTACG
GTTCACACACTCCCTGCCTTCTG
ATCCAAGTGATGGCTGAACTGTCG
GGCAGGACAACCATTACTGGGATG
GCTAGGTGCAGAGCTTCAGG
TGTTCTCATGACTGAGCCTTGG

12 LR SEE

fifi#71% (Thermo, 3 [ ) , 2 [ 4 E EP 7 FEL UK % %% ( Bio-Rad,
FH), BERNB RS (A4, T ED, B E 34 (Leica, 3
), FEFOLE i PCR {4+ (Applied Biosystems, 5[ ), i =X
AL (DL sE i 251 ).
1.3 Jurkat 4AAEIETE K 5 1440 T

IEH 5555 Jurkat 40000, FRANMERE G R A 5] 80%~90%H T 1
TR, R IREEFL Sx10* DA /100 WL 58 2 hs 5 e fh
F 96 LAk s AN AE K EXTEOUAT , T 5-aza T8, S5

0 R A (AR FREET0AN) o R4 (55 3 364 4 ) L R
SCEZH (25T TR ) ; SCIR A 5-aza 2525V BE 435 0.1.0.25,
1.5.10.,25.50,100 mol/mL, HHKANESL. AHHldiffiRsF=
24h J 48h, B 10 wL CCK-8 ¥4 HINIAZS (140 % BE 20 5t
B2, 37 CROCIFE 1 h, BEARAGNIE 450 nm A IROGEE
TR A LA
1.4 ERFEIEESE PCR(RT-PCR )#&ill mRNA FRik

Jurkat 42 AT — RKEEFP F7<FLAR T, AL 5x10° A4 ;
A A 2 X RIS e BRS04 2 EA T FR Ak A A 0 T
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i, i 24h J5 , TRIzol 2L HEHL 4 4H RNA , Nanodrop 2000
T RNA MR, e FR 3 7 SRl G i W B 424 , MyCycler™
Thermal Cycler Fp 47 %% 5 S, e i 4644 :37°C , 15 min;
85°C,58;4C 0, W FTAFE SR Y BETT cDNA 44 | R0 4
%M 2x Master Mix 10 wL,10x PCR Universal Primer 2 wL,10x
PCR Primer Assay 2 pL.cDNA #if 2 wL KFE/KANFEZE 20 pL.
P18 RN R W28 75 PCR 3 34 AR MERR 7 : 95°C 15 min 94°C
15s,55°C 30s,70°C 34s; G440, P Hbst FARE 222 @ kit
4% mRNA AEXTR A G
1.5 Western Blot #: il & B R iEKFE

Jurkat 20 M 48 A — KRR TSFLAR T, L 5x10° -2
JL; A0 AR A SRR B 4 BRS04 21 4 7 FR SR R 1)
FITH, T 24 h 5, RIPA 2 i 522k 1 5L ik 25 440 L 42 3
MM, BCA ENEE AW, TR A HEEWREN 20 ng/L,

% 20 wL, 100°CAE M 10 434, £ 5l i SDS-PAGE Hi K K %
AR B bR B A 2 PVDF JIE I, 5% IS 054 28 TR 4R bR
$1 1 h, TBST PERE, &K 5 435 ; #4 18 marker 735455 H
BRAE I, 4 CRFREIRIEE —Piad . —He, TBST BEME,
BRI 10 205, Pk =W ZPUEIRSEIRE A Thy; —Hr i, TBST
VRS, BRIR 10 438, =R WAZERG, (1 A Image J {41k
ﬁfr“ 5 AT .

6 FINHAR{LEEH M Thl/Th2 F0 Th17/Treg £AAfE EL 51

Jurkat 20 I $2 A — RAER TS FLA AL 5x10° A4 ;
A A ZE X RIS He BRS04 ZH R T FR Ak A 50 T
T, 151 24h 5 WCER AN MR . B M REAE 43I 100 L 4
MW, IREASEE I AKH R (& F : Th1/Th2/Th17:CD4,CD183,
CD196; Treg: CD4,CD127,CD25 i s Hi ik, =B LImE
15-30 4344, PBS YEVRANME, .05 5% B3, LA 500 wL PBS

HAFEA Y loading buffer L 1:4 {RFUR G ,ddH,0 #h AR PRI BRI, JaCHudasn] sepe S e im i 525 ik 2.
R2EAFRFIRBSER
Table 2 Flow Antibody Reagents and Model Information
Designation Clone Code Article Number
FITC Mouse Anti-Human CD4 RPA-T4 555346
BD Pharmingent™ PE-Cy™5 Mouse Anti-Human
1C6/CXCR3 551128
CDI183(CXCR3)
PE Mouse Anti-Human CD196 (CCR6) 11A9 559562
PE Mouse Anti-Human CD127 HIL-7R-M21 557938
BB515 Mouse Anti-Human CD25 564467
PE-Cy™7 Mouse Anti-Human CD4 557852

L7 Git= o

% SPSS25.0 Fil GraphPad Prism 9.0 475048 047 , 4i 11
SR I B R 22 (s ) R o PRHZELIA] ELHCR FH AR B A0 ST
FEAS t K56, 2220 0] USRS R R 7 253 i, ey diid =
U KB K IfE @=0.05.

2 BR

2.1 CCK-8 #&il) 5-aza X} Jurkat ZBRETE S BIS200

CCK-8 Z5 5 o, H AL ) 55 T30 T R A4HAE 24 h
F1 48 h J5 , AW ZRBE 5-aza ¥ B3 R K AE FH I TR) ZiE K 50
I (P<0.01, & 1-A~B) ; 4N fia il 57 24 h 48 h (K . .5
W 0508 (14.73£0.93)%.(32.67+8.40)% . (60.87+5.78 )%
IR (18.98+0.73)% . (39.80+8.42)% . (64.11+6.04)%(3K 2);
24 h i F 5 48 h A 3 2 1] Jo 22 F-(P>0.05, ] 1-C),

S
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A

-®- 24h cell inhibition rate - 48h cell inhibition rate

B

B 1 RERE 5-aza T Jurkat ZHAEE S1H9R MM
Fig. 1 Effects of 5-aza at different concentrations on the viability of Jurkat cells

E B A, RNEIRE S5-aza T Jurkat 4B 24 h 595200 ; B B, A[ERE S5-aza ¥ Jurkat 0B 48 h 9220 ; B C, SRR E 5-aza FFi Jurkat 20

24h 548h &

UNHEIEL B, LI EE =R, ST E R A v RIR;*P<0.05VS. 3HERA, **P<0.01 VS. IFHRA,

Note: Fig. A The effects of 5-aza at different concentrations on Jurkat cells for 24 h; Fig. B Effects of 5-aza at different concentrations on Jurkat cells for

48 h; Fig. C Comparison of the effects of 5-aza at different concentrations on Jurkat cells for 24 h and 48 h. The experiment was repeated three times, and

the statistical results were expressed as x=+s. *P<0.05 vs. control group, **P<0.01 vs. control group.
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3 REIRER) 5-aza {E AT Jurkat 4RHEHIHIZE( %)

Table 3 Jurkat cell inhibition rate of 5-aza with different concentrations (%)

Drug concentration( pmol/mL ) 0.1 0.25 1 5 10 25 50 100
24h inhibition rate( %) 6.13 14.72%* 32.70** 60.89** 82.35%* 91.82%* 94.02%* 95.70**
48h inhibition rate( %) 12.03 18.98** 39.80** 64.11** 87.36** 94.93%* 97.16** 97.60**

Note: *P<0.05 vs. control group, **P<0.01 vs. control group, the difference was statistically significant.

22 K. . SRE 5-aza 3T Jurkat FREF RIS

], IEH 4 Jurkat 2 HUSR AEHE BDE , 3870 SRAE AR ; 5-aza

TEHUIE P R =R S-aza T BSFLARCE Jurkat 20000 FRIS AR 20 (0145 ; B S-aza ¥R BERE R, 07320 0] 47084

24 b, HARMIZASTE 40 55T RIS 2. MR p T LULEE

A (x400)

SR 2 AR

B (x00)

C (x400)

D (x400)
2 R B R E 5-aza FFi Jurkat ZHREFE S EISSME( 400 45)

Fig. 2 Effects of low, medium and high concentrations of 5-aza on Jurkat cell viability
A IEEE Jurkat AEDIRES ; B, (RIRE 5-aza 1E A Jurkat ZARERIRZSSS 00 ;
C, iR E S-aza {ER Jurkat AREEIIRZSRM; D, HRE S-aza (£ Jurkat ZBRERYIK RN

Note: A, Jurkat cell status in normal group; B, Effect of low concentration of 5-aza on the state of Jurkat cells;

C, Effect of 5-aza at medium concentration on the state of Jurkat cells; D, Effect of high concentration of 5-aza on state of Jurkat cells.

2.3 5-aza FT Jurkat ZHREST miR-126 FRiXHI RN

i i RT-qPCR A il A [F] ¥k & 5-aza T~ il Jurkat 2 Jifd J5
miR-126 (R BHFLH (K 4). WK 3-A 7R, 5-aza TG
miR-126 FihKF-FHiE (P<0.05) , Bl R B TH i ek B A, HLAE
TRV BE A PR 2RIA KT 55 0] JRZH AR L B R (P<0.01)
24 5-aza F ¥ Jurkat Zf R XF IFN-y.GATA3 ,ROR-y,Foxp3
mRNA Rk

L RT-qPCR KzilIG L &5k B 5-aza T Jurkat 4 fifd
J& Thl.Th2 Th17 F1 Treg #4fi Jifd [l ¥ IFN-y GATA3 ROR-y,
Foxp3 mRNA [k IENL (K 5). 41l 3-B~E iz, 5-aza T 10T
WRELANAS , 7TEARMR BT, IFN-y .GATA3 . ROR-y Foxp3 mRNA
R IRIE N (P>0.05) ; B S-aza WY T+, IFN-y GATA3
ROR-y Foxp3m RNA [{3RIAREZ 3 /1 (P<0.05) .

2.5 5-aza F T Jurkat 4B Xt [FN-y, GATA3 ROR-y.Foxp3 &
BRIEMF

iH i Western Blot Kzl ik o | = 5-aza 151 Jurkat 2 fiflJ5
Thl Th2 Th17 F1 Treg 4f ffd K ¥ IFN-y GATA3 ROR-y,
Foxp3 & 1 1L WL (3R 6). UKl 4A~E iR, IFN-y 2& 1 £
5-aza VEH T A EAL, BEE S-aza WE TR E A RETHE
(P<0.05);GATA3 5 [ 7E = Ve & 5-aza /E T 5 T} (P<O.
05); ROR-y % [17F S-aza {EH T XTI E(P<0.05), fifi# S-aza
W BT 8 1 AR K AR ; Foxp3 2 A AE 5-aza VE N R IAREAK
(P<0.05),Bfi% 5-aza WEFEE ARSI .
2.6 5-aza T Jurkat ZHBEXT Th1/Th2 0 Th17/Treg ZRRALL BiIEY
2m

3 3k 3 40 AR A Th1/Th2 A1 Th17/Treg #4940 i L 51
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miR-126 mRNA
relative expression

& 3-A 5-aza FH7 Jurkat ZABEXT miR-126 FRIEH 2500
Fig. 3-A Effects of 5-Aza intervention on miR-126 expression
in Jurkat cells

i :miR-126 I RIER, U6 IEANS, XWBEBE =R, FiH4RA

xxs FeoR;*P<0.05 VS, 3L, **P<0.01 VS. XA,
Note: Relative expression level of miR-126. U6 was used as the internal

reference. The experiment was repeated three times, and the statistical

results were expressed as x+s. *P<0.05 vs. control group, **P<0.01 vs.

control group.

(F 7). WE 5A~D 7R, HSALREMHI7 B , Thl 400
T HE AR XS T IE 3 4H 635 FRE(P<0.01) ; Th2 ZI T 7E 5-aza
THG T (P<0.01); Thl7 40 F BEAR XS T 1F 4 4H 1 i)
F#AIR(P<0.05) ; Treg I W HEFE S-aza + Wi ELBIF R, 7R ik
B 2 A it X (P<0.05).

3 318
AR A L TR ZE REVERERT , A BR U 4E LT,

M EERE D 10%~40% A AT 2%~25% JLEE"™, # K
MATANE o I FLIFEAE S BRI THEIRM, 7E AR JOhg ik
YEFIRZ CD4T RN, 38 5 305 SRt R i 1 1Y) 28
L, W AR A BT AR, 0 R L A R PERE IR o ARl ThO 43
WA ML PR R TR A] 4324 Thi [ Th2 [ Th17 DL A H: T 40 fd
(Treg) PUAWAF . Thl S 540G, IEN-y /E Rt An i E
T ] LAY REmR M R B Y - AL RN SEEEVE T, 4] Th2 540
K 7= s AR S 5-aza T-H0 T WREL4HMS Thl 4000V FE 1L
BREAR, IEN-y 25 IR, S H AL BEHM 78 2 N R Th
S5 REE. Th2 2 5K %05, FEREH S E F GATA-3
A5 Th2 4R F IL-4 /7748 R 3E Th2 Fik s AR SLi 5 -aza
YEFT T WRELAIME)S Th2 40 REHS N, GATA3 mRNA F%E
FIRIBHEIN, $&7R B A EE0 6 R0 19/ Th2 240 S 5+
GATA3 Z 541l fit)i€ . ROR~-y s Th17 JAMURR e s 5 5,
REMEAR HE S0 R IL-17 4 PR T3R5, A5 & AR I Pk R
SiE Uy ARSEEGH Th17 AiMOERE LI 7E 5-aza T-1)5 2 T B4
¢, ROR-y 2 Tk Fkass, $8om F EL AR w50 n]
H I T Th17 4HAEERIRI A S0 K+ 1 3R3K . Treg 4 ffd w] #
il ThO 20 Jf (] Th2 234k, T 8 <38 28 25 M 48 0 S i ™,
Foxp3 J& HAR S % 56 7, 7T 1 Thl 4+, 7F Treg 41
JH iR FRak U AR SL B Hh Foxp3 mRNA Fll & [ R IATE 5-aza T
TG 2 B T3, Treg 4 3 L 4]t e PP 3k Ak g skl 70 £
T2 b, R P AR ) LI Treg 40 M K+
Foxp3 ik, AR KM EHELET Th2>Thl Th17>Treg [,
R, B0 Thi  Treg, Jgi/b> Th2 \ Th17 40 Kl T~k 7] e RN
FFRIGIT AR AR o

R 4 REIREE 5-aza T Jurkat ZAPEJE miR-126 FKiIEKF (x+s )

Table 4 miR-126 expression levels in Jurkat cells after 5-aza intervention with different concentrations (x=s)

Groups Normal group

5-aza CONC.(low)

5-aza CONC.(medium) 5-aza CONC.(high)

miR-126 1.0415+0.36948

1.3935+0.15334*

0.884+0.11654 0.4176+0.1908**

Note: *P<0.05 vs. control group, **P<0.01 vs. control group, the difference was statistically significant.
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[& 3-B~E 5-aza ¥ Jurkat A%t IFN-y,GATA3 ROR-y, Foxp3 FiXEHISMM
Fig. 3 B~E Effects of 5-aza on the expression of IFN-y, GATA3, ROR-y and Foxp3 in Jurkat cells
% : IFN-y,GATA3 ROR-y fl Foxp3 mRNA fj#3iFKikE,GAPDH (A KNS, TREL =X, FITER A v+ TR;
*P<0.05VS. 3FHRLH, **P<0.01 VS. 3JHBRAH,
Note: IFN-y, GATA3, ROR-y and Foxp3 mRNA, relative expression of GAPDH as internal, experiment repeated three times,

the statistical results with xs ; *P <0.05 vs. control group, **P <0.01 vs. control group.
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% 5 NERE 5-aza T3 Jurkat 2 il mRNA FRiEK T (x+s)

Table 5 mRNA expression levels of Jurkat cells treated with 5-aza at different concentrations (xs)

Groups Normal group 5-aza CONC.(low) 5-aza CONC.(medium) 5-aza CONC.(high)
IFN-vy 1.00+0.11 1.54+0.31 7.43+0.18** 13.50+2.47%*

GATA3 1.00+0.06 1.41+0.10%* 2.48+0.11** 3.89+0.16**
ROR-y 1.00+0.06 2.26+0.08* 3.74+0.66** 6.45+0.697**
Foxp3 1.01+0.15 1.45+0.02 2.32+0.34** 2.73+0.31%*

Note: *P<0.05 vs. control group, ** P<0.01 vs. control group, the difference was statistically significant.
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Fig. 4A~E Effects of 5-aza Interventions on Expression of IFN-y, GATA3, ROR-y and Foxp3 in Jurkat Cells
i : IFN-y (GATA3 ROR~y,Foxp3 EH I KiLE, §5 = GAPDH, EHREE =R, HitHERA v FTR;
*P<0.05VS. XFB84H, **P<0.01 VS. 3FEB4AH,
Note: The relative expression levels of IF N-y, GATA3, ROR-y and Foxp3 proteins, with GAPDH as the internal reference, were repeated for three times,

and the statistical results were expressed as x+s. *P<0.05 vs. control group, **P<0.01 vs. control group.
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Table 6 Intervention of 5-aza with Different Concentrations on Protein Expression in Jurkat Cells (x+s)

Groups Normal group 5-aza CONC.(low) 5-aza CONC.(medium) S-aza CONC.(high)
IFN-y 1.09+0.16 0.45+0.04** 0.49+0.07** 0.89+0.09*

GATA3 0.56+0.17 0.80+0.17* 0.72+0.06 0.92+0.09*
ROR-y 0.60+0.17 0.88+0.13* 0.67+0.10 0.38+0.16
Foxp3 0.84+0.12 0.52+0.10* 0.68+0.03 0.82+0.13

Note: *P<0.05 vs. control group, **P<0.01 vs. control group, the difference was statistically significant.
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Fig. 5A~D Effects of 5-aza Intervention on Th1/Th2 and Th17/Treg Cell Ratios in Jurkat Cells
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Table 7 Intervention Ratios of Th1/Th2 and Th17/Treg cells in Jurkat cells with different concentrations of 5-aza (v+s, %)

Groups Normal group 5-aza CONC.(low) 5-aza CONC.(medium) 5-aza CONC.(high)
Thl 1.77£0.52 0.35+0.04** 0.15+0.04** 0.08+£0.17**
Th2 92.35+4.14 96.40+1.72 99.03+0.29%* 99.48+0.19%*
Th17 4.20+3.19 2.58+1.51 0.83+0.25% 0.35£0.16*
Treg 1.26+0.70 3.47+1.68 6.15+1.61 8.49+5.62%

Note: *P<0.05 vs. control group, **P<0.01 vs. control group, the difference was statistically significant.
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