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Lo A JBASEZH 20040 ) 22 24 5 3] 384 1) hPBMC 185 DL & 43 b TFN- ¥ K TNF-a [§4E H 1K)
R 771, HAFIEAE T L T 20080 O AR LA 2350 7 I EC il , @) hPBMC il 45, @ AR
3 AR I TR 5 hPBMC 2L355%, @ ELTISA #:9) TNF- a2 IEN-y , & MTT 3] hPBMC 4%, ©)
GE RGP I G A 2 250 VR PR T /) 2 SR O AR B 4 2R D f FH RPMI 1640 584235
TEW 2 15 A 15 <6 f5 AT FRE , WIS AR AL AL LR IE ;T 1) hPBMC il 46 20 3%, HIE o 1A
AT, TUE 10mIFicoll 208 T 50ml B0vE B s AL MR 20ml, L 1:2 it
161) FF P46 22 25 V5L 1K) PBS A4 40 J IR B, o 60m1 R BR (K 40 Ja 1LY 45 JB (8 iy A e 2 1 oy 22
A 30mIFicoll 73 BRI L8 R, 75 X Heraeus BLOATLHLARE B Dh RERTHE T 2000rpm
B0 20min, /N ISCHE T BN AZ 4H i JZ 2 50ml B0 R, NN PBS £ 20ml, 1500rpm B
L 10min, e 2 ¥k, HAELH M 151, UL RPMI 1640+10%FBS+1% XUHT B B 40 M % 2X 10°/ml ;i
G A 2R 58 8 5 hPBMC 3% 95 2 38, B 50M1hPBMC A 5001PHA JR & #8196 fL
SR SR 5 A N 100RT AN [ B2 I A R B AL 2050 W, 4L 5 B AL 5 [
2 AT B2 | [ P T R ZE R BH M B 2L B Pl 1 96 FLT- AR, B 5 MR AL, ¥ 96 FLES IR
BCE T 37°C, 5%C0,, M AR FE (1 40 M35 FR 4 P IR 8 72h s BTk iK% (4 B4 4 5011PHA 5
1501 RPMI 1640 5¢ 4> K5 T2 W (MR G40, BT ik (B9 B 4 X6 B 40 % 50M1hPBMC 5 15011 RPMT 1640
SRR IRIRA W), T I BH PE % G 41 24 501 1hPBMC. 5011 PHA 11 LOOKIRPMI 1640 5¢ 434
FEWNVREYD s ik 19 ELISA & 30 TNF-a K& IPN-vy 538, Wi 28 72h 55 9% 5 1K) 96 FLAR
HUHE, 1500rpm 2500 10min, W HL hPBMC 40 fo 5 72 L35 & T 0. 5mIEP &b, #ke, 0 B A
IFN- ¥ ELTSA 357 % - A\ TNF- a ELTSA 3R &kl IEN-y K& INF-a & & s Jrik i MTT A5
hPBMC X458 0 B8, B S5 75 1) hPBMC 40 Mo RpFLI HE 2011 B3, TN 201IMTT, 7E40 fii s 7546
HR kAL FR 4h, 1500rpm 0 10min, W SR IEE HIE 5 BEFLINA 15011DMSO0, T SR 45 4k
% 10min ji5 FHEEFRICT 599nm A5 o

2. MRIEBRNE K 1 BTk 0 NG B 41 2395 30 il 22 28 i R 80 hPBMC Y55 DL & 43 Wb
IFN-y & TNF-a VR R ARSI 7%, AR AR T iR I 45 R 3 AP 3R, RISR A SPSS13. 0
B4 . GraphPadPrism5Demo AT At 0 17
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—#h ABR BB LRI RAE MM 7%

AR
[o001]  AZ IS K—Ridsriil 7 iz, JUHGE — R A MR B UL R AT RT3 32 o

B=EA

[0002]  AATTHRHNE AR LA LR AT DURAE N, (R, B2 RIS A Ae S 2004
HATWT AR NDIEAGEEE, [, H AT AABE BT FE 3B ARG B A IR 5T 5 AT AL A 77
25, IR RE, (UM T RX R A2 T A o R, BIFST— A A IR A SR T RAE IS
TR, 2 A AT BRI BOR L,

EZIPAA

[0003] A% BH BT B2 e R R AR 1) R B A — R A2 2T 2 A FHASIN 77 ¥
[0004] A AR SR ILHAR L E I H AR 7 02 -

[0005]  —FP AFRELZH LR BT & AE ARSI 75 v, Fe T2 RN O A IR B4 2050 W i i
#1, @ hPBMC 4%, @ZH 2715 753 55 hPBMC L3555, @ ELTISA #:3l INF-a K% IEN-y , ® MIT
il hPBMC 38456, © 45 K73 #r -

[ooo6]  JITIA ) AN 220 2R 50 I BC o 20 3RO NG B4 2R R A RPMT 1640 58415 %
2 54 56 AT AR, RIA3 AR R A 205 -

[0007]  BTiR [ hPBMC il £ 25, BIFEE B 454F T, TUE 10 ml Ficoll 43 & 150 ml Bl
b BUES BB M 20 ml, L 1:2 f Ee ) F 17 22 =596 14 PBS K 41 i i 4 K 60
ml AR AN M A 45 FEMURHK A BRI 2 48 30 ml Ficoll 73 B9 E H, 7E K
I Heraeus B LHIAUMHIZI DI RERTER T, 2000 rpm B0 20 min, /NCoCER G152 12 40 i
EZ 50 ml B, I PBS 2 20 ml, 1500 rpm BS540 10 min, YEVE 2 WK, FEVE4N R 4L,
DLe A 922k (RPMT1640+10% FBS+1% XUHD) EEMME 2X 10%/ml .

[0008] AR 4IRS F2 5 hPBMC FE15 75038, BT 50 M1 hPBMC(2X 10°/ml) 150 K1
PHA JR &0 T 96 FL T AR, 2R 5 LR N 100 K1 AS[EJR R /AR B A SO I8, 441
W5 NSAL s[RI 23 6 B A BH X B2 AN BH M R A B2 0 T 96 L P AR, B4 132 5 4>
AL, K 96 FLESFRARE T 37 °C,5 % CO,, MEAVEE 4l RiF 240 h I H 72 he Pk
HXTHEZH % 50 11 PHA 5 150 K1 RPMI1640 584 B8 MRG0, Frik iy B PEXT REZH 4 50
nl hPBMC(2X10°/ml) 5 150 W1 RPMI1640 5845553 (KITR -S4, Tk () A 2 % BE 414 50
H1 hPBMC(2X 10°/m1) .50 K1 PHA 1 100 1l RPMI1640 5848535 KIVES

[0009]  FITIR i ELISA A3l TNF-a Jz IFN-vy BB, B4R 72 h B5 9% 5 19 96 FLARECH,
1500 rpm &> 10 min, WeHY hPBMC 40 ful5 753 HIG BT 0.5 ml EP &, #ke, 2 A
IFN-y ELISA iX5& . A INF-a ELISA RF &R IFN-y & INF-a &5,

[0010]  FTIAR¥) MTT £l hPBMC & %A A2 3%, B A% 7% () hPBMC 40 f & LW HE 20 1l B3&,
A 20 Wl MTT, ZE40 o 35 4h P 4k 445 9% 4 h, 1500 rpm B0 10 min, W50 FIE 56
FLIMA 150 K1 DMSO, S E R % #4%% 10 min Ji5 HBEARACT 599 nm &l
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[0011] AT 45 B M2 58, RISE T SPSS13. 0 B4\ GraphPad Prism 5 Demo ®f4-#E4T
Gt oo

[0012] AU BHIVA t AR A2

[0013]  AKREHFA T — R AL AR HT R AE AR 7732, e A S AL Pt R 2511
it 5 BE T R .

[0014] AR BHI H I - SIS A0S FH AN R B 1 iR 5 20 200, 78 TR AP 22 24 S s A Ak
JE ML ERAZ 40 . (hPBMC) 3551 LA K 73 Wk 9 9 Rl 1~ R P RIVE

[0015] AR BLIRAKYE AT A FIK I AR AL 20, 5 22 28 )R B0 (1) hPBMC FL 3%
7%, 4 37T CHiFEFEEEFR 72 h J5, H ELTSA BRI E RGN #-4H TFN-y | TNF-a [J7KF, A MTT
VAR hPBLC HEE T o

[0016] A HIIAE 45 R <5 PHA HIRIEE AR, hPBMC RISBIBKE IFN-v |\ TNF-a .
SR, AEAS [ B2 B ARG 55 ZH 20 AT 35 7R 5 A A DR 7 1 2 Y 19 52 B A [R5 B 1R 4 i
I BAEATRI G N, ARGELH LU IR 58 1% PR 73 Wb B F0 il /R FH 22 00 R 4 )35 B AH 5K
PE, Horh, 2 A G285 20 2R P 3 IsE, % TEN= v o TNF— a8 1t PR 79 Wb f 0 1) 236 i ik 90%
DL b o MTT 50 I A B, AN [RI P 114 20 275 B #8 AT $0 i) hPBMC 3B I/E A (P<0. 01) o
[0017] AR BASZEGIEE 1  ASGEEZH 208 nT B 5 P 22 24 J5 R4 ) hPBMC 345 DL Kz 73 b
IFN-y & INF-a W1ER, IF HIPHITEH 5 A B AL 2R S 00 B 4 ()55 B AH DG 1k o

BALHEAR

[oo18]  —Fi AFRALAL VBT R AE AN 753, H T 200800 @O AR A4 20560 i i fid
i, @ hPBMC 45, @ 245 75 W 5 hPBMC L8595, @ ELISA £l TNF-«  J%z TFN-y , B MTT
LIl hPBMC 458 , © 45 SR H7

[0019] Bk (9 AIG AL A U S0 I L i 20 B8O A IR 2R R J2 FH RPMT 1640 58 A5 5%
W2 54 A5 6 RE T MRS, RIA3 A IR A 250

[0020]  FTIA ¥ hPBMC il 2 20 B8, BIAETC B 454, THE 10 ml Ficoll 3BT 50 ml .0
Erho BUES A BER M 20 ml, L 1:2 f Ee i FH 1 7 22 =596 14 PBS K 41 i i 4 8, K 60
ml R AL R M A 45 FBEMURHT T BEZEAZ N2 AT 30 ml Ficoll 4 BB O, fER
Il Heraeus B LHLARHIZI DI RERTER T, 2000 rpm B0 20 min, /NCoCER S 5 12 40 i
2250 ml B, I PBS 2 20 ml, 1500 rpm BS540 10 min, YEVE 2 ¥R, FEVE4N T 4L,
DL5e A 920k (RPMT1640+10% FBS+1% XUHTD) EAMMLE 2X 10%/ml .

[0021]  FFRIZHZAE 55 5 hPBMC FE35 55558, , B 50 11 hPBMC(2X 10°/ml) F150 Kl
PHA JR A HF T 96 FLOPIEMG SR A I 100 11 AS[FEE ) AR AL 4L U6, BF 4
W5 AL 5 [R5 6 B A BH P % B2 BH P 6o B B P T 96 FLT A, B4 e 5 4
ZAL, K 96 FLESTRMCE T 37 “C,5 % CO,, WLFIVE Z A s 724 IR E 72 h, fridi= G
XTHEZHA 50 K1 PHA 5 150 M1 RPMI1640 5¢ &R I TR S, ik i B X B2 4 50
Bl hPBMC(2X10°/ml) 5 150 W1 RPMI1640 58485 78 M KR -S4, BTk i) BH 5 BE 41 A 50
1l hPBMC (2X10%/ml1) .50 M1 PHA F1 100 M1 RPMI1640 5544555 TR EY) .

[0022] TR A ELISA #:90 TNF—a f TFN-v B3, BG40 72 h 3597 5 1) 96 FLARELHY,
1500 rpm B§.L» 10 min, W HY hPBMC 4 a3 LiEE T 0.5 ml EP B, Wk, Al A
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IFN-y ELISA iX#)#&. N INF-a ELISA RFERKIM IFN-y K TNF-a &,

[0023]  FTIiRf¥) MTT #5l) hPBMC 58 A2 5%, B A FE () hPBMC 4 J & LW HE 20 w1 B3&,
AN 20 KL MIT, fE4E Ml 28 P 4k 23595 4 h, 1500 rpm &0 10 min, W FRE LG G &
FLIMA 150 K1 DMSO, S E IR % #4%% 10 min Ji5 HBEARACT 599 nm &l

[0024] PRI EE Ry P8, BIR A SPSS13. 0 %44 GraphPad Prism 5 Demo #A4#E4T
Gt oo
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