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£ E HM.BYEESALBRELsRAlAREABRRRCEA RN T AR . M5 SEAER
BT ERE T, 7. RABH I SEA R PBMC ¥, rIL-2 ERHFHMAE K, & EE Ficoll B.LERFEH
BBEIARFEFCM REREERE KRB SEA BREP/I AN SEA RN T @RAF T &R SEAO.5
~5 pg/ml, rIL-2 200 U/ml (kAR BT SEARN THRAR . L ARRBLERIEIRFEK 40d, X SEA K
FRAMEABNEEN. 1 pg/ml SEA ESFFAMNBRIMSEARN T ARAT, 16 h EAIBMEIA
THE.LR. SAg SrIL2 ERIB T EWSA: KB THARFE ZPSEABREAB THARTEAEALT,
¥ SR TAaRARAT; KK PBMC
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# iR (Superantigen,SAg) E— R EHBMEAK
RS F, TUEMHCI K4 TR MBI T, U
T M3 RR 5 F 4K VB(T cell receptor VB, TCRVf)
HRENTXAMELTEREZEHTHEN CD4T A
CD8* THIM, . RECN¥ERSWHAKEF, B,
BARERMEFHEAGLZRELY., RT,SAg
EHBEABRRFUETHARZE KHERERL NS
EWE,MES TARATE LY., A FBHEFEM T
HMHMERA TCRVEBFRE, HKEMEM T HRME
DARFFTE X H TCRVEB KR, XA LR T Wk
TARE. SHAHERE A &IHE K (SEA) REEKITE
TCRVB3. VBRIl S, MHA AN KESH T 408 &
TCRVE5ZARE . BMTEEFSESL SEA K T 448
R ABETHOHERE BRITAASRMPRLT —
EERE RN T #ER,FLUKHRT SAg EE W
T #mEET,

1 #RS5FE

1.1 ##
L1.1 SEA(lmg, FFEH K™ &), rIL-2(10 000 U, H K ##

BESTREPEATRESN . MG 71020 . KEARHS B
W (b B BB B o W 9T BT, #E 5 970311); Ficoll (¥ i F —
I #t5 970809) , B4k P BE (PI, Sigma),JE B F %15 M Triton
X-100(Sigma), DNA Marker: ADNA/EcoR 1 + Hind ¥ (4
£), M. FEAM K.RNase A(%),

L1L.2 BERROLBFEA(EKAHERBOH.#S

+ L2FENATEH T4 EKGH,No. 962038
s+ REH.B.32%,%mW.81-

971124-1538),

1.1.3 #RIEFRE 10% NCS #y RPMI 1640 335 8, K
4 100U/ml ¥ 8 X ,100pg/ml &8/ %, 10 mmol/L HEPES, 2
mmol/L L-Gln,

1.2 Fi#
1. 2.1 A 4MJE it % 8 40 B8 (Peripheral blood monocyte cell,
PBMO) K41 B EEAT®H#T.

1.2.2 SEARMTHEMNES SHRXM3.4].BHEB
% . PBMC 10°/ml, il A SEA (0. 5~5)pg/ml,37°C,5% CO, &
WHEERGTHSE 34, B 4 KRR ER. RATBER SEA
MEBERAK . HEFRBAMA 200 U/ml & rIL-2, %38 14 d
& rIL-2 B5E £ RPMI 1640 i%i%#ﬁi%#.ﬂw SEA KK T 4
RAMATEY,

1.2.3 SEARM THRAPHARAERNGER  SEARKKN
THARFLHE LSRR, B E Hanks B (A 2mDB R MA
& 5ml Ficoll BB 5 ml HL BN ER.B.L 1 000Xg,15 min,
REEAZRAME . RPMI 1640 FREFHRBMBER 2 /G, 4
SHH,

1.2.4 SEARSSEARMTHARERAT g SR PN
JimSEA KM T @ M,Hanks FBBEEB L. ARAY 10%
NCS 8 RPMI 1640 T2 /B AR AR EE Y 5x10°/ml,
oA 24 7L K 40 BR 3% 9% 4 (Costar), 1 ml/#.,37 °C,5% CO,
HAENBRAGTER 2L, AREFEPMA SEA 1 pg/ml,
BEERE,

1.2.5 EHMANAMSEA RN T ARAT FHIEHER
A & 8] (0.2.4.8,16,24,32 h) W RIS, O FIPI KB %% 6
€ W % 15 (PI 50 pg/ml, #) B B #310. 1%, Triton X-100 0.1%),
BRXMI5].FCM B M T G,/G, X/ (A), RBEE KM
BB DNA WAKRE DR - HARLR. RR2K. REHHE,
QOB FTERBMAMK DNALL L s BISHE Rk, REH



I

504 S

¥ E XK ¥ % #

|y

T4 DNA 84k ik %,
2 &R

2.1 SEAART mEAHHE

© SEA Bl rIL-2fE I PEBMC 89 T M E 91 T B4 %
FHARMA GRERNENE AKX RERE - ENE
EEE ERMA K. SHKRERRM B, i F& SEA B
U P2 PEMC . BR T HESREHME

RR.UEEREK. AR ORAAXOARKEERL. ARG
BERVSEA MMAW S, RE1.SEA MIMIE . AWTE I,
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Fig 1 Establishment of short-term SEA-specific T-cell line from human peripheral blood (X 100)
ASEA-reactive T-cell line treated with SEA | pg/ml.rIL-2 200 U (4th day);B:PBMC treated with rIL-2 200 U (4th day)

2.2 SEARRTHmERAYEAAMERES LB
SEA R T MME10% DMSO A4 NG . AFFE D

PEFFRBMET SEA RN, B — K SEA RIS S. T L
KROEF—M LUFUBETREN.SEA MM ES &8P FHiF
EXNSEA FREMBMESEDE LR . BN ERE
T#HR R Ficoll e X 8060 L 3 ¥ % 4 0] LIRS .
2.3 SEA MBRESEA RRmMEIH5

SEA 0.5~5 pg/ml % PEMC BB RO WM AR . B ik
BYMSEARMTHRIBRYSEANBRPMBT =L LS.
SEA MMEREER (NS pg/mDB LB~ WYL ENAR
HERENERECLRM.SEARN THARNASRY,
2.4 SEA#FANBAESNMSEA LS T B

SEA 1 pg/ml W RN RENBINEMSEARN T
HEMCERFABKRT EMeh TRESBHARTLE,
fEA16 h R i 3 b B2 00 B A9 M O S8 E LFCM 4147 I G,-G,
HAJEBT HMEAFHANER M-RELE AR . SHEH
Wishel @R BTE58%, LM2.SEARR T @K
(SEA 1 pg/ml AR B i% S 2 )M 1= WA SEA B i
B (0. 5~6 pg/ml)ey 7 % i M ba ,

w 10

B2 FCM A SEARBSSEARE TEHMAL
(ARAA =)
Fig 2 Analysis of apoptosis induced by SEA in SEA-
specific T cells by flow cytometry (The A,
peak represents apoptotic cells)

L8Y BRSNS 4R DNA 3k 8 7~ .SEA | pg/ml 58
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FrammE.DNA RSB MALRM N REE,
Em3k

H3 DNA RURWER Bk T SEA BB SEA KK
THMAL 1.DNA # A ADNA/EcoR 1 +
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Fig 3 Analysis of apoplosis induced by SEA in SEA-

specific T cells by DNA elecirophoresis with
1. 8% agarose gel :
1. DNA Marker ADNA/EcoR 1 +Hind ¥ ): 2. 0 hy
3. 16hy 4. 12h; 5. Bh
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PBMC = Eth T.B ¥ & 40 0 # 8 8 40 4 &,
SAg TS MBHR.BHEKRERRMN MHCT 240 T4
SELTCRVEMBE KB THR.MEMNT MKME
BEI-2HEMT #EXKRTN. S 2RERE
IL2HEEMRAAHTINARK . RSN SAg RN T 4
BEHITRYL E BHERSEFRREEN T AKD
AR . SENEEGEREAERRSE R P T L5,
At kB IO MSAg R T MM A =% dh SAg
RO T WA, A XM Sl EN SAg BN
THHRFESAg XM ATFR TP T L%
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HUFBATRFHETARLEAKESESHHAR
= (Activation-induced cell death, AICD), % T
MRSk ERFEE LR GNER N,
BHBEX ZIAFSAPZ I EERNEMR. R
W Fas REAEMNARSMW THR CEREPRE
EMERCY BRFEAEFTFIES  THIHLMEL
£ T @M MM, B ot EN4HEE B, Fas,
FasL $REA W, EHWE F 1L-10,1FN-Y # TNF-a
& 47 830 b, e D B S 0 R A KR R &k
MHC I %4 F#) APCR ,l| APCH B, 3 T5 T @
B CDxA FAIHE A, REHFIE2%HA Bl-2,Bel-

X 8RA LM B Fas RECHSNERER BE

CRAFRHTHARMM . ZZ.ETHARERTFEE

#ix MHCT X4 FMAPC HFE BRI HE 4R
AR SEMG FHREGIL-2), A T HKES
il Fas/Fasl. @ B MESWE T, ~4ENRETHRSY
RE Gk 20 SRl it Fas/Fasl. ERFHFHRHT
R TEREMAE. S ELEATL-ZHEI R,
FHAREENE ARG T MR NN, M
MLk BT E, X AR R4 M AICDY, R &
BT EMAMESNATOHERENER.
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A study of superantigen-induced T-cell apoptosis using establishment of
short-term superantigen-specific T cell line from human peripheral

blood *

Song Jianxun, Zhu Xihua, Cheng Keming (Department of Inmunology, Faculty of Basic Medical Sciences, Institute of Im-
mundogy PLA,Third Military Medical University, Chongqing, 400038)

Abstract Objective: To establish the short-term superantigen-specific T cell line from human peripher-

al blood and study the superantigen-induced T-cell apoptosis. Methods: The short-term SEA-reactive T-cell
line was established by simulation of PBMC 10f with 0. 5~5 pg/ml SEA for 3 d and followed by expansion of
cells in rIL-2 (200 U/ml) for 2 weeks. The apoptosis of the cell line was detected with both FCM and DNA
electrophoresis analysis. Results: The short-term SEA-reactive T-cell line was established by 0.5~5 pg/ml
SEA and 200 U/ml rIL-2 from PBMC and the cell line could be maintained for 40 d in vitro. Meanwhile, it
was found that the apoptosis appeared after the second stimulation of the SEA-reactive T cells with SEA 1

ug/ml. Conclusion: The short-term superantigen-specific T cell line from human peripheral blood can be es-

tablished by stimulation of SAg and rIL-2. T-cell apoptosis appears after the second stimulation with SEA in

the anergy induced by superantigen.
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A1,

|1 4% ELISA {7 # & anti-HIV

Q28DREER
=] TREAX AHEAE HEH
IR BEEYHRARAA AN 832 ? 0. 0084
SREPYTRLRAN 428 4 0. 0093
&SR H R R A 273 2 0.0073
BAREREARARGARAARH 744 40 0.0538
2 * 2277 53 0. 0233
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TSOARATAGRABE ARAR RS RAY, RXEHK
MW HIV RAALRE, 2RIANBIH, 3R AHER
SFRBERE.
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THMREZENBEARARR LEREE N BRI AR
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