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151 VITRO STATI-REACTIVATION I]Y INTERFERON GAMMA IN
INTI'RFERON RESISTANT RENAL CELI- CARCINOMA-CELLS
Susanne Axerr ,  I r is  Dal l r r iannr,  Jens Grosser,  Tanja Boeked, Andreas Enr-
nrcndoer l ' fcr l ,  Arnold Ganser l  and Jens Atzpodienr ' r . l
r l )cpart rnent  o l 'Henratology ancl  Oncology.  Mediz in isc l re HochschLr le Han-
n, , ' .cr ,  Gernr lny,  :Fraunholer  Inst i tutc,  Hannover,  Germany, 'Robert  

Janker
I  rotccnter ,  Bonn, Gerrnan-y,  tEurt tpean Inst i tute fbr  Tunror lnrnrunology
ar l . l  Prcvcnt ion.  Bonn, Cerntany

lnter feron alpha ( lFN-.)  t reatment in the therapy of  human mal ignancies
ol'ten causes a relative resistance to IFN-.. Inportant for the signal transduc-
tion o{'IFN-. is the Jak-STAT pathway, where STATI plays an importanr
role. Long-ternr IFN-. treatrnent of renal cell carcinoma (RCC) cells causes
a secondary resistance to the antiproliferative effect of IFN-..
In our experirnents we exanrined the secondary IFN-. resistance of A49g
cc: is .  IFN-.  resistant  subclones of  the A498 cel l  l ine were generated by cul-
r r ,  ,g the cel l  l ines cont inously in rhe presence ol  IFN-.2 (1000U/ml) .
Brscd on tlre hypothesis ol'a defective signal transduction pathway in re-
sistant cells, electrornobility shift assays (EMSA) were performed to meas_
ure STATI-activation in association wirh IFN-. resistance.
We could demonstrate IFN-.2 induced STATI activation in the sensitive
subclone, the resistant subclone was associated with a defecrive STATI ac-
tivation.
Besides we were able to reactivate STATI in the resistant subclone. This ac_.
tivation was induced by trearment with Interferon gammalb (l0ng/ml) fora 

'

tc '  of  hal l 'an hour.
Tlr-,e data might provide the idea of new therapeutic strategies for IFN-. re7
sistance in human neoplasms.
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INREASE IN PROLIFERATION RATEAND NORMALIZATION OF
TNF.ALPHA SECRETION BY BLOCKAGE OF GENE TRANSFER
INDUCED APOPTOSIS IN LYMPHOCYTES USING LOW DOSE
C\ir.L65P6*t*" O
O. rert. G. Röpke, P. Buttgereir, A. Märren, I.G.H. Schmidt_Wolf
Mct l iz in ische Kl in ik und Pol ik l in ik I ,  Rheinische Fr iedr ich-Wi lhelms_Uni-
'ersität, Bonn, Germany

EIficient gene transf'er of lymphocytes is extrerrely difficult. Apoptosis may
play a role in this gene transfer resistance of lymphocytes and cell loss in_
duced by transfection ol'lymphocytes via non-viral vectors. With resDect to
apoptosis, addition ofanti-CD3 anribody can be used as a surrogate for r.e_
ceptor'-nrediated gene transfer induced apoptosis since anti-CD3 anribody
har, ' 'tcn shown to be rhe causative a_eent oiapoptosis in receptor-medrated
gcr transfer. Here, we show that blockage of apoptosis leads to a signiti-
carlt increase in the proliferation rate of lymphocytes. TNF-alpha secretion
which is elevated afier addition of anti-CD3 was completely nornralized by
further adclition of low dose cyclosporine A (CsA; Znil,rtt. In conrrasr, ad-
dition of 2nglnrl of CsA had no el.fect on cytotoxic ac-tivity of cytokine_in_
duced killer (CIK) cetls. Therefbre, addirion ol. low-dose ö*n ,""-, ro b"
ef l 'ect ive in prevent ing induct ion ol  apoprosis in receptor-mediated gene
trar ls lcr  wi thoUt inter f 'er ing wi th the cytotoxic act iv i ty  of  lynrphocytes.  In
conclusion,  gene t ränsl 'er  techniques led to apoprosis ; rnd necrosis o l .  Iynr-

Ph, tcs. ln reccptor-tnediatcd gene transl'er, apoptosis and necrosis coulcl
oc , , rckcd by addi t ion ol -CsA. Blocka_ee ol 'apoptosis af ter  gene t ransler
shoul( l  have an inrpact  on the use ol ' lymphocytes i ranslected wi th cytokine
Sencs as inrrr runologic e l ' f 'ector  cel ls  in cancer gene therapy prorocols.
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LSC _ LASER SCANNING CYTOMETRY AS AN APPI-ICATION
FOR THE DETECTION OF TUI{OUR CELLS IN THE PERIPHER-
AL BLOOD. AN EXPERIMENTAL STUDY
G. P.  Ti lz .  K.  Pachnrann. U.  Derrel
Cl in ical  Immunology and Jean Dausset  Laborarory,  Claz Univers i ty  Med-
ical  School ,  Kl in ikunr LKH, Auenbruggcrplatz 8,  A-8036 Graz,  Austr ia

Introduct ion:  Tunrour cel ls  c i rculate under var ic lus s i tuat ions in the per iph-
eral blood of patients and can be quantified there gy various nrethods. One
of them is the LSC al lowing the detect ion of  f luorescenr s ignals and at-
tributing them to ntorphology.
Material and Methods: A Laser scanning cytometer Compucyte was used in
all experiments apart from traditional Uv-light fluorescent nticroscopy and
FACS-analysis.
BR-SK 3 Cells were cultured in RPMI-Medium and harvested and added to
the PB of healthy controls and tumour bearers. Tumour cells rvere concen-
trated by the MAcs-technigque using a monoclonal antibody front Mil-
tenyi with anti HEA activities. A second step of characterisation was ol-
lowed gy a FITC-labelled antibody before controlling the harvesr of turlour
cells in the "spiked 

blood"
Results: Tumour cells could be found in all conditions down to a dilution of
l0 times to minus 6. Enrichment gy the immunomagnetic column method
resulted in a 50 to 100 fold increase ofsensitivity.
Conclusion: The system investigated is particularly suitable for the detec-
tion of contaminating cells in "otherwise celan suspensions" and can be
easily adapted for other purposes ofexperimental tumour immunology.
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T CELL RECEPTOR ANALYSIS REVEAL OLIGOCLONAL EX-
PANSION OF CD4 AND CD8 T CELLS IN PATIENTS WITH
LARGE GRANULAR LYMPHOPROLIFERATIVE DISORDER (1'-
LGL)
Eva M. Weissinger l, Jos J. Melenhorsr2, Manha Kirby2 and A. John Bar-
rett2
I  Mediz in ische Hochschule Hannover;  Abtei lung Härnatologie/  Oncolo_
gie;Hannover, Cermany,
2 National Institutes of Health, NHLBI, Bethesda , USA

The etiology of large granular lymphoproliferative disorder (LGL) is not yet
known. There is evidence for a non-resolved T cell immunc response ranter
than a leukemic process. The analysis of the T cell repertoire with sensitive
techniques ntay allow to gain insight in the etiology of LGL. We dernon_
strated clonal predominance ofcertain variable beta-chains in CDg+ T cells
in al[ 9 patients studied and preferred expression of particular v-beta chain
genes in rhe CD 4+ subpopulat ion of  the T cel ls  in 7 of  9 pat ients ut  presen_
tat ion at  the Inst i tute.  Per ipheral  b lood samples of  9 par ients wirh LGL
were analyzed l'or T cell receptor (TCR) expression using spectraryping, a
PCR based rnethod identifying the TCR heta chain u.og" by dilTerence in
Iength of  the th i rd complernenrar i ty-deterrn in ing renion (CDR 3).  Al l  pa_
tients presented with typical l?atures of anenria and/or neutropetria associat_
ed wi th c i rculat ing CD 8+ LCL cel ls ,  which were lound ro be c lonr l  lor
TCR rearrangernent by Southern brot. preferential cxpressi.n .f' particurar
r , -beta chains o{ ' the TCR in CD 8+ cel ls  was shog,n lbr  a l l  9 oat icnts.  ln 7
of  9 pat ients addi t ional  atrnormal i t ies of  the TCR in the CD 4+ subpopula-
t ion of  Tcel ls  were found, showirrg skerv in_e of  the sanre v bcta c l ra in.  but  in
sor l re cAses the CDR 3 length di f fered.  These rcsul ts suggcst  an inrnunc
rnechanism, rat i rer  than a nral ign process in thc er io logy of  T_LGL.


