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mseffectofthe skintlmmrpImoter 
TPA (12-O-tetrade&mylphorbol-13-a&&e) 
hasbsenexamimd incelllinesderivedfran 
human uJxJttWlim. when nlortalcellsvEre 
treated with a sirqle dcee of TPA a 
transient increase in the intracellular 
levels of cx and c-fee level was 
affected. memc&alurotheizlcelllines 
gxwrelatively slowly with a po@ation 
doubling timsof1to4weekscmparedto1 
to2 days fortheillmrtalizedcelllines. 
Cultimus labsllingexpw&entsfmthemm 
&Km&that 99 tolOO%oftheMmrtalized 
cells were in the grmth fracticn, in 
alltrasttocnly59 to 80% of thelmrtal 
cell lines, suggesting that arelatively 
largefracticnofthemrtalcellswereina 
na&ividing state of grow& when the 
imrxtalized HCV 29 cell lines was 
semm-starved for 3 days,wefoundthata 
sirqledoseof TPA transientlyinltucedhigh 
levels of both c-fos and cm !mese 
results indicate t.haTEhe sta~eofgrowthis 
iqxxtantforthecellresponsetoTPA. 
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The pl~tive cellular Ixeptor for 
tumxlr prcmoting phorbol esters, cd++, 
@ospholipiddepeIxMt proteinki.rm3e(PKC) 
isactivateiby &Wractionwithnsgatively 

phospholiP~. 
~aiacylgWerol, W) ti 
(phoabol-12-myristate e=ge=? 13-acetate, 
activators of PKCinthmselvesdonot 
activate the enzyme but enhancethe 
~mzipti~de~t activation. 

effects of & 
interacticms cm the activation OfEXCby 
phoepbatiayl =h (PSI. ws have 
demauBtratedanimmserelationshipbetween 
theunsaturation indexof PS andtheability 
to activate xc!. In saturated PS 
di.spersicns,noaMitionalactivaticmofFKC 
bymGor ET4awasfou&;bycxNltzastin 

lmsatura~ ps (flbpasiaas DAG/pEpL - 
FXCactivitybyafactor2to3. upan 
additi~ofPCtotbeJ?Sd@emiaW,ths 
vesicularcharac& ofthelipidbilayerwas 
mainW&andtheactivatingeffectsof~ 
andP!mincreased. 

These msults indicatethattbefatty 
acid cmpceiticnof activatirqFhoepholipids 
and the ompositicm of biological nx&xa 
couldregulatetheactivaticmof F'KC& 
viva duringdifferentiaticm pJmceBW and 
trnrwxrrpExmticxl. 
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We have developed a new sinple 
plrificaticmof the 36 kD pmtein, amajor 
substrate of bothviralandgm#th 
factor-rece&or associatedtyrosineprotein 
kinase,and its an~leac fran normal ard 
SR-RSV-transformd CE!?. 
employs a ":1_ LB?E-sephacel 
in- thecalcium wtadsarpticn 
of 36 kD protein. me use OfEmAStep 
gradients differentially elutes the 36 kD 
mleculefrantheDFAE-Sephacel colum,-2 
m EopA elutes poorly #msphorylated 
mleculeswhileheavily@mqborylated 36 kLI 
proteinrequires4or6Mrn Tyroeine 
phcephorylaticm of the36 kD protein is 
inmeasd 2 to 3 fold follw a elxx-t term 
incuhti~ofwlaole cells with micranolar 
VaMdate. Theelutionpatternofthe 36kD 
protein- fran lysates ofvanadate 
treated cells was identical tountreat& 
celllysates. Weccnc1udethatthefunctim 
of the36kDpmteh may be calcilan ion 
depenhtandmaybeinfluencedbythe 
phospbrylaticn state of the protein. 
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Theobjectiveofthisstudyhasbeento 
ampare the structure and expressim of 
Cellular aacogenesb imnwtalised, 
non-tummrigenic cell 1ilES With 
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tLmz4lrigenj.c ax-d relatively Iwnnal 
counts . me imaortal bit 
m-migenic human bladder wmthelial 
cell lines HCV29 and Hu609 wereampared 
with the immrtal, tllmxlrigenic1ineT24, 
and the mortal, non-tlmlourigenic line 
Hul752. Slot Blot analysis of basal levels 

n#MAs dmmstrated that the 
mn-tmmrigenic lines 
20-fold either c-or 

while T242v both of 
CnmmlEs -. TPA induced 

c-fos lx& &t c~ RNA in KV29, Hu609 
aGY24 while both these cmqenesmre 
indurxd in Iiul752 (Skcuv et& -J. Cell. 
Biochem., in press). Scuthern blotting 
revealednorearmngment or amplification 
of ths cs genewhichmightaccumtfcx 
its ovmqzession or lack of TPA 
inducibility. Severalotheronaqnesalso 
appeared structurally intact and 
unamplified. only T24 demnstratefl a 
mtatia-~ at ccdon 12 of the H-ras gene. 
!Ihe mechanisms of the C~aiiTC-s& 
overqxessicm are under further 
irnrestigaticm. 
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In order to evaluate the roles of 
individual matrix ampmentsduringtumur 
cell invasical,weexamimd thebehavialrof 
seWxal different metastaticlnurineturKnJr 
cells seededcntocollagenIgels czontaining 
aseconddefinedmtrix amponent. After10 
days of culture, the lxmlbers of cells which 
had invadedthecatlplex gelsandtotalcell 

numbers -ea~mtes isolatedfranbasemn sourcesgave 
asingular pranoticn of invasion of the 
omplex gels for alltmxrtypestested, 
with more highly m&StdtiC variants 
exhibiting further erlhama i.mc3Si.on. 
Depeding ca~the celltype,hyalumnicacid 
gave eitheramryinalpramtionora slight 
suppression of invasicm. Iaminin and 
chcndroitinsulphate gave m effect ora 
slight decrease, while addition of collagen 
IVled to a demease in all cases. 
cunparimof the effects of dextranand 
dextran SuQhate suggested tha negative 
chaWl?!zsewas~t~~~ 
sulplmte appears to have 
importancein~cellmatrixinvasion. 

Sqqxted by NM-CA-39611. 
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-tic drugsaffectnotonly 
thetumwz cell itself kutalsothe collagen 
matrixand its ampalents. mesukmnal 
capsule assaymthodoffersanewmodelfor 
studyingthe effect of differentd?Cugscnl 
m&rixstructure,distributicplard synthesis 
and theirmodeof a&km. 

In this study, mamlary tumourswere 
transplanted into the renal capsule of 
-tent miceandratsandsubjeckd 
tochemotheapy. Theresultsskvedahigh 
transpl.antsuccessrate withprimrytmmr 
SW being retained. DJxlgs having 
limited effects, shawed presemed tmxr 
basment m&rams, modfxate drugeffeds 
werereflect&inthiming orthickeningof 
thecouagenIandIII positivefilxes. As 
slmwn in th.isstl.Ciy chematherapeutic drugs 
causealteraticnsinamuntardstructureof 
coll.agmmatrixdepe&ing upmtheefficacy 
of the drug affecting the smvival and 
grakhofthetransplantedtumur. 
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&ncerpatientshaveelevatedserum& 
urine levels of a 6kDtrypsininhibitCn 
called tlnmxrassociatedtrypsininhibiti, 
TATI(Stemnan & al- Int. J.Cancer,m 
53, 1982; Huhtala et al, J. Biol. Uum. 
257: 13713, 1982). Expression of pmteaee 
inhibitors in cancer is associated with 
jnmea%d pmteaee activity. of earlier 
knwmproteasesonlytryp&nandacrosinare 
MlY inhibited by TWI, but these 

!zzzes 
arenotkncwntobeexpressedby 
*have therefore sea&led for 

~p;oteases reacting with!mTIandI-KW 
identifiedandcharacterizedsuchapmtease 
in fluid frannuckmm ovarian cysts. The 
substate specificity of this protease is 
similar to that of trypsin. Incontrastto 
trypsinithasapHoptimumof10andan 
isoelectric point of 4. These 
characteristics suggest that we have 
identifiedanewtumxr-associatedprotease, 
which could play a role in the elevationof 
TATIin cancer patients. 


