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La vnica manera de confirmar la presencla
de metasta51s a médula dsea es examlna’"en forma dlrec:
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1I.- PLANTEAMIENTO DEL PHOBLEMA . "
La identlfica016n,de;células tumorales fuera"
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e trascen- .

¥y gin tratamlento, resultan 1n111tradas cuando. se
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A) vnvestﬁ gar. la 1nc1uencla d@ metastasls a

médula ésea er naclentes con cancer de -

mama ‘al monenuo ‘del. a»panOSulco.'

“B). I valua* la‘esnedifiCi-'
dad: des g s

de’ médu’

1a aensvb11laau

.!.°"‘

en



LY.~ HIPUTESIS

5

&)
V_“DRDTKA * La incidencia de metastasis

2 médula.ésea en naCLentes mexvcanas con’ =~

con CluQnPurlP de 'Tuao uub;

psialosea. . ‘
‘NULﬁ.yvua sensipilid
la. dEuECClén de meuas

15ua* gue usilizando
con.asvirado y Dbiopsia.dsea’l

UUL-“ ; ;
lost anElES sér’cos de

ivador del ‘1asm1'7

2.

$ipo-uocinasa’s

nogeno- tisular - normales.*

FALLA DE ORIGEN



V.-

11

LISHO DEL ESTUDLU:

Bs un-estudio prosp e011vo, longitudinal 'y observa-

cional. .

ra a aescalc1 \cavl Y se ootendrpn cortes,vque se-
ran fenldos con ematox111na-e051na, rAS ¥y reticuli-~
na, se buscaré colacena tipo L con %técnica de Masson
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Por dltimo.de tomard muestira sahguiriea ’en tubo con an
ticoagulante', la ullc.l se util :Lzav'é naratlu cuantvxlca
cién de actlvador ne D’asmlnor‘e'lo umo urocmasa, cu-




14

vII.~ £OBLACIUN: B . .
Conformada por mujerés'défcﬁélquiér eaad
vajo la Jurlsulcc1én de el servicio’ de -
oncologia-en el hos al de Jlneco obre~
‘*1015 #; ce7 cen

“nospitaliae:

que

que

que “enferm he revi ax,
- o =céntaciéﬁ”dé 1ngfeso, : :

Lo- bqimrxlos DE ELIMLNALIUN'
-;Dificultad.t
- no-acude’a cita-

toma de muestras
aosndore se~u1m1ento en L.,
- _voluntad: de: aoandonar

- nuerte.

FALLA DE ORIGEN



Al.~ VARIABLES:

VARIABIE - *IPO - ESCaLa
ESTADIU Lo CURHTIPATIVASS . Clasiricacion ‘anato
' . LHDEPEN ‘mopatologica , anexo
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plaguetas menos de 150mil/mm3
150-400mil/mm>
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vARIABLE o +IPO ESCALA

GOMUENTHACION SERICA:

e

USEA T GUaANTITATIVS S
by © menos de 3ng/ml

Bt |

. BEPENDIEH
e Ui 3ng/ml
“mas de3ng/ml
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- Analisis“de ‘multivarianza:.
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Tipo de Poblacidn

Ano Abierta Porcentaje Asegurailu Poreentuje Priveda - - Poreentwje > ('l'olnl E Porcentufe
1982 669 YA 864 181 240 ‘ 000
L1983 28.4 1013 56.6 260 1o
1984 248 129 59.3 a0
1985 224 712 a8z fom6.
",1‘;:86 L 305 919 515
- 1987 310, 825 45.6 414
% 1988 . P 911 17.2 386
1089 S age 325 01
Porar, 410 6869 40,1 1.9 i3s3 00,0
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GRUPO kURO”FO DE TRANSPLA

mor\“ am T'M amm REAL1Z4D0 EH
PAUIEN "=‘.> UOH- ¢ IICVF DL MARA:

Sincs its recent approval in 1960, the EBMT breast canzer regisiry had coilacted up to spring
1962, 132 cases coming from 7 centers in Burope and one in Ausialia,

Mean age of the women was 37.4 years with range 22 to 59 years. Nins
wansplanted while over 50 years of age, Double graft was p\.rfumx,d only in one
padeais). Sixty-eight cases were transplantsd whxlc not in progression of thair
CR, PR or SD). s RO :
Fotrteen patients received ABMT zdjuvant chemoth: erapy for high risk breast cancer (m
than 10 involved axillary nodas). Toxic death was <% in the ovc-m uopul‘. jon and
patiznt dizd during ABMT as adjuvant Gerapy. R
\o conclusions can obviously be drawn fom thess preli
aents wers regisizred while on protecct iy (0
indspendent of age. The outzoms of the 24 c:.t.:s rassplan!
v—nama seems imtaresing with nezsly half of the padents alive at'mors’ !h..n o
follow up,
At the premsent €me an homogsnenus upd
centers are coilecting ABMT and they will send soon to the d:m c:mr: (A.h::s‘ G
Jeruszalem and Amncterdam).
Notherwerhly 10 patar:s are alive with no dissase af least two wveass,
The increasing use of ABMT or PBSC in breast cancar will cerainly incraase
popu}:nm the nzar fumre and at the end of 1952 mors than 200 cases will
)

cases wers

contars { Jfilan and others) will pardeipas to the rezisTy after
bished,

it is rnct the tme for braast cancer 1o siart o wal b
ongoing around, 'm.x jor the end of this year scms centers will finish their o
and may join a commen pratccol which will be randomized (i.e. best
versus high doses and ABMT/PBSC in responding memstatic breast cancer), An fatereseng
frature is the enommous intarsst that this policy in having in the fermer Eastsm Co
whers in the next years many centers will begin to ozasplant breast cancer patients (Hungary
and Czekoslovakia),

When the regizery will be increassd it will cenainly be 2 formidable toef ior all those who
will dzal w:zh this type of rzaument.

9¢

EBMT, Working pariy, E
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INMUNGFENQTIFIFICACIUN FOR:MEDIO DE CITOMETRIA DE FLUJO.

ESFECTMEN:

10-20 ml de séngFé~§sfi;érlca conEDTA o heparina - ( normal).
53

03-05 ml-de medula con EDTA .o+ heparina’ (problemal.

REACTIVOS: &

1. PES

2. FICOLL~FAQUE

I. AZUL 'DE TRIFAND

4. EPITHELIAL MEMERANE AMTIZEM (EMA) (a aozcclonal)’ "

REFARACION DE LA MUEITRA

-

AY Obtencisn d=. cElulas mancnuclé d=
densidad con Ficoll-'pagus.

£) Adustar la wvishilidad s » Cde’ Gvisbles: utilizando azul
de tripans. : RS

D) Colocar =n un tubo ds 12
c#lulas mononuelsarss. -

E) Adicisnar 20 micro marcsade con (FITC”

F) Incubar 200 minutos jebfléfobecufidad

n

} Lavar con FES /

H) Adicionar 035 m)

*
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CITOMETRiA DE FLUJO 3

Realizar-: este procedlmlento para mononucleazes -
de“la; médula 6sea y “de Sanﬂre perizerica ‘normal
con el antlcuerpo antloltoqueratma y con el w=
CD4S por separado.f' ‘



 LAMUNOPEKUXIDASA :.

impronta“de téi}dé de Médula ésea

Incuoar 307min¢Fon AEC:

lavar 2 végi
Incubar 10 mi “con

lavar con iifavde81onlzada

flaaz leer

ESTA TESIS MO DPef
SALR DE LA BBLOTECK
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HOSPIwAL uE ESPECIALIDADES CENTHO mEDLuO LA xAZA:

HOuA DE RECOLECCLON DF DaTOS:

rECHA:

HUMBRE:

CEDU LA

EDAD:

Dar0S oLInITOS:
UX HLSTUPAPULOGIVO:
ESTADIU:
CUMPLLCACIUNES:
LABORATORIU:
Ho: '
Hio:

LEUL. 0T

M.

L.ws
rneticulociios:
Hormovlasios:
Desv., Izg:

g

puls-H

wosfi ilc:

LHL:

aC. Urico:

va: ;

PC4

O%ros:

AESULTADUS “UE ESTUDL0S: L -

ASPIRADU IR

THIUNOEISTOGU I GAT
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LETERMINACION DE NIVELES DE uPa: EN
TEJIDU MAmARIO MALIGNO-".~

,:AJustar eliconteni
/ml con

uetermlnar nlveles‘de uPA por el método de-
‘ELISA. B

=% BLISA. tdcnica ya descrita
utilizando equipo comercial._
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6l MONOCLONAL ANTIBODIES
S AGAINST TISSUE
e P ASMINOGEN ACTIVATOR

111 North St./Greenwich, CT/CtS..
203-641-4331/TLX: 221034 AMERUR

Sevendiferent Bioscot monoclonal antibodies againstt-PA are availasle, productreferences ESP 1107.

THE CELL LINES

The anlibddies were derived Dy immunisation of mice wiln human melanoma t-PA. Hyoridomas were obtained by
fusion of immunised spleen cells with myeioma cell ine NS. 171, Ag 4.1,

SUBCLASS AND AFFINITY OF THE ANTIBODIES

The alfinity constants coverec a range of 90 fold as assessed by Scatchard analysis of competitive binaing curves.
Product Reference - |g Subclass Aftinity Constant Product Reference Ig Subclass Atiinity Constant

. (mol) {(I/mol)
E3P 1 19G, 9.25 % 10% ESP 5 15G, - 521 « 10°
£SP 2 19G, 8.00 x 10° ESP & 139G, 1.94 x 107
ESP3 19Gas 1.70 % 10°% © ESPT lgG| 1.59 x 10%
ESP ¢ 19G, 2.52 ¥ 10?

The sutciass of six of the antibodies was IgG, while a seventn {ESP 3) was IgGyp a5 asssssed by immunozifiusion ana
protain A cnromategrapny. ESP 3 was also less stadle under the low gH conaitions reguirea 1o eluie it from prot2in A,
Tris same antidody only pariially retainec its capacity 10 bina t-PA afier solid pnasing. wnue the oiner six retained their
binging aoility.

SPECIFICITY CF THE ANTIBODIES

All ol the antibodies were specific in that they inhibited 1-FA actwvity ano pound t-PA tracer but oig not interact with
urokinase or plasmin,

Each antibody quenches the actwity of 1-PA in a congentralion dependent manner.

No inhibition cf urokinase plasminogen activator is observes at aniiscay concentrations far in 2xc23s of those causing
50 per cent innidition of {-PA acuwvily. .

BINDING SITE RECOGNITION AND POTENTIAL USES FOR THE ANTIBODIES

Several of the anudedias racogrise aiferant Sinoing sites on the 1-PA molecule and tnase aiffarences comsinad wiln
ine citterant afliniies of each anupoCy sLgg2st a series of uses for tne anticody range. For instance:

Product Reference  Properiy Potential Use

£8P 1 and 2 Recogruse cifferent Two-site immunoassay lor 1-PA

ESP tand 5 epiloges on t-PA

ESP 1 and 7

ESP 1and 3 High alfinity for -PA Immunoaepletion of t-PA in giological iluids

ESP2,4,5, 7 Hedium atiinty for -PA Immunoailinity purilication of t-PA from cell culture and
recomainant DNA products

ESP4,5and 6 Recognise cell asociated 1-PA  Immunohisiozhemical jocalisation of t-PA

ESP2,4and 7 Recognise aclive site epitopes  Active sie prodes of 1-PA

* Antibodizs ESP 2.4 and 7 recognised zcive sie epitopes as determirad by active sita protes ana interierence with
activity against chRromegenic suastates. Interierence with INE INteraction betwesn I Pn an sonn clcls was also
ogserves. =

* Immobilised ESP 2, 4 anc 5 comsined fugn absoroticn capacity for t-PA with gose recovery when eluted wilh
IM KSCN. 1-PA adsorced by 5P 1 could not be eiutea unzer tnesa concitions.

* Antibcgies ESP 4, 5 and & were suttaoie lor locaisatien of 1-PA in fixed cell culivres By means ot an inarect
immunooeroxidase sysiem.

* An immunomslric assay in wnich one comacaent is an 2000y recegmising an aclive site spilope may permit
discrirination of active 1-PA ircm inastive 1-PA—inniditor comeiexes.

* Al of in2 anlibcdies aopear sunzoie for :ncirect immunoce-cudase localisation of 1-PA on niracaliulose blols
translerred trom SDS PAGE geis.

LITERATURE REFERENCE

MacGregor | R et alia, THROMS HAEMOSTAS (Stuttgart) 53, 45 - 50 (1985),,

44

PRODUCT PRESENTATION AND PRICING -# HLO/V(J

Vials of 0.5 mg Protein A purified, lycphilized antibody, ilmiarswiais- 34880 Srgsasi st g-revi—2erer

Seoharose bound, $300 per mg antiboay. F } L A [; y £ 1ol .?0| 85- 08 :30)
LA RIGEN
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PRENTACION DE AVANCES :

onsiste. en la ‘estanda-’
stableciendoirangos * =

dos: fra
-a)il gramo'd

de ‘cf;rrvr} 1nar J,Lé:"-:" Ho
BLISA, ut1la-
atalogoi121,
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PRESENTACION ‘DE . AVANCES :

PRIMERA ETAPA DEL ESTUDIO:

Yy contlnuar conel resto de ob;jetlvos de: es-,

te protocolo.
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