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Breastmucin is secretedby breast tumor cells and servesas a marker for breast
cancer.Thus, antibodiesagainst
breast mucin will be valuable in the development of immunotherapy and laboratory
diagnostic tests.Monoclonal antibodies (MAbs) against breast cancer-associatedantigen were generated
and characterized.Balb/c
mice were immunized with breast cancer-as-sociated
antigen CAt5-3, ani subsequentlysplenocytesfrom immunized mice were fused with myeloma cells. After fusi6n, culture supernatant,
fro* hybridomas surviving
HAT medium were screenedby enzyme-linked immunosorbent assay (ELISA).
A total of eight hybridomas
producing MAbs against breast cancer showed significant levels of ur,iiboay'u.tivity
against CA15-3. Two
selectedstable hybridoT"? were adapted into cEi.rine CL 350 bioreactors,
and the MAbs produced were
characterizedfor their subclass,specifiiity, anciaffinity. The MAbs were of high
specificity and affinity as shown
by ELISA' The MAbs produced may tepiesent a powerful tool and are consiierei
pro*ring reagentsfor use in
diagnosis and detection of early stige bf the disease.

Introduction

Malaysia to develop locally produced MAbs for use in de_
velopment of diagnostic assaysfcrr cancermanagementand
In this study, we report the generation of murine
1!er,apl.
MAbs againstbreast cancerantigen with the aim of producing
MAbs for local diagnosis and therapy. We deicribe thi
generation, purificatiorl and characterization of stable hy_
bddomas secreting specific MAbs against CA15-3 and fhe
scale-upproduction of theseMAbs to laboratory level via an
in uitro culture method. Due to their characteristics,these
MAbs are-promising reagentsfor use in the diagnosis and
therapy of breast cancer.

nerrsr cANcERrs oNE of the most common cancersin
f,l
.lrwomen worldwide, with 3238 new cases reported in
Malaysia in 2003.(1)
Therefore,specificand sensitivemethods
forearly diagnosisand therapy are necessaryto detect,target,
and treat breastcancer.
MUC1, a highly glycosylatedtransmembraneprotein, also
.
known as polymolphic epithelial mucin, episialin, DF3 anti_
gen, epithelial membraneantigen, or CA15-3, is a member of
the mucin family. It is normally present on the apical surface
of most glandular epithelial-type cells, inclucling cells in
lreasts, pancreas,salivary glands, and lungs.(2)In contrast to Materials and Methods
healthy tissue,many adenocarcinomas,especiallymalignant
Hybridoma cells secreting specific MAb against CA1S_3
breast tumors, overexpress MUC1 in the form oi th" ,ri.rd".glycosylated molecule. lt can be found cln the entire cell sur- protein were generated by fusion of myeloma cells with
faceand substantialamounts are shed into the circulation.(3,a) splenorytesfrom mice immunized with CA15-3. The use of
This underglycosylatedf<rrmof MUC1 makesMUC1 a unioue animals and immunization protocol were approved by the
candidatefor therapy(tD and for use as a tumor marker.(d1o) Animal Care and Use Committee of the pacultv of Med-icine.
Malaya,Kuala Lumpur, Malaysia(FIS/0G/04/
A number ofassaysbasedon competitive or sandwich-type 9ly:ryity.t
.
immunoassayhave been employed to measure circulating 200elcsHlRl).
Ievels of MUC1 protein. B"qg a product of MUCI, breasi
associatedantigenCA15-3ptays an important role as a serum lmmunization
tumor marker in the managementof breast cancerpatients.
Immunizationwas carriedout basedon standardproto_
Although multiple serum-basedtumor markers ha,rebeen cols.(l1)
CA15-3(Sigma-Aldrich,
StLouis,MO) wasdissolved
describedfor breastcancer,not much work has been rlone in in
normal salirreand emulsifiedwith an equalvolume
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