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1. ABSTRACT

Mucins are of major interest in cell biology, not
only are they highly over-expressed in many
adenocarcinomas (up to 40-fold increase), but also have
important physiological function, and probably more to be
determined (1-3).  There is much information available on
mucins – doubtless because of their unusual structure being
heavily glycosylated, but also containing a repeat region
rich in the amino acids serine, threonine and proline. This
repeat region confers high immunogenicity of the mucins,
and as a result, many antibodies (Abs) have been made to
mucins of different species (4).  Furthermore, the
production of Abs led to the cloning of the cDNAs and
armed with these reagents (antibodies, cDNA and genomic
structures), advances in the knowledge of the structure and
function of mucins has been rapid, together with the
development of transgenic and gene knockout animals for
biological studies (1-9).  Here we describe monoclonal
antibodies (Mabs) made to the different mucins, including
Mucins 1-4, concentrating on human Mucin 1 (MUC1), to
variants of MUC1, to regions outside the VNTR of MUC1,
mouse Mucin1 (muc1), unusual features and cross reactions
of anti-MUC1 Mabs and Abs made by patients in clinical

trials. We will especially describe the Mabs produced in
our laboratory.

2. INTRODUCTION

As detailed elsewhere in this volume, mucins are
fascinating structures.  They are large heavily glycosylated
molecules which are transmembrane in nature, projecting a
long way from the cell surface.  However, they are not
typical Type I molecules as there is cleavage and
subsequent re-association of the molecules; large amounts
are secreted; there is a cytoplasmic tail which signals (but
to what is not as yet clear). Their function is said to be
protective, anti-bacterial, lubricating, signaling, none of
which appear to be altered in mice with MUC1 absent due
to gene knockout by homologous recombination (9-13).
However, such mice have a major defect in their immune
responses.  Much is known about mucins, but there is still a
lot to learn about them. MUC1 can be present in great
abundance – particularly in lactating breast, but also in
mucinous carcinomas, particularly of the breast, ovary, and
almost all types in the lung cancers  (including small
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Table 1. MAbs to MUC 1 and their epitopes. 1. See Table 3 for the amino acid sequences. 2. Not tested.  3. Could not be
determined by Pepscan method

Anti-HMFG
BC1 HMFG G2b APDTR
BC2 HMFG G1 APDTR
BC3 HMFG M APDTR
HMPV HMFG G1 APDTR
CC2 HMFG ND TF
CC3 HMFG G1 Lea

4B6 HMFG M DTR
HMFG1 HMFG G1 PDTR
HMFG2 HMFG G1 DTR
115D8 HMFG G2b Sialic acid dependent
SM3 Deglycosylated HMFG G1 PDTRP

Anti-tumor cells
3E1.2 Breast tumour tissue M N- glycolylneuraminic acid-containing tumour tissue
43 ZR-75 M H antigen containing
DF3 Metastatic tumour G1 TRPAPGS

Anti-VNTR peptide
BCP7 C-P13-321 2a VTSA
BCP8 C-P13-321 2b DTR
BCP9 C-P13-321 G1 GSTAP
BCP10 C-P13-321 M RPAP

Anti-non VNTR
peptide

D59 p51-701 NT2 NT2

A25 p51-701 NT2 NT2

Anti-fusion protein
VA1 MUC1 Fusion protein G1 DTRPA
VA2 MUC1 Fusion protein G1 APG

Anti-variant peptide
SEC1 Sec1 2b NT2

SEC2 Sec1 G1 NT2

SEC3 Sec1 M NT2

SP3.9 Sp111 G1 NT2

Anti-cytoplasmic tail
CT91 CT181 G1 NT2

CT1.53 CT181 G1 NT2

Anti-mouse muc1
M30 Mp26 M TSS
M70 Mp26 G1 TAVLSGTS
MFP25 muc1 fusion protein M LSGTSSP
MFP32 muc1 fusion protein M NA3

cell carcinoma) and in a proportion of colon cancers and
adenocarcinomas from other sites (14-18).  It is obvious
that not all these statements fit a pattern, and for that
reason, we consider that there are still more functions of
mucins to be determined.

The structure of mucins have been described in
detail elsewhere (1, 6), herein we will consider their basic
features of relevance for antibody production (tables 1, 2).
In regard to this, the molecules are heavily glycosylated
and have carbohydrates that are immunogenic, available for
Ab production; these are altered carbohydrates in structure
and amount (sometimes more, sometimes less), thus, new
epitopes on cancer cells are created.  Secondly,
glycosylation on the normal mucin can hide peptide
epitopes, which may become exposed due to the abberant
glycosylation of mucins on cancer cells.  Thirdly, mucins
contain a repeating region (VNTR-variable number of
tandem repeats) which is highly immunogenic and indeed
most Abs made to Mucins 1-4 (MUC1, MUC2, MUC3, and
MUC4) essentially react with amino acids within this
region.  In this review, we will also describe Abs which

react with other regions, other than VNTR, of human
MUC1. The immunogenic VNTR of MUC1 and of other
mucins has enabled the production of a number of Abs
which have been useful in histological studies, for the
biochemical description of the molecules and ultimately for
gene cloning using expression systems and detection by
polyclonal Abs.  Thus, the immunogenicity of mucins has
given them a favoured position in biology.  For this reason
there is much information available on mucins and it is
appropriate that many of the Abs be described together in
this review.

This review describes Mabs to human mucins
with a major focus on human MUC1 (as its description was
first and knowledge of it has accumulated faster than the
other mucins – this is not to indicate that it is more
important than the others).  In addition, a number of
variants of human MUC1 are described and some of the
unusual features found with Abs reacting with human
MUC1, such as cross reaction with sugars occurring in
mice and not humans, the unusual presentation of MUC1
peptides by MHC Class I molecules, making them the only
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Table 2. MAbs to MUC2, MUC3, MUC4 and their
epitopes.  1.  See table 3 for the sequences of peptides MI-
29, SIB-35 and M4.22.  2. Could not be determined by
Pepscan method

Mabs Immunogens1 Ig
Classes

Epitopes

Anti-MUC2
CCP31 MI29 A STTT
CCP37 MI29 G1 PTT
CCP58 MI29 G1 GTQTP

Anti-MUC3
M3.1 SIB35 2a SITTIE
M3.2 SIB35 2a ND2

M3.3 SIB35 G1 PFSTSS
Anti-MUC4

M4.171 M4.22 2a TPL
M4.275 M4.22 G1 PLPV

peptides detectable by Abs to date, when bound in the
MHC class I groove. In addition MUC1 Abs have been
useful for diagnostic and therapeutic studies.

3. UNIQUE FEATURES OF MUCINS FOR Mabs
PRODUCTION

Mucins are of interest as they appear to be altered
in both expression and structure in carcinomas. Thus far,
the cDNAs of human Mucins 1-12 (MUC1-12) have been
described (1, 5, 7, 19-29), particularly within the protein
core region; indeed, a feature of mucins is the occurrence
of a VNTR region, consisting of 24-507 repeated
nucleotides – repeated up to 100 times in the case of MUC1
(1-3).  Within this VNTR are multiples of serine, threonine
and proline residues, which tend to form highly
immunogenic hydrophilic regions with which monoclonal
and polyclonal Abs react; the latter were used for the
expression cloning of the mucin cDNAs.  While many anti-
MUC 1 Abs had previously been made by immunizing with
tumor cells or crude mucin preparations eg. human milk fat
globule membrane (HMFG) (17, 18, 30, 31), the cloning of
the cDNAs led to the elaboration of the protein sequence
and the synthesis of peptides which could be used to make
further Abs (32-34).

4. MABS TO MUC1

Many Mabs to MUC1 were reported in the
ISOBM TD-4 Workshop (4). Mabs can be made to
different immunogens and were initially produced using
breast cancer tissues, cancer cell lines or HMFG (a crude
product from human milk) (table 1) (14, 17, 18, 30, 31, 35).
The Mabs reacted with large heavily glycosylated
molecules with molecular weight, >200Kd.  The molecules
were not fully described until 1988 when the cDNA
sequence of MUC1 was reported and amino acid sequence
deduced. With the knowledge of the amino acid sequence
of MUC1, synthetic peptides were also used as antigens to
produce second generation Mabs (32, 36). Longer peptides
were also produced as fusion proteins (FP) (37). Currently
glycosylated peptides are being synthesised for the
production of Mabs; and the studies are in progress at
present. In addition as the protein core is exposed in cancer,

deglycosylated HMFG was prepared and used as an
antigen, and Mab SM-3 was generated and it was found to
be highly specific for cancer, as compared to Mabs
generated to HMFG (38).

4.1. Mab TO HMFG, tumour extracts, and Muc1
VNTR peptides

4.1.1. Mab to HMFG and tumor extracts
HMFG is a crude product from human milk. The

Mabs produced by immunization using HMFG include
HMFG1, HMFG2, 115D8, BC2 and BC3 (table 1). These
Mabs react strongly with malignant epithelial tissues, such
as breast, ovary, pancreas and with MUC1 in circulation.
These Mabs are not cancer specific as they also react with
normal epithelial tissues, such as, found in breast, kidney,
pancreas and stomach.  The tissue distribution is described
fully elsewhere (17, 18, 35). Some Mabs were produced
using primary or metastatic breast cancer extract, such as
DF3 and 3E1.2, which have similar reactivity with anti-
HMFG Mabs (39-41). Most of them were demonstrated to
be useful in serum test, imaging and immunochemistry
studies.

Core protein of HMFG after chemical treatment
to remove the peripheral oligosaccharides was also used for
the production of the Mab SM3. SM3 reacted with >90% of
breast cancer, but not with benign mammary tumors,
normal resting or lactating breast. The characterisation of
SM3 demonstrated that the epitope of SM3 appears to be
masked in normal cells and exposed in malignant cells, and
the glycosylation in malignant cells is aberrant.

4.1.2. Mabs to VNTR peptides
Our approach to produce Mabs was, (i) to

synthesize a peptide representing the whole sequence of
VNTR, with an extension into the next VNTR so that all
potential amino acid epitopes were represented (table 3);
(ii) to make a dimer peptide by adding a cysteine at the N-
terminus (cysteine can also be added to C- or both N-, or C-
termini to form a dimer or a ring form) in favour to form a
native construct (32, 42-44). The synthesized peptides were
conjugated to KLH using glutaraldehyde since the free
peptides (<15-mer) were poorly immunogenic (45).  To
immunize mice the conjugated peptides were emulsified
with equal volume of complete Freund's adjuvant. Mice
were injected intraperitoneally and further 2 injections were
given respectively after 4 and 6 weeks.  Hybridomas were
produced by the fusion of mouse myeloma cell line NS1,
and spleen cells from immunized mice (17, 46). Four Mabs
(BCP7, BCP8, BCP9, BCP10) were produced (tables 1, 3)
(32). BCP8, like anti-HMFG Mabs, reacted strongly with
most breast cancer and other adenocarcinomas, and less
strongly with normal tissues. Like anti-HMFG Mabs BCP8
reacted with HMFG, but more strongly with deglycosylated
HMFG, indicating threonine (T) in HMFG is exposed for
the binding site (DTR) of BCP8, ie. amino acid T in the
VNTR region is not always glycosylated (see 4.7). By
contrast BCP7, BCP9 and BCP10 did not react with
HMFG, but with deglycosylated HMFG, and BCP7 reacted
with breast cancer, but not with normal breast indicating
the anti-MUC1 peptide Mabs could be useful agent for
analysing the normal and malignant mucin (32).
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Table 3. Peptides used in the production of Mabs.  In the peptides of VNTR p1-24 and p13-32 the numbers refer to a 40 amino
acid sequence (2 repeats: PDTRPAPGSTAPPAHGVTSA PDTRPAPGSTAPPAHGVTSA) of the VNTR.  Other numbers (p51-
70 and p33-103) refer to the amino acid position in the published sequence

Mucins Peptides Amino acid sequences
MUC1

Splicing Peptide
• SP11 (CY)TEKNAFNSS

Secreting peptide
• Sec VSIGLSFPMLP

MUC1 VNTR
• C-p13-32 (C)PAHGVTSAPDTRPAPGSTAP

N terminus to VNTR
• p51-70 RSSVPSSTEKNAVSMTSSVL
• Fusion
Protein

p33-103

Cytoplasmic tail
• CT18 CSSLSYTNPAVVTTSANL

MUC2
• MI-29 KYPTTTPISTTTMVTPTPTPTGTQTPTTT

MUC3
• SIB-35 CHSTPSFTSSITTTETTSHSTPSFTSSITTTETTS

MUC4
• M4.22 CTSSASTGHATPLPVTDTSSAS

Mouse muc-1 CTSSPATRAPEDSTSTAVLSGTSSPA

Producing FP is an alternative way to make a
long non-glycosylated peptide, which is immunogenic and
can satisfactorily be used as an antigen. A human fusion
protein (hFP) containing a glutathione-S-transferase and 5
VNTR repeats of MUC1 was produced in E. coli.  The 5
VNTR repeats can be cleaved from GST using the site-
specific protease factor X. Two Mabs (VA1 and VA2) to
MUC1 VNTR FP were produced (37, 47, 48). VA1 reacted
weakly with normal breast tissues, whereas VA2 was non-
reactive, but both VA1 and VA2 reacted strongly with
breast and other cancers. VA1 reacted weakly with
glycosylated but strongly with deglycosylated HMFG,
indicating its epitope was masked in normal mucin.

4.2. Mab to non-vntr region of Muc1
Two Mabs D59 and A25 were produced to a N-

terminal peptide p51-70 (tables 1, 3), which reacted with
p51-70 and a fusion protein corresponding to amino acids
31-103 (including 51-70 sequence) to the N terminus of the
VNTR region of MUC1. Both Mabs were non-reactive
with native MUC1, such as HMFG and tissues, suggesting
the epitopes are masked by carbohydrates. To date, these
Abs have not been proven to be particularly useful.

4.3. Mab to cytoplasmic tail of Muc1
Two Mabs CT91 and CT1.53 were produced by
immunizing rats and muc1 o/o mice using peptide CT18,
which contains the last 17 amino acids of human MUC1
cytoplasmic tail, a highly conserved domain among in
several species (49). These 2 Mabs reacted with the
cytoplasmic peptide CT18 and also with native mucins
expressed on human malignant tissues, such as breast, lung
and colon cancer. Like anti-VNTR peptide Mabs, CT91
and CT1.53 reacted with normal epithelial tissues, such as,
stomach and kidney, but were weak or non-reactive with

normal breast. There is 88% homology (15 of 17 amino
acids) in the cytoplasmic region of murine muc1 and
human MUC1.  CT91 and CT1.53 reacted with murine
epithelial tissues, such as breast, kidney, lung, pancreas and
stomach. CT91 was successfully used in tyrosine
phosphorylation studies indicating it is a useful reagent in
the study of MUC1 signal transduction (11).

4.4. Mabs to a Muc1 splice variant lacking VNTR
A peptide SP11 (CYTEKNAFNSS) was made

from the sequence of a unique mRNA transcript (tables 1,
3), (unpublished results). The first part of the peptide was
derived from amino acids 58-62 of the MUC1 sequence
(TEKNA) and second part from 343-346 (FNSS). C and Y
were added at the N-terminus for potential conjugation (C)
and radioactive iodination (Y).  A Mab SP3.9 (IgG1) to
peptide SP11 was produced which was reactive with the
unique "bridging" peptide SP11 but not with other peptides
from N- or C-terminus or within the VNTR of MUC1 (12).
In addition, on fresh tissue sections SP3.9 was reactive with
normal breast; formalin fixed tissues were non-reactive.  In
normal breast, staining was found only in secretions within
the ducts, normal duct epithelial cells were negative. Colon,
pancreas, salivary gland, stomach, kidney, liver, and lung
showed no staining.  In general, carcinoma tissues gave
similar results, no or weak staining of cells and some
staining of secretions.  However, gastric carcinoma showed
cytoplasmic staining, a possible variant due to the
neoplastic process.  Cancers of the breast, colon and lung
were non-reactive as were cell lines.  Thus, only native
molecules in secretions were reactive, such as human milk,
but no inhibition was obtained with HMFG in an inhibition
ELISA assay. Some inhibition was noted with normal
human serum (3/3 samples), and breast cancer serum (1/3
samples), but not with the serum of other species, such as
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rabbit, pig, mouse and cow. The studies indicate that the
splice form is mainly expressed in secretions and could be
of potential use in serum diagnostic test and in nipple
discharges for diagnosis.

4.5. Mabs to secreted variants of human Muc1
Superimposed on the basic structure of mucins are

different forms of MUC1, imposed by the alternate splicing of
different exons (7, 50).  Nucleotide sequencing of cDNA and
genomic clones encoding MUC1 has revealed the existence of
at least two alternative mRNA species presumed to be
generated by alternative splicing of a single precursor
transcript (7).  Translation of the two species is expected to
result in two polypeptides that share a common secretion
signal sequence, N-terminus and a repeat array, but which
differ in their C-terminus regions (50).  The two predicted
alternative forms of MUC1 are (a) one anchored at the cell
surface, and (b) a second form secreted from the cell
(sMUC1).  The first cDNA is of traditional form which
contains a hydrophobic transmembrane sequence preceding a
cytoplasmic tail.  The second, coding for a potential secreted
form, is of interest, and contains a short stretch of 10
hydrophobic amino acids located 48 amino acids upstream of
the carboxyl terminus. From its length and hydrophilicity
profile (51), it was concluded, that this region probably does
not act as a transmembrane domain, and that sMUC1 is likely
to be secreted from the cell (7).

We have developed 3 Mabs [SEC-1 (IgG2b),
SEC-2 (IgG1) and SEC-3 (IgM)] to the secreted form of
MUC1 (sMUC1), the definition being by means of anti-
peptide Abs made to the unique sequence
(SEMVSIGLSFPMLP) which occurs only in sMUC1
(tables 1, 3). The anti-sMUC1 peptide Abs reacted with the
immunizing peptide, normal and malignant tissues as well
as breast cancer cell lines.  They also reacted with human
milk although HMFG was non-reactive, presumably due to
the peptide epitope being hidden within the globule.
However following deglycosylation, the HMFG became
positive. Normal breast, colon and rectum tissues gave the
strongest reactions, mainly staining the secretions within
the glands.  Cancer tissues of colon and breast were also
positive and staining was observed particularly within the
inner luminal membrane of the glands.  Other tissues from
diseases of the bowel were also positive and the Mabs
could also be of importance in other diseases than cancer.
The presence of sMUC1 in secretions was examined by an
inhibition ELISA wherein different components were used
to inhibit the binding of the antibody to peptide. (i) The
greatest inhibition was found with human milk obtained
from two individuals; (ii) normal human serum also gave
inhibition, as did breast cancer serum; (iii) the T47D cell
lysate also gave inhibition, as did its supernatant.  The
breast cancer cell line MCF7 cell lysate and supernatant
gave no inhibition. HMFG gave no inhibition, but after
deglycosylation there was.  Thus, sMUC1 is found
predominantly in milk distinct from HMFG and in lesser
amounts in serum and cells.

4.6. Epitope mapping of Mabs
Most epitopes of the Mabs could be determined

by overlapping peptides. In our studies 6-8 overlapping

peptides were synthesized on polyethylene pins to map the
minimum epitope of the Mabs to the mucins (Pepscan)
(Cambridge Research Biochemicals, Cambridge, UK), (43,
52) (table 1).  For MUC1 Mabs twenty overlapping 6-mer
peptides of MUC1 VNTR eg. PDTRPA, DTRPAP,
TRPAPG, ......  APDTRP were made to map the MUC1
Mabs epitopes (table 2). It should be noted that not all of
the Mab epitopes could be determined by Pepscan, as there
are four types of epitopes of Mabs: (i) carbohydrate; (ii)
peptide; (iii) peptide and carbohydrate; and (iv) tertiary
structure. Among them only type (ii) and (iii) can be
determined by the Pepscan method. It was found that the
epitopes of anti-MUC1 Mabs produced by HMFG were: (i)
carbohydrate, such as 43 and 3E1.2, ie. the Mabs did not
show any reaction with overlapping peptides nor
deglycosylated HMFG; but react with H antigen or N-
glycolylneuraminic acid containing carbohydrate
respectively (4, 53). Other carbohydrate epitopes, such as
Thomsen Friedenreich (TF), sialated lacto-N-fucopentaose
III, and sial-Lex glycolipid were also demonstrated (4).  (ii)
peptide, mainly within the VNTR region. A number of
epitopes scattered within the VNTR region, have also been
mapped for some Mabs including (BCP7, BCP9, BCP10,
VA1 and VA2) which were produced by peptide and FP
immunizations (tables 1, 3). This clearly indicated that
regions outside the APDTR within the VNTR region are
also immunogenic; (iii) peptide and carbohydrate, such as
BC1, BC2 and BC3, which reacted with HMFG stronger
than peptide or deglycocylated HMFG and (iv) tertiary
structure, as some Mabs produced by FP or peptide could
not be determined by Pepscan. This was not evident with
the anti-MUC1 Mabs, but was found with MUC3 Mab
M3.3 (see below) (33).

4.7. Role of glycosylation in Mab
Due to the glycosylation, mainly O-glycosylation

in MUC1 molecules the Mabs reacted differently with
MUC1. Some Mabs, such as 4B6 give better reaction with
APDTR when the T is glycosylated ~ at least better on
HMFG.  Other Mabs, such as BCP8 (made to synthetic
peptide ie. non-glycosylated) react better with the peptide,
ie. Mabs react best with their immunogen (32, 54). An
interesting finding is the substitution of the amino acids in
the Mabs' epitopes with other amino acids.  The Mab 4B6,
produced by HMFG with epitope DTR, can have T
substituted by almost every other amino acid, leads to
conclude that T is not “relevant” – probably as it is
glycosylated. However, BCP8, produced by immunization
with peptide, with the same epitope DTR, the T can not be
substituted by any amino acid. It clearly demonstrates that
the amino acid T is not involved in 4B6, but it is crucial in
the BCP8 epitope. Both 4B6 and BCP8 reacted with
HMFG and cancer tissues, indicating that this T in the
VNTR of normal and cancer mucin is not entirely
glycosylated.

4.8. Muc1 APDTR is not unique to Muc1
APDTR is the dominant immunogenic region in

the VNTR as most Mabs produced are reactive with
APDTR. However, APDTR motif is not unique in MUC1,
as there are several proteins found with this epitope.  The
apoptosis regulator BCL-w and Guanine nucleotide-
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Table 4. Affinity, association and dissociation constants for
BC2 and hCTMO1 on MUC1 transfectant 3T3-MUC1

BC2   hCTMO1

4oC
Kass (M-1s-1) 2.40x103 9.05x103

Kdiss (s-1) 8.08x10-5 4.49x10-5

Kaff (M-1) 2.97x107 2.01x10

37oC
Kass (M-1s-1) 2.26x103 6.04x103

Kdiss (s-1) 1.65x10-4 2.33x10-4

Kaff (M-1) 1.36x10-7 2.60x10-7

Epitope Recognised APDTR RPAP
Internalisation (%) 10-15 71
in vitro cytotoxicity(M) 1.7x10-7 1.7x10-7

Tumour Uptake (24hr) 18 68
(% injected dose/gm)
Tumor Inhibition
(%Control Tumor Size)

25 45

binding protein, that contain the identical APDTR sequence
found in a search for protein homology using SWISS-
PROT. Molecular modelling of the 3 molecules shows the
APDTR is situated on the surface, suggesting the APDTR
may be involved in the function of these molecules. The
APDTR amino acids are also found in rat (Guanine
nucleotide-binding protein beta subunit), norcardia
lactamdurans (ACV synthetase), E. coli
(hydroxyperoxidase II), mycoplasma genitalium (cell
division protein FTSH homolog), mycoplasma pneumoniae
(cell division protein FTSH homolog), mycobacterium
tuberculosis (phosphoribosylformylglycinamidine synthase
II), phanerochase chrysosporium (anthranilate synthase
component II), human cytomegalovirus (hypothetical
protein UL30), bovine leukemia virus (hypothetical PXBL-
1 protein) and saccharomyces cerevisiae (hypothetical
128.1 Kd protein).  Potential cross-reactions should be
taken into account when assays with MUC1 Mabs are
performed.

4.9. Unusual features of Muc1 VNTR peptide binding to
MHC class I molecules

We have demonstrated that peptides
SAPDTRPA, SAPDTRPAP from the MUC1 VNTR, to be
presented by H-2Kb and HLA-A2 and the overlapping
peptides RPAPGSTAP, PAPGSTAPG, APGSTAPGS to be
presented by H-2Db to bind with low affinity and not to
contain the anchor motifs, but can induce CTL (36, 55). We
have demonstrated that anti-VNTR peptide Mabs can bind
to the mid and C-terminal regions of SAPDTRPAP bound
to H-2Kb and HLA-A2 and to the mid region of
APGSTAPPA bound to H-2Db (51). Molecular modeling
suggested that the mid (DT) and C-terminal (PAP) regions
of SAPDTRPAP and the mid region of the peptide
APGSTAPPA peptides looped out of the binding groove
and hence accessible to anti-peptide Abs (51). In addition,
the same Mabs which bind to the peptide whilst in the
MHC class I groove, inhibit CTL lysis, thus such Mabs
could be used to detect peptide MHC complexes in tissues

as well as in cytotoxic assays. We have recently described
the crystal structure of SAPDTRPA bound to MHC class I
H-2Kb with some novel observations. [Apostolopoulos et
al., submitted Immunity; also described in another chapter
in this volume].

4.10. Mabs TO Muc1 for imaging and therapy
The uptake of various Abs in tumors in mice

ranges from 10-50% injected dose/gm and in humans ~
0.01%.   There are numerous factors that contribute to the
effective localization of Abs to tumors in vivo including
size of Abs, epitope detected, antigen density and affinity
(57).  In this section we will consider MUC1 Mabs in
imaging and therapy particularly the effect of their affinity.

We have previously described the affinity as
being the single most important factor for the efficient
localization of Abs in vivo (57, 58).  In this study the tumor
localization of a series of 125I-labelled Mabs against the
same antigen (Ly-2.1) with different affinities was
measured as the % injected dose/gm.  The maximum
injected dose/gm for each Mab paralleled the magnitude of
the affinity constant with greatest tumour accumulation by
the Mab with the greatest affinity and the lowest tumor
accumulation by the lowest affinity Mab.  Furthermore, the
affinity of one of the Mabs was 23 fold lower at 37°C
compared to the affinity at 4°C.  It is therefore important
that affinities be done at 37°C, the temperature at which
imaging will be done in vivo. In a study comparing the
localization and therapy the value of two MUC1 Mabs,
BC2 and hCTMO1 were compared; it was found that rather
than the absolute value of affinity the relative magnitude of
the components of affinity, association and dissociation
constants is important (59).  The Mabs BC2 and hCTMO1
had similar affinities at 37°C of 1.36x107 and 2.6x107 M-1

but with tumor accumulation of 18% and 68% injected
dose/gm respectively (Table 4) which should translate to
better imaging by the hCTMO1 Mab.  The major difference
between the two Mabs was the association rate at 37°C of
hCTMO1 (6.04x103 M-1s-1) which was ~3 times greater
than that of BC2 (2.26x103 M-1 s-1).  The internalization of
both Mabs to tumor cells was also studied.  The hCTMO1
was vastly superior to the BC2 Mab in that 71% of the
hCTMO1 was internalized while only 10-15% of BC2 was
internalized.  The reason was this is that when both Mabs
were bound to MUC1 on the cell surface at 4°C and then
warmed to 37°C, the BC2 dissociates rapidly from the cell
surface and is not efficiently internalized.  Both Mabs were
conjugated with idarubicin and tested for in vitro cytotoxic
activity against MUC1+ve tumour cells in a 24 hr [3H]-
thymidine uptake assay.  Both conjugates were active in
vitro, however, in vivo tumor inhibition of Ida-hCTMO1
was much greater than Ida-BC2 with inhibition of tumor
growth by 45 and 25% respectively.  Thus, for cellular
antigens, particularly MUC1 the off rate (dissociation) is
critical for their evaluation.

4.11. Cross reaction of MUC1 with natural Mabs
In mice, MUC1 VNTR conjugated to oxidised

mannan induces CD8+ CTL, high CTLp, low Abs and is
accompanied with features of a T1 response with INF-
gamma, IL-12 and not IL-4 or IL-10 (47, 60-62). Because



Antibodies to Mucins

1290

of the ability to generate CTL in preclinical studies in mice,
patients were immunized with MUC1 VNTR (5 repeats)
conjugated to oxidised mannan in a phase I clinical study.
In humans, 3/10 of patients made CTL restricted to HLA-
A2, 4/15 patients generated T cell proliferative responses
who were HLA-A1, DR3 and HLA-B8. A striking feature
however, was the predominant Ab response where 13/25
patients made high titer Abs (63). Thus, in mice, mannan-
MUC1 induced strong cellular responses whereas in
humans, mannan-MUC1 generated predominantly Ab
responses.

It became evident that natural anti-Gal-
alpha(1,3)Gal Abs present in humans could bind to MUC1
peptide. It was therefore considered that anti-Gal-
alpha(1,3)Gal Abs bound to the injected MUC1 to form
immune complexes and therefore diverted the immune
response to Ab rather than CTL (64, 65). We demonstrated
that species which have anti-Gal-alpha(1,3)Gal Abs
(humans, monkeys and chickens) developed strong Ab and
weak/no CTL, and, species which expressed Gal-
alpha(1,3)Gal, thus having no anti-Gal-alpha(1,3)Gal Abs
(mice, MUC1 transgenic mice, rats) developed no/weak
Abs and strong CTL (17, 18). In addition, Gal-
alpha(1,3)Gal knockout mice, which, like humans have
anti-Gal-alpha(1,3)Gal Abs, generated strong Ab responses
and no CTL, whereas control, C57BL/6 mice generated the
opposite response. This finding was important in that it
ruled out the problem with immunization of different
species, but the differences were due to the expression of
Gal-alpha(1,3)Gal antigen expression and/or presence of
anti-Gal-alpha(1,3)Gal Abs within each species.
Furthermore, macrophages pulsed with mannan-MUC1 and
injected into Gal-alpha(1,3)Gal knockout mice, now
generated CTL and not Ab and this could be deviated back
to strong Ab responses by incubating mannan-MUC1 and
macrophages in the presence of serum containing Gal-
alpha(1,3)Gal Abs (64, 65). Hence, the presence of cross-
reactive Abs present in humans could explain the difference
for the deviation of the immune response from
predominantly cellular in mice to predominantly Ab in
humans. It is clear that future clinical trials with MUC1
VNTR should be towards in vitro pulsing of antigen
presenting cells and this concept should be taken into
account with other immunotherapeutic approaches, where
cross reactive Abs may exist and deviate the immune
response to an unwanted response.

4.12. Human anti-Muc1 Abs
MUC1 is not only highly immunogenic in mice

in regards to Abs, but it is also immunogenic in humans.
The isolation of human single-chain Fv Abs from a naive
human Ab library clearly demonstrated that there are anti-
MUC1 Abs to self antigen MUC1 (66). Abs were detected
from B cell clones which were obtained from draining
lymph nodes of patients with ovarian cancer (67, 68).
Increased levels of anti-MUC1 Abs and Ab-antigen
complexes were found in epithelial carcinomas which may
favor the prognosis of breast cancer (69-71). However,
more studies are required to confirm this.

It is of interest that patients receiving MUC1
VNTR made Abs (IgG1 and IgM isotypes) to a variety of

VNTR epitopes ~ but the relevance of this to their cancer
MUC1 is not clear (63).  Most of the Abs reacted to the
epitopes STAPPAHG and PAPGSTAP. There was no
reaction with native MUC1. It is likely that cancer MUC1
is glycosylated (see above) and the Abs made reacted with
immunogen, but not with the native MUC1.

Interestingly, in this study, APDTR, the
predominant epitope in mice was not found to be the
predominant epitope in humans immunized with mannan-
MUC1. This indicates that APDTR being exposed in
cancer is not immunogenic upon peptide immunization,
whereas the other VNTR non-exposed (hidden) regions are
highly immunogenic in humans.

5. MABS TO MOUSE MUC1

Murine and human mucin 1 molecules share a
basic structure with significant protein homology: there is
an extracellular region with 59-62% protein identity, a
repeat region with 34% protein identity, and highly
conserved transmembrane and cytoplasmic domains (87%
identity in both to mouse). The cloning of the cDNAs has
also led to the production of murine mucin 1 (muc1)
deficient mice (o/o), which show no particular phenotype
compared with normal litter mates, except for a delayed
progression of transplanted mammary tumors (9). Mouse
muc1 tandem repeat region consists of 16 degenerate
tandem repeats with 20-21 amino acids for each repeat.
Peptide Mp26 is a part of tandem repeats 2 and 3, and was
synthesized (table 3). A mouse fusion protein (mFP)
containing 550 bp of the mouse tandem repeat region, was
produced using the bacterial expression vector pGEX-2T,
into which a mouse cDNA clone, pMUC2TR, was inserted
in the correct reading frame and orientation (6, 49). Mp26,
mFP and CT18 were used for the immunization to produce
Mabs using both muc1 o/o mice and rats. Only Mab
CT1.53 against cytoplasmic tail was produced from muc1
o/o mice (see 4.3), and other 4 anti-muc1 Mabs (Mabs M30
and M70 against Mp26, and MFP25, MFP32 against mFP)
were produced from rats (table 1). The 4 Mabs reacted
specifically with muc1 peptides and tissues, however some
cross reactivity with other mucin derived peptides was
noted, particularly those containing the amino acid
sequence TSS. Three different epitopes (TSS, TAVLSGTS,
and LSGTSSP) of the Mabs M30, M70 and MFP25 were
detected. The Mabs reacted with mucin containing murine
tissues such as breast, stomach, colon, ovary, kidney, and
pancreas, and the staining patterns were similar to those
found in humans.  Of interest was the detection of the muc1
on lymphocytes by some of the Abs - alluded to in the past
(37), but not clearly described. The reactivity of these Mabs
with lymphocytes in tissue sections could be seen, thus,
mucins are also lymphocyte cell surface molecules as
recently described in human lymphocytes and called
CD227. Indeed, mucins bear some resemblance to adhesion
molecules such as sialoadhesin, (12, 13).  The Mabs should
prove valuable reagents when studying differentiation and
expression in glandular tissues of the mouse and the
ontogeny of mucin secreting tumors.

The epitopes of the anti-muc1 Mabs are entirely
different from anti-human MUC1 as the homology between
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them is only 34% in the tandem repeat. The epitopes of
anti-mouse muc1 Mabs were mapped as TSS (M30);
TAVLSGTS (M70); and LSGTSSP (MFP25) using mouse
muc1 overlapping peptides, derived from Mp26 (Spicer et
al, 1991). The epitope for Mab MFP32 could not be
determined. The sequences of the three epitopes detected
were overlapped, and in particular we note that the epitopes
detected by MFP25 and M30, contain the common TSS
sequence.

6. MABS TO HUMAN MUC2, MUC3 AND MUC4

So far 12 different mucin genes have been cloned
and most full length cDNA obtained (1, 3, 23-29). To study
mucins, Mabs have been instrumental reagents in
characterization, biochemical and functional experiments.
However, there are some difficulties to produce purified
mucins for the production of Mabs. Synthetic peptide
technology has made it possible to generate Mabs to a
variety of antigens, including mucins (45, 52, 72) (tables 2,
3). One drawback however, is that Mabs can be generated
which only react to the immunizing peptide and not to the
native molecule. In our laboratory MUC2, MUC3 and
MUC4 VNTR peptides were made according their VNTR
sequences (tables 2 and 4) (32-34, 73) MI29 derived from
the MUC2 VNTR gene, consists of one repeat unit of 23
amino acids and part of the next repeat of four amino acids
PTTT; and SIB35, derived from the MUC3 VNTR gene,
containing two repeat units of 17 amino acids (33); M4.22,
derived from MUC4 VNTR gene (34), corresponding to the
thirty first and thirty eighth repeat (16 amino acids) and
part of the next repeat (5 amino acids, TSSAS). Mabs to
MUC2, MUC3 and MUC4 were produced using these
synthetic peptides. Anti-MUC2 peptide Mabs CCP58,
CCP31 and CCP37 were generated which reacted with both
normal small and large intestine, weakly with stomach, but
did not react with other normal tissues, indicating the Mabs
to MUC2 are relatively specific to the gastrointestinal tract.
The MUC2 Mabs also reacted strongly with colon cancer
tissues and with less extent to other malignant diseases,
such as breast cancer. The anti-MUC3 Mabs reacted with
malignant intestine, but also with small and large intestines,
and to a lesser extent with breast, lung and salivary gland
tissues. There was no reaction with other normal tissues.
Both anti-MUC2 and MUC3 Mabs showed the MUC2 and
MUC3 are high molecular weight (>200Kd) glycoproteins
(19-21, 33, 34, 73).

The cDNA of mucin 4 (MUC 4) has been cloned
from human tracheo-bronchial cDNA library and the Mabs
produced reacted with normal tracheo-bronchial mucosa.
Two anti-MUC4 Mabs M4.171 and M4275 were produced
which reacted strongly with lung cancer tissues,
particularly adeno- and squamous cell carcinomas, but not
with normal lung tissues by immunoperoxidase staining,
indicating the glycosylation of MUC4 may be aberrant in
lung cancer (protein core exposed). In addition, the Mabs
reacted with normal colon. By western blotting MUC 4 was
determined to have a molecular weight of 180Kd.

The epitopes of anti-MUC2, MUC3 and MUC4
Mabs were also determined by the Pepscan method.

Overlapping 6-mer peptides corresponding to the VNTR
regions of MUC2, MUC3, MUC 4 were also synthesized
by the Pepscan method. The epitopes of Mabs to MUC2 are
STTT, PTT and GTQTP for CCP31, CCP37 and CCP58
respectively.  Mabs to MUC3, M3.1 and M3.3 reacted with
epitopes SITTTE and PSFTSS respectively.  M3.2 did not
react with any of the 6-mer peptides, even though it reacted
with the full length MUC3 VNTR. The epitopes of MUC4
Mabs M4.171 and M4.275 were determined as TPL and
PLPV respectively. From the mapped epitopes it clearly
showed that the number of amino acids of the epitopes
varied from 2 – 6amino acids. The maximum number of
amino acids could be 12 amino acids as demonstrated in the
MUC1 Mab workshop.

7. SERUM TESTS USING Mabs FOR CLINICAL
APPLICATION

Due to up-regulation of MUC1 during cancer (up
to 100 fold) it has been noted that MUC1 is shed into the
serum by the cancer cells and can be detected by anti-
MUC1 Mabs. A combination of the Mabs was tested and a
number of serum assays were developed and are used in the
clinic. Most assays showed the potential to predict
prognosis, distinguish benign and malignant disease,
indicate a response to therapy, or predict recurrence.
Amongst all the different assays developed, CASA (cancer
associated serum antigen) assay used Mabs BC2 and BC3,
showed good reproducibility, sensitivity and specificity
(74). CASA levels were significantly elevated in the serum
of patients with breast, ovary, lung and bladder tumors, but
not in those with benign conditions of these organs or
pancreatic or colon cancers. When used in combination
with the non-mucin CA125 assay the sensitivity and
specificity could be improved. The percentage of detection
of recurrence rate from 65% of patients with ovarian cancer
increased to 80% when used in conjunction with CA125
(74).  CA-15.3, using 2 Mabs DF3 and 115D8 in a
sandwich test also showed the application in the monitoring
the epithelial carcinomas (75, 76).  Although great efforts
have been made to develop assays using Mabs to MUC2
and MUC3 for colon cancer and MUC4 for lung cancer but
there was little success.

8. PERSPECTIVE

Mabs to different mucins have been described –
mouse and human mucin 1 and MUC2, MUC3 and MUC4.
Most Abs are to the highly immunogenic VNTR of these
mucins – they are a few to carbohydrates and some to other
regions, particularly of MUC1. The Abs to mucins have
been particularly useful in clearing tissue distribution on
tissue sections and in the cloning of the genes – here they
reacted with the repeat regions to isolate the cDNAs. Some
Abs have proven useful to demonstrate useful isoforms and
others in vitro as well as cellular signalling. Thus far anti-
mucin Abs have not proven to be particular useful for
serum tests for diagnosis, but for monitoring could be of
value (eg CA-15.3 and CASA); or for imaging. For
therapeutic value, immunoconjugates are currently being
examined. Abs to mucins have played a key role in the
discovery of mucins and elucidating their structure and
function.



Antibodies to Mucins

1292

9. REFERENCES

1. Gendler J. D & A. P. Spicer: Epithelial mucin genes.
Annu. Rev. Physio. 265, 607-634 (1995)

2. McKenzie I. F. C & P. X. Xing: Mucins in breast cancer:
Recent immunological advances.  Cancer Cells 2, 75-78
(1990)

3. Hilkens J, M. J. Ligtenberg, H. L. Vos & S. V. Litvinov:
Cell membrane-associated mucins and their adhesion-
modulating property. Trends Biochem Sci. 17, 359-363
(1992)

4. Price MR, P. D. Rye, E. Petrakou, A. Murray, K. Brady,
S. Imai, S. Haga, Y. Kiyozuka, D. Schol, M. F.
Meulenbroek, F. G. Snijdewint, S. von Mensdorff-Pouilly,
R. A. Verstraeten, P. Kenemans, A. Blockzjil, K. Nilsson,
O. Nilsson, M. Reddish, M. R. Suresh, R. R. Koganty, S.
Fortier, L. Baronic, A. Berg, M. B. Longenecker & J.
Hilgers: Summary report on the ISOBM TD-4 Workshop:
analysis of 56 monoclonal antibodies against the MUC1
mucin. Tumour Biol 19 Suppl 1, 1-20 (1998)

5. Lightenberg M. J. L, H. L Vos, A. C. M. Gennissen & J.
Hilkens: Episialin, a carcinoma mucin, is generated by a
polymorphic gene encoding splice variants with alternative
amino-termini.  J Biol Chem 265,5573-5578 (1990)

6. Spicer A. P, G. Parry, S. Patton & S. J. Gendler:
Molecular cloning and analysis of the mouse homologue of
the tumor-associated mucin, MUC1, reveals conservation
of potential O-glycosylation sites, transmembrane, and
cytoplasmic domains and a loss of minisatellite-like
polymorphism.  J Bio. Chem 266, 15099-15109 (1991)

7. Wreschner D. H, M. Hareuveni, I. Tsarfaty, N.
Smorodinsky, J. Horev, J. Zaretsky, P. Kotkes, M. Weiss,
R. Lathe, A. Dion  & I. Keydar: Human epithelial tumor
antigen cDNA sequences - differential splicing may
generate multiple protein forms.  Eur .J. Biochem 189, 463-
474 (1990)

8. Peat N, S. J. Gendler, N. Lalani, T. Duhig & J. Taylor-
Papadimitriou: Tissue-specific expression of a human
polymorphic epithelial mucin (MUC1) in transgenic mice.
Cancer Res 52, 1954-1960 (1992)

9. Spicer AP, Rowse GJ, Lidner TK, Gendler SJ. Delayed
mammary tumor progression in Muc-1 null mice. J Biol
Chem 270, 30093-30101 (1995)

10. Wegner C. C, X. Zhou, Z. M. Ding, M. T. Kuo & D. D.
Carson: Tyrosine kinase inhibition decreases Muc-1
expression in mouse epithelial cells. J Cell Physiol 170,
200-208 (1997)

11. Meerzaman D, P. X. Xing, & K. C. Kim: Construction
and characterization of a chimeric receptor containing the
cytoplasmic domain of MUC1 mucin. Am J Physiol Lung
Cell Mol Physiol 278, 625-629 (2000)

12. Regimbald L. H, L. M. Pilarski, B. M. Longenecker, M.
A. Reddish, G. Zimmermann & J. C. Hugh: The breast
mucin MUCI as a novel adhesion ligand for endothelial
intercellular adhesion molecule 1 in breast cancer. Cancer
Res 56, 4244-4249 (1996)

13. Wesseling J, S. W. van der Valk & J. Hilkens: A
mechanism for inhibition of E-cadherin-mediated cell-cell
adhesion by the membrane-associated mucin
episialin/MUC1. Mol Biol Cell 7, 565-577 (1996)

14. Ceriani R. L, J. A. Peterson, R. Lee JY, Moncada & E.
W. Blank: Characterisation of cell surface antigens of
human mammary epithelial cells with monoclonal
antibodies prepared against human milk fat globule.  Somat
Cell Genet 9,415-427 (1983)

15. Hollingsworth M. A, J. M. Strawhecker, T. C. Caffrey,
& D. R. Mack: Expression of MUC1, MUC2, MUC3, and
MUC 4 mucin mRNAs in human pancreatic and intestinal
tumor cell lines.  Int J Cancer 57, 198-203 (1994)

16. Ogata S, H. Uehara & S. H. Itzkowitz: Mucin gene
expression in colonic tissues and cell lines. Cancer Res 52,
5971-5978 (1992)

17. Xing P-X, J. J. Tjandra, S. A. Stacker, J. G. Teh, C. H.
Thompson, P. J. McLaughlin & I. F. C. McKenzie:
Monoclonal antibodies reactive with mucin expressed in
breast cancer.  Immunol. Cel. Biol 67, 183-185 (1989)

18. Taylor-Papadimitriou J, J. A. Peterson, J. Arklie, J.
Burchell, R. L. Ceriani, & W. F. Bodmer: Monoclonal
antibodies to epithelium-specific components of the human
milk fat globule membrane: production and reaction with
cells in culture. Int J Cancer 28, 17-21 (1981)

19. Gum J. R, J. C. Byrd, J. W. Hicks, N. W. Toribara, D.
T. A. Lamport, & Y. S. Kind: Molecular cloning of human
intestinal mucin cDNAs: Sequence analysis and evidence
for genetic polymorphism.  J. Biol. Chem 264, 6480-6487
(1989)

20. Gum J. R, J. W. Hicks, D. M. Swallow, R. L. Lagace, J.
E. Byrd, D. T. A. Lamport, B. Siddick & Y. S. Kim:
Molecular cloning of cDNAs derived from a novel human
intestinal mucin gene.  Biochem. Biophy. Res. Comm171,
407-415 (1990)

21. Prochet N, N. Van Cong, J. Dufosse, J. P. Audie, V.
Guyonnet-Duperat, M. S. Gross, C. Denis, P. Degand, A.
Bernhelum & J. P. Aubert: Molecular cloning and
chromosomal localization of a novel human tracheo-
bronchial mucin cDNA containing tandemly repeated
sequences of 48 base pairs. Biochem. Biophys. Res.
Commun 175, 414-422 (1991)

22. Reis C. A, L. David, P. A Nielsen, H. Clausen, K.
Mirgorodskaya, P. Roepstorff & M. Sobrinho-Simoes:
Immunohistochemical study of MUC5AC expression in
human gastric carcinomas using a novel monoclonal
antibody. Int J Cancer 74, 112-121 (1997)



Antibodies to Mucins

1293

23. Meezaman D, P. Charles, E. Daskal, M.
Polymeropoulos H, B. M. Martin & M. C. Rose: Cloning
and analysis of cDNA encoding a major airway
glycoprotein, human tracheobronchial mucin (MUC5). J
Biol Chem 269, 12932-12939 (1994)

24. Toribara N.W, A. M. Roberton, S. B. Ho, W. L. Kuo,
E. Gum, J. W. Hicks, J. R. Gum Jr, J. C. Byrd, B. Siddiki &
Y. S. Kim: Human gastric mucin. Identification of a unique
species by expression cloning. J Biol Chem 268, 5879-5885
(1993)

25. Bobek L. A, H. Tsai, A. R. Biesbrock & M. J. Levine:
Molecular cloning, sequence, and specificity of expression
of the gene encoding the low molecular weight human
salivary mucin (MUC7). J Biol Chem 268, 20563-20569
(1993)

26. Shankar V, M. S. Glimore, R. C. Elkins & G. P.
Sachdev:  A novel human airway mucin cDNA encodes a
protein with unique tandem-repeat organization.  Biochem J
300 (Pt 2), 295-298 (1994)

27. Lapensee L, Y. Paquette & G. Bleau: Allelic
polymorphism and chromosomal localization of the human
oviductin gene (MUC9). Fertil Steril 68, 702-708 (1997)

28. Denny P. C, L. Mirels, & P. A. Denny: Mouse
Submandibular Gland Salivary Apomucin Contains
Repeated N-Glycosylation Sites. Glycobiology 6, 43-50
(1996)

29. Williams S. J, M. A. McGuckin, D. C. Gotley, H. J.
Eyre, G. R. Sutherland, T. M. Antalis: Two novel mucin
genes down-regulated in colorectal cancer identified by
differential display. Cancer Res 59, 4083-4089 (1999)

30. Jarasch E, G. Bruder, T. W. Keenan & W. W. Franke:
Redox constituents in milk fat globule membranes and
rough endoplasmic reticulum from lactating mammary
gland. J. Cell Biol 73, 223-241 (1977)

31. Shimizu M & K. Yamauchi: Isolation and
characterization of mucin-like glycoprotein in human milk
fat globule membrane. J Biochem (Tokyo) 91, 515-524
(1982)

32. Xing P-X, J. Prenzoska, K. Quelch & I. F. C.
McKenzie: Second generation anti-MUC1 peptide
monoclonal antibodies.  Cancer Res. 52, 2310-2317 (1992)

33. Apostolopoulos V, P-X.  Xing & I. F. C. McKenzie:
Second generation MUC3 peptide monoclonal antibodies
reactive with colon cancer. J Gastroenterology and
Hepatology 10, 555-561 (1995)

34. Xing P-X, P. Prenzoska, V. Apostolopoulos & I. F. C.
McKenzie: Monoclonal antibodies to a MUC 4 synthetic
peptide reactive with lung cancer.  Int. J. Oncol 11, 289-
295 (1997)

35. Hilkens J, Buijs F, Hilgers J, Hageman P, Calafat J,
Sonnenberg A, van der Valk M. Monoclonal antibodies

against human milk-fat globule membranes detecting
differentiation antigens of the mammary gland and its
tumors. Int J Cancer 34, 197-206 (1984)

36. Merrifield R.B: Automated synthesis of peptides.
Science, Wash. DC. 150, 178-185 (1965)

37. Apostolopoulos V, P-X. Xing, J. A. Trapani & I. F. C.
McKenzie: Production of anti-breast cancer monoclonal
antibodies using a glutathione-S-transferase-MUC1
bacterial fusion protein. Br. J. Cancer 67, 713-720 (1993)

38. Burchell J, S. Gendler, J. Taylor-Papadimitriou, A.
Girling, A. Lewis, R. Millis R, D. Lamport: Development
and characterization of breast cancer reactive monoclonal
antibodies directed to the core protein of the human milk
mucin. Cancer Res 47,5476-5482 (1987)

39. Kufe D. W, G. Inghirami, M. Abe, D. F. Hayes, W. H.
Justi & I. Schlom Differential reactivity of a novel
monoclonal antibody (DF3) with human malignant versus
benign breast tumors. Hybridoma 3, 223-232 (1984)

40. Sekine H, T. Ohno & D. W. Kufe DW:  Purification
and characterisation of a high molecular weight
glycoprotein detectable in human milk and breast
carcinoma. J Immunol 135, 3610-3615 (1985)

41. Stacker S. A, C. Thompson, C. Riglar & I. F. C.
McKenzie: A new breast carcinoma antigen defined by a
monoclonal antibody. J Natl Cancer Ins 75, 801-811
(1985)

42. Hopp T. P & K. R. Woods:  A computer program for
predicting protein antigenic determinants.  Mol Immunol
20,483-489 (1983)

43. Kent S. B. H & L. E. A. Hood: A novel approach to
automated peptide synthesis based on new insights into
solid phase chemistry. In Peptides chemistry 1984
(Izumiya, N., ed.)  pp217-222.Osaka,Japan. Protein
Research Foundation (1985)

44. Xing P-X, K. Reynolds, J. J. Tjandra, X. L. Tang & I.
F. C. McKenzie: Synthetic peptides reactive with anti-
human milk fat globule membrane.  Cancer Res 50, 89-96
(1990)

45. Briand J. P, S. Muller & M. H. V. Van Regenmorted:
Synthetic peptides as antigens: pitfalls of conjugation
methods.  J. Immunol. Meth 78, 59-69 (1985)

46. E Harlow & D Lane: Antibodies: A laboratory manual.
Cold spring Harbor Laboratory, (1988)

47. Apostolopoulos V, G. A. Pietersz & I. F. C. McKenzie:
Cell-mediated immune responses to MUC1 fusion protein
coupled to mannan. Vaccine 14, 930-938 (1996)

48. Smith D. B & K. S. Jonson: Single-step purification of
polypeptides expressed in Escherichia coli as fusions with
glutathione S-transferase. Gene 67, 31-40 (1988)



Antibodies to Mucins

1294

49. Xing P-X, C. Lees, J. Lodding, J. Prenzoska, G. Poulos,
M. Sandrin, S. Gendler & I. F. C. McKenzie: Mouse mucin
1 (muc1) defined by monoclonal antibodies. Int. J. Cancer
76,875-883 (1998)

50. Hareuveni M, D. H. Wreschner, M. P. Kieny, K. Dott,
C. Gautier, C. Tomasetto, I. Keydar, P. Chambon & R.
Lathe: Vaccinia recombinants expressing secreted and
transmembrane forms of breast-associated epithelial
tumour antigen (ETA). Vaccine 9, 618-626 (1991)

51. Apostolopoulos V, G. Chelvanayagam, P. X. Xing & I.
F. C. McKenzie: Anti-MUC1 antibodies react directly with
MUC1 peptides presented by class I H2 and HLA-A2
molecules. J. Immunol 161, 767-775, (1998)

52. Geysen H. M, S. J. Rodda, T. J. Mason, T. S. Tribbick
& P. G. Schoofs: Strategies for epitope analysis using
peptide synthesis.  J Immun Meth 102, 259-274 (1988)

53. Devine P. L, B. A. Clark, G. W. Birrell, G. T. Layton,
B. G. Ward, P. F. Alewood & I. F. C. McKenzie: The
breast tumor-associated epitope defined by monoclonal
antibody 3E1.2 is an O-linked mucin carbohydrate
containing N-Glycosylneuraminic acid. 51, 5820-5836
(1991)

54. Xing P-X, J. Prenzoska & I. F. C. McKenzie: Epitope
mapping of anti-breast and anti-ovarian mucin monoclonal
antibodies. Molecular Immunol 29, 641-650 (1991)
55. Apostolopoulos V, V. Karanikas, J. S. Haurum & I. F.
C. McKenzie: Induction of HLA-A2-restricted CTLs to the
mucin 1 human breast cancer antigen. J Immunol 159,
5211-5218  (1997)

56. Apostolopoulos V, J. Haurum & I. F. C. McKenzie:
MUC1 peptide epitopes associated with five different H-2
class I molecules. Eur J Immunol 27, 2579-2587 (1997)

57. Johnstone R.W, S. M. Andrew, P. M. Hogarth, G. A.
Pietersz & I. F. C. McKenzie: The effect of temperature on
the binding kinetics and equilibrium constants of
monoclonal antibodies to cell surface antigens.  Mol.
Immunol 27, 327-333 (1990)

58. Andrew S.M, R. W. Johnstone, S. M. Russell, I. F. C.
McKenzie, & G. A.  Pietersz: A comparison of in vitro cell
binding characteristics of four monoclonal antibodies and
their individual tumor localization properties in mice.
Cancer Res 50, 4423-4428 (1990)

59. Pietersz G.A, L. Wenjun, K. Krauer, T. Baker, D.
Wreschner & I. F. C. McKenzie: Comparison of the
biological properties of two anti-mucin antibodies for
imaging and therapy. Cancer Immunol. Immunother  44,
323-328 (1997)

60. Apostolopoulos V, G. A. Pietersz, B. E. Loveland, M.
S. Sandrin & I. F. C. McKenzie: Oxidative/reductive
conjugation of mannan to antigen selects for T1 or T2
immune responses. Proc Natl Acad Sci USA 92, 10128-
10132 (1995)

61. Pietersz G. A, L. Wenjun, V. Popovski, J. A. Caruana,
V. Apostolopoulos V & I. F. C.  McKenzie: Parameters in
using mannan-fusion protein (M-FP) to induce cellular
immunity. Cancer Immunol Immunother 45, 321-326
(1998)

62. Lofthouse S. A, V. Apostolopoulos, G. A. Pietersz  & I.
F. C. McKenzie: Induction of T1 (CTL) and/or T2
(antibody) response to a mucin-1 tumour antigen. Vaccine
15, 1586-1593 (1997)

63. Karanikas V, L. Hwang, J. Pearson, C. S. Ong, V.
Apostolopoulos H.Vaughan, P. X. Xing, G. Jamieson, G.
A. Pietersz, B. Tait, R. Broadbent, G. Thynne, I. F. C.
McKenzie: Antibody and T cell responses of patients with
adenocarcinoma immunised with mannan-MUC1 fusion
protein. J Clinical Invest 100, 2783-2792 (1997)

64. Apostolopoulos V, C. Osinski & I. F. C. McKenzie:
MUC1 cross reactive Gal? (1,3)Gal antibodies in humans
switch immune responses from cellular to humoral. Nature
Med 4, 315-320 (1998)

65. Apostolopoulos V, M. S. Sandrin & I. F. C. McKenzie:
Mimics and cross reactions of relevance to tumour
immunotherapy. Vaccine 18, 268-275, (1999)

66. Henderikx P, M. Kandilogiannaki, C. Petrarca, S. von
Mensdorff-Pouilly, J. H. Hilgers, E. Krambovitis, J.W.
Arends & H.R. Hoogenboom: Human single-chain Fv
antibodies to MUC1 core peptide selected from phage
display libraries recognize unique epitopes and
predominantly bind adenocarcinoma. Cancer Res 58, 4324-
4232 (1998)

67. Petrarca C, B. Casalino, S. von Mensdorff-Pouilly, A.
Rughetti, H. Rahimi, G. Scambia, J. Hilgers, L. Frati &M.
Nuti: Isolation of MUC1-primed B lymphocytes from
tumour-draining lymph nodes by immunomagnetic beads.
Cancer Immunol Immunother 47, 272-277 (1999)

68. Petrarca C, A. Rughetti, H. Rahimi, F. D'Agostini, V.
Turchi, C. A. Ghetti, G. Scambia, L. Frati & M. Nuti:
Human antibodies against the polymorphic epithelial mucin
in ovarian cancer patients recognise a novel sequence in the
tandem repeat region. Eur J Cancer 32A, 2155-2163
(1996)

69. von Mensdorff-Pouilly S, M. M. Gourevitch, P.
Kenemans, A. A. Verstraeten, G. J. van Kamp, A. Kok, K.
van Uffelen, F. G. Snijdewint, M. A. Paul, S. Meijer & J.
Hilgers: An enzyme-linked immunosorbent assay for the
measurement of circulating antibodies to polymorphic
epithelial mucin (MUC1). Tumour Biol 19, 186-195 (1998)

70. von Mensdorff-Pouilly S, M. M. Gourevitch, P.
Kenemans, A. A. Verstraeten, S. V. Litvinov, G. J. van
Kamp, S. Meijer, J. Vermorken & J. Hilgers: Humoral
immune response to polymorphic epithelial mucin (MUC-
1) in patients with. benign and malignant breast tumours.
Eur J Cancer 32A, 1325-1331 (1996)



Antibodies to Mucins

1295

71. Gourevitch M. M, S. von Mensdorff-Pouilly, S. V.
Litvinov, P. Kenemans, G. J. van Kamp, A. A. Verstraeten
& J. Hilgers: Polymorphic epithelial mucin (MUC-1)-
containing circulating immune complexes in carcinoma
patients. Br J Cancer 72, 934-938 (1995)

72. Hopp T: Computer prediction of protein surface
features and antigenic determinants in molecular basis of
cancer. Part B. Alan R.Liss. New York p367, (1985)

73. Xing P-X, J. Prenzoska, G. T. Layton, P. Devine & I. F.
C. McKenzie:  Second-generation monoclonal antibodies to
intestinal MUC2 peptides reactive with colon cancer.  J
Natl Cancer Inst 84, 699-703 (1992)

74. Devine P. L, McGuckin MA, Ramm LE, Ward BG, Pee
D, Long S. Serum mucin antigens CASA and MSA in
tumors of the breast, ovary, lung, pancreas, bladder, colon,
and prostate. A blind trial with 420 patients. Cancer 72,
2007-2015 (1993)

75. Odagiri E, K. Jibiki, M. Takeda, H. Sugimura, C.
Iwachika, Y. Abe, K. Kihara, Y. Kihara, M. Itou & T.
Nomura: Effect of hemodialysis on the concentration of the
seven tumor markers carcinoembryonic antigen, alpha-
fetoprotein, squamous cell carcinoma-related antigen,
neuron-specific enolase, CA 125, CA 19-9 and CA 15-3 in
uremic patients. Am J Nephrol 11, 363-368 (1991)

76. Eskelinen M, V. Kataja, E. Hamalainen, V. M. Kosma,
I. Penttila, E. Alhava: Serum tumour markers CEA, AFP,
CA 15-3, TPS and Neu in diagnosis of breast cancer.
Anticancer Res 17(2B), 1231-1234 (1997)

Key words: Mucin, Muc1, Muc2, Muc3, Muc4,
Monoclonal Antibody, Epitope, Peptide, Imaging, Review

Send correspondence to: Dr Ian F C McKenzie, The
Austin Research Institute, Austin and Repatriation Medical
Centre, Studley Road, Heidelberg 3084, Australia,
Tel: 61-3-9287-0666, Fax:61-3-9287-0601, E-mail:
i.mckenzie@ari.unimelb.edu.au


