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ABSTRACT

M6 molecule is a leukocyte surface antigen. Preliminary studies
indicated that it is a member of the immunoglobulin superfamily. This
molecule is broadly expressed on haematopoietic cell lines and is a lym-
phocyte activation associated molecule. In the transmembrane region
contains a glutamic acid interrupted between hydrophobic stretch. This
feature is usually found in membrane proteins which always associate to
other proteins and function as a signal transducing protein. Therefore, it -
is interesting to study the function of the M6 molecule. In this study,
monoclonal antibodies against M6 molecule were generated. These mo-
noclonal antibodies were then used for the study of cellular expression of
M6 molecule on haematopoietic cell lines, peripheral blood leukocytes
and activated lymphocytes, and the functional analysis of M6 molecule
involving cell proliferation. .

For the production of monoclonal antibodies against M6 molecule,
the erythroid/myeloid cell line K~562 was injected into a Balb/c mouse.
Then, spleen cells from the immunized mouse and mouse myeloma were
fused by the conventional hybridoma method. After that, hybrids which
produced anti-M6 antibody were screened by M6 transfected COS cells.
Two hybridoma clones, 1B9 and 2Gl11, produced anti-M6 monoclonal
antibodies were obtained. These monoclonal antibodies were then used
for the expression study of M6 molecule on haematopoietic cell lines
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including myeloid cell line U-937, T cell lines Sup-T1 and Molt-4, B cell
lines Daudi and erythroid/myeloid cell lines K-562, by using the indirect
immunofluorescence technique. It was found that all tested cells express
M6 molecule on their cell surface. A cellular expression study of M6
molecule on peripheral blood leukocytes containing monocytes and
lymphocytes isolated from 9 healthy donors, and granulocytes isolated
from 4 healthy donors were tested by the same method. It was found that
monocytes expressed a high quantity of M6 molecule, but lymphocytes
and granulocytes barely expressed M6 molecule.

PBMC isolated from 3 healthy donors were activated with PHA (2.0
pg/ml). In addition, PBMC isolated from 2 PPD positive donors were
activated with PPD (30 pg/ml). These activated PBMC were then studied
for the expression of M6 molecule. It was found that PHA and PPD acti-
vated lymphocytes showed an increased M6 expression compared to
non-activated cells. The expression of M6 molecule on activated cells
was time dependent manner.

PBMC isolated from 3 healthy donors were cultured with PHA in
the presence or absence of anti-M6 monoclonal antibodies. After 3 days
activation, [*H]Jthymidine incorporation was determined. It was found
that both anti-M6 mAb 1B9 and 211 inhibited the proliferation of PHA
activated PBMC significantly (p < 0.05). By the same method as PBMC,
but using K-562 and Molt-4 cell lines, both anti-M6 mAb, 1B9 and
2Gl1, clearly have the inhibitory effect on the proliferation of both cell
lines.

In conclusion, this study demonstrated that, the M6 molecule is a
leukocyte surface molecule found on all tested haematopoietic cell lines
and activated lymphocytes. Anti-M6 monoclonal antibodies inhibit pro-
liferation of PHA activated lymphocytes and cell lines. M6 molecule
might function as a signal transducing molecule, or might be an unclassi-
fied growth factor receptor with a function involving in cell proliferation.
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