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Abstract— az-macroglobulin (a:-M) has been shown to have a variety of activities. One of those
activities is the suppression of immune response. Characterization of the immunosuppressive factor
secreted by a T cell hybridoma showed that a:-M was produced and secreted from the T cell
hybridoma. a:-M was produced abundantly from the T cell hybridoma when cultured as ascites.
The isolation and identification of the a=-M were studied using affinity chromatography and N-
terminal amino acid sequencing. The extended observations were that the a-M produced by the
T cell hybridoma suppresses mixed lymphocyte reaction.
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Fig. 1—Polyacrylamide gel electrophoresis of the as-
citic fluid. Ascitic fluids of T cell hybridoma
(lane 1) and B cell hybridoma (lane 2) were
reduced, and subjected to 8% SDS-PAGE.
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Fig. 2—Western blot analysis of the ascitic fluid and
cell culture supernatant of the T cell hybri-
doma. A: Ascitic fluids (approximately 15 ug
of protein) of T cell hybridoma (lane 1) and B
cell hybridoma (lane 2), and normal mouse
serum (50 pg of protein, lane 3) were subjected
to immunoblot analysis as described in the
text. B: The cell culture supernatant was co-
ncentrated with Centricon Microconcentrator
(MWCO0=100,000) to 1/10 of original volume.
For immunoblot analysis, 20 u/ of the concen-
trated supernatant was used.
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Fig. 3—Western blot analysis of different tissues. Di-
fferent tissues of BALB/c mouse were homo-
genized in PBS containing 1mM of phenyl-
methylsulphoylfluoride, centrifuged, and the
supernatants (50 pg of protein) were subjected
to immunoblot analysis. Lane 1, liver; lane 2,
spleen; lane 3, thymus; lane 4, placenta.
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Fig. 4—Purification by Sephacryl S-300 gel-filtration
chromatography. To the ascitic fluid of the T
cell hybridoma, ammonium sulfate was added
to 40% saturation, and the resulting precipi-
tates were separated by Sephacryl S-300 gel-
filtration chromatography. + indicates fractions
positive in dot-ELISA for 163 Kd protein.
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Table I—Suppression of mixed lymphocyte reaction by
the purified protein.

Addition to . Stimulation %
cultures(mg/miy CPMx+ SD Index  Suppression
None 12,450+ 753 1.00 0

10 4,014+ 420 0.32 68
2 6,885+ 582 0.55 45
0.5 9,186+ 645 0.74 26
0.1 11,308+ 978 091 9
0.05 12,190+ 872 0.98 2

‘Indicated amounts of the 750 Kd protein isolated from
the ascitic fluid of the T cell hybridoma were added
to cultures of mixed lymphocytes. Spleen cells of
BALB/c mice (1.5X10°%/well) were used as effector
cells and mitomycin C-treated spleen cells of C57BL/6
mice (2.0X1¢°/well) were used as stimulator cells.
Mixed lymphocytes were cultured for 3 days.

»The magnitude of lymphoblastogenesis was determi-
ned by *H-thymidine uptake, and expressed as mean
+ SD.
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Residue number 1 2 3 4 56 7 8 9 10

163 Kd protein Ala-Thr-Ala-Lys-Pro-GIn-Tyr-Val-Val-Leu-

M-AMG Ala-Thr-Ala-Lys-Pro-GIn-Tyr-Val-Val-Leu-

Fig. 5—Amino acid sequences of the 163 Kd peptide.
From the SDS-PAGE, 163 Kd peptide was elu-
ted, and the N-terminal amino acid sequences
were determined. Amino acid sequences of
mouse qg-macroglobulin(M-AMG) was cited
from Hudson et al ?V.
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