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Human interferon-y was more effective than interferon-p or -a in stimulating
production of immunoassociated antigens; HLA-A, -B, and -C; and B,-microglob-
ulin in human M14 and Namalva cells. The comparison was made on the basis of
antiviral units, and the stimulation could be abolished by treatment of the
interferon-y preparation with pH 2 or anti-interferon-y serum.

The interferon (IFN) system has a number of
important functions in the host, among which
antiviral, cell-modulating, and immunoreg-
ulatory activities are the most documented (12,
13, 22, 23). At least three antigenically distinct
types of IFN have been identified so far: a,
produced by B or natural killer cells; B, pro-
duced by fibroblast and epithelial cells; and v,
produced by sensitized or mitogen-activated T
lymphocytes. There are indications that the anti-
viral effects, as well as the effects on other
cellular functions, may be activated by the three
types of IFN through different mechanisms of
action (6, 10, 24). Moreover, IFN-y is a more
potent mediator of antitumor and anticellular
activities than IFN-«a and -B (10, 24-26).

It has been previously shown that IFN-a and
-B enhance the expression of class I products
(HLA-A, -B, and -C) of the major histocompati-
bility complex (MHC; 7, 9, 14, 15, 18). We have
also found that class II products (immunoasso-
ciated antigens [Ia]) can be affected by IFN-B in
human cells (3, 7).

This study shows that MHC expression is also
enhanced by IFN-y and that the action of IFN-y,
as determined on the basis of antiviral units, is
up to 200 times more potent than the actions of
other types of IFN.

MATERIALS AND METHODS

Cells. We used human melanoma cells (M14), hu-
man diploid cell strains derived from embryonic skin
and muscle (E,SM), and human B lymphoblastoid
cells (Namalva). E,SM and Namalva cells were main-
tained in Eagle minimum essential medium (Flow
Laboratories, Inc., Irvine, Scotland) supplemented with
10 and 15% fetal calf serum, respectively. M14 cells
were maintained in RPMI 1640 medium (Flow Labora-
tories) supplemented with 10% fetal calf serum.

IFNs. Partially purified IFN-a (specific activity, 10°
IU/mg of protein) was obtained from G. B. Rossi,
Istituto Superiore di Sanita, Rome. Partially purified
IFN-B (specific activity, 10° IU/mg of protein) was
produced in E;SM cells and processed as previously
described (7). We also used samples of human IFN-g
purified to homogeneity (preparation no. 34370) and an
anti-human IFN-B goat serum (preparation no. 925)
kindly provided by A. Billiau, Rega Institute, Leuven,
Belgium. The serum was raised against pure human
IFN-B; its titer against 10 IU of human IFN-8 per mi
was 10~7. Crude IFN-y was prepared from peripheral
blood leukocytes obtained from healthy donors and
subjected to Ficoll-Hypaque gradient sedimentation.
Activation was performed as previously described (11)
with 0.2 pg of staphylococcal enterotoxin B per ml per
10° cells or by treatment for 30 min at 24°C with 10 IU
of galactose oxidase (Worthington Diagnostics, Free-
hold, N.J.), per ml per 107 cells (5). We also used
samples of partially purified IFN-y (specific activity,
10° IU/mg of protein), a gift of J. Vilcek, New York,
which was induced by tetradecanoil phorbol-acetate-
phytohemagglutinin treatment (31). Rabbit antiserum
against partially purified human IFN-y was a gift of M.
De Ley, Rega Institute, Leuven, Belgium. Its titer
against 10 U of IFN-y per ml was 1073 (4). Throughout
this paper, the amounts of IFN-a, -B, and -y are
referred to in terms of antiviral activity. IFNs were
titrated on E;SM cells with vesicular stomatitis virus
(VSV) as the challenge virus as previously described
(7). In our study, 1 U of IFN-a corresponds to 0.5 IU
and 1 U of IFN-B corresponds to 2 IU; no standard is
available so far for IFN-y.

In a typical experiment, cells were seeded at half the
saturation density in the presence or absence of IFN.
After 48 h, cells were washed twice with phosphate-
buffered saline and lysed with 75 mM Tris-hydrochlo-
ride, pH 7.8, containing 2% Renex-30 (30). Parallel
cultures were trypsinized and counted; cell viability
was always higher than 90%. The antiviral state of
each culture was determined by VSV titer reduction,
as described previously (7).
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Radioimmunoassay. (i) '*’I-labeled antigens. Purified
B,-microglobulin (B,-m) was provided by N. Tanigaki,
Buffalo, N.Y. It showed a single 12,000-dalton band on
electrophoretic analysis. Papain-solubilized HLA-A,
-B, and -C antigens were prepared from lymphoid
RPMI 1788 cells (19). On electrophoretic analysis, the
antigens showed only two bands of 34,000 and 12,000
daltons. Separation of the heavy and light polypep-
tides was done by acid dissociation of the material (1).
Detergent-purified human Ia molecules were obtained
from Renex-30-solubilized membranes of U698M cells
as previously described (29, 30). Ia preparations, de-
void of HLA-A, -B, and -C and B,-m molecules (28),
showed the two-band pattern (27,000 and 34,000 dal-
tons) typical of Ia molecules on electrophoretic analy-
sis. Labeling of the antigens was performed as previ-
ously described (19, 30).

(i) Inhibitors. Cell lysates were used as inhibitors in
the radioimmunoassay. Cells were washed twice with
phosphate-buffered saline and resuspended in 75 mM
Tris-hydrochloride, pH 7.8, containing 2% Renex-30.

(iii) Antisera. Rabbit anti-human Ia serum, raised
against glycoproteins of Daudi cells, was used. It was
directed against both « and B Ia subunits (27). Rabbit
serum against human HLA-A, -B, and -C was raised
against purified antigens of RPMI 1788 cells as previ-
ously described (21). Both antisera were provided by
N. Tanigaki. Rabbit anti-human B,-m serum was
raised against a purified preparation of human ,-m as
previously described (20).

Radioimmunoassay procedure. The direct binding
test was used in the radioimmunoassay (29). Antise-
rum dilutions were chosen so as to obtain about 60% of
maximum binding in the absence of the inhibitor. Each
inhibitor was tested in different amounts as described
previously (29). Controls without inhibitor and with
normal serum instead of antiserum were included in
each assay. Percent inhibition was expressed by the
following formula:

cpm bound with inhibitor — cpm bound by normal rabbit serum
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of HLA-A, -B, and -C and B,-m expression that
reached a plateau two to three times base levels
after treatment with 1,000 to 5,000 U/ml, as
previously reported (3, 7). Only IFN-B was
effective in enhancing Ia expression in M14
cells; the enhancement was slightly evident at up
to 1,000 U/ml and reached a plateau that was
two times base levels at 5,000 U/ml. With IFN-
v, like IFN-a and -B, the expression of all three
antigens increased in a dose-dependent manner
to two to three times base levels. However, the
effects of IFN-y were evident at doses signifi-
cantly lower than those of IFN-a and -B.

We compared the efficacies of the three types
of IFN in enhancement of MHC product expres-
sion. To do this, we calculated the IFN concen-
tration that caused an enhancement correspond-
ing to 50% of the maximal effect obtainable with
any IFN (P/2 value). Furthermore, we extended
the studies to Namalva lymphoblastoid cells.
Data obtained for M14 and Namalva cells are
reported in Table 1. With M14 cells, IFN-a and
-B had similar potencies in enhancing HLA-A,
-B, and -C and B,-m expression (P/2, 650 and 500
U/ml, respectively, for HLA-A, -B, and -C and
830 U/ml [both IFNs] for B,-m). For la expres-
sion, IFN-a was ineffective in M14 cells. IFN-vy
appeared to be 32 times more potent than IFN-8
in this respect, and 14 to 16 times more effective
than IFN-B and -a in enhancing expression of
HLA-A, -B, and -C. In the case of B,-m expres-
sion in M14 cells, only a fivefold difference in
P/2 values was found between IFN-y and IFN-a
or -B.

Data for Namalva cells were consistent with

- cpm bound without inhibitor — cpm bound by normal rabbit serum

The amount of inhibitor causing 50% inhibition in the
radioimmunoassay was considered 1 50% inhibition
unit (IUso). It must be pointed out that the IUsqs of the
three products tested are arbitrary units and therefore
not comparable to one another. For B,-m, 1 IUso
corresponds to 0.6 ng. An M14 cell lysate expressing
all three antigens was used as a standard sample in
each radioimmunoassay. In four experiments, the co-
efficient of variation (standard deviation/mean) never
exceeded 15% for each antigen tested. No correction
of the experimental values obtained in different experi-
ments was therefore carried out.

RESULTS

Differential effects of IFN-a, -B, and -y on
MHC expression. M14 cells were treated for 48 h
with graduated amounts of IFN-a, -8, or -y; the
cellular contents of MHC products were deter-
mined as described above. Results of a repre-
sentative experiment are reported in Fig. 1.
IFN-a and -B caused a dose-dependent increase

X 100.

those obtained for M14 cells, and differences in
potency were even more pronounced. In all
three instances, the P/2 values of IFN-y were
100 to 200 times lower than those of IFN-a and
-B. It is noteworthy that in Namalva cells, Ia
expression was also stimulated by treatment
with IFN-a.

IFN-vy: effects on MHC expression and virus
replication, as compared with effects of IFN-f.
We compared the extent of MHC expression
enhancement by IFN-y and -B preparations of
various degrees of purity. IFN-B enhanced Ia
expression regardless of the presence of contam-
inants, because pure IFN-B exerted the same
effect as crude (data not shown) and partially
purified IFN (Table 2). The results of seven
experiments with 5,000 U of partially purified
IFN-B per ml were analyzed by Student’s ¢ test,
and the result was 0.01 > P > 0.001. In addition,
the effect was abolished by monospecific anti-
IFN-B serum. All of these findings paralleled the
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FIG. 1. MHC expression in M14 cells treated with IFN-a, -B, and -y. Cells were treated for 48 h with
graduated amounts of IFN and then assayed by radioimmunoassay for Ia (A), HLA-A, -B, and -C (B), and B,-m

(C). Symbols: A, IFN-a; B, IFN-8; @, IFN-y.

establishment of the antiviral state (Table 2).
Similar results were obtained for crude and
partially purified IFN-y preparations. The re-
sults of six experiments with 200 U of crude
IFN-vy per ml were analyzed by Student’s ¢ test,
and the result was P < 0.001. Furthermore,
treatment with pH 2 or with anti-IFN-y serum
completely abolished the enhancement of Ia
expression. The antiviral state followed the ad-
dition of active IFN-y under various experimen-
tal conditions (Table 2). HLA-A, -B, and -C and
B2,-m expression paralleled Ia expression (data
not shown). We can exclude the possibility that
the enhancing effect was due to interleukin 2
(IL2), a frequent contaminant of IFN-y prepara-
tions. In fact, treatment with partially purified
IL2 did not enhance MHC expression (data not
shown), at least at the IL2 level generally pre-
sent in IFN-y preparations.

As for the antiviral state observed under the
various experimental conditions (Table 2), it
appears that (i) both crude and purified prepara-
tions of either IFN-B or -y were able to inhibit
VSV replication to the same extent, (ii) inhibi-

TABLE 1. Effects of IFN-qa, -8, and -y preparations
on MHC expression in M14 and Namalva cells

IFN P/2 value (U/ml)

Cell line IFN type HLA-A, -B,

and -C Brm

Mi14 a >10,000 650 750
B 2,450 500 750

¥ 75 40 140

Namalva a 2,000 4,000 2,000
B 1,800 4,000 2,000

Y 20 20 20

tion was reversed by preincubating either IFN
with a specific antiserum or treating IFN-y with
acid, and (iii) the extent of virus inhibition was
lower in IFN-vy-treated cultures than in IFN-B-
treated cultures. In fact, treatment with IFN-g
inhibited VSV replication almost 4 logs, whereas

TABLE 2. Ia expression and VSV titer in M14 cells
treated with IFN-B or -y

Ia .
T expression VSV titer
reatment (IU /105 (log PFU/
cells)? mh)”
None 38 7.9
IFN-B
200 U/ml, partially purified 37 4.1
5,000 U/ml, partially purified 85 3.5
5,000 U/ml, pure 79 3.3
5,000 U/ml, pure, + anti- 36 8.0
IFN-B serum®
IFN-y
200 U/ml, crude 73 6.5
1,000 U/ml, crude 78 6.5
200 U/ml, partially purified 85 6.6
200 U/ml, crude, + anti-IFN- 39 7.8
v serum? ;
200 U/ml, crude; acid (pH 2)° 41 7.9

¢ Cells were harvested 48 h after seeding and as-
sayed by radioimmunoassay.

b Cells were washed three times with phosphate-
buffered saline and infected with VSV (5 PFU per cell)
24 h after seeding. Virus was collected after 20 h and
titrated by plaque assay on mouse 1.929 cells.

¢ IFN-B was preincubated with a 10-fold excess of
anti-human IFN-8 serum at 4°C for 90 min.

¢ IFN-y was preincubated with a fourfold excess of
anti-human IFN-y serum at 4°C for 90 min.

¢ IFN-y was exposed to acid at 4°C for 120 min.
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IFN-y was able to reduce VSV titers only up to
1.5 to 2 logs. This reduced protection against
VSV infection was also observed in other cell
lines (data not shown) and is consistent with
data in literature (24).

DISCUSSION

Previous studies have shown that IFN-a and
-B enhance the expression of class I (HLA-A,
-B, and -C) (7, 14, 15, 18) and class II (Ia) (3, 7)
antigens, as well as that of ,-m (3, 7, 9, 14). The
present study shows that MHC expression can
also be stimulated in a dose-dependent manner
by IFN-vy. Using antiviral units as a measure, we
determined that IFN-y was significantly more
effective than IFN-a and -8, as indicated by the
findings that the dose-response curves for IFN-y
were steeper than those obtained for IFN-a and
-B (Fig. 1) and the IFN-y P/2 values were up to
200 times lower, in terms of conventional antivi-
ral units, than those of the other IFN types.

The possibility that the MHC expression-en-
hancing effect and higher potency of IFN-y
preparations are due to the presence of contami-
nants is minimal, since the same effect has been
observed with preparations of IFN-y obtained
from different sources, induced by different mi-
togens, and having different degrees of purity.
Moreover, the effect is completely abolished by
treatment with acid (pH 2) or antiserum to IFN-
v (Table 2).

It has been shown that Ia, HLA-A, -B, and -C,
and B,-m play an important role in triggering and
controlling immune responses (8, 17). For in-
stance, Ia molecules are likely to be products of
immune response (Ir) genes (16), and HLA-A,
-B, and -C are involved in T-lymphocyte killing
of virus-infected cells (32). IFNs are among the
soluble mediators synthesized during immune
responses and, in turn, have immunoregulatory
properties (reviewed in reference 25). In this
respect, IFN-y has been demonstrated to be the
most potent modulator (25, 26). The present
study shows that IFN-y is also the most effective
in enhancing MHC expression, whereas its anti-
viral properties are lower than those of IFN-a
and -B, at least with respect to VSV replication.

All of these findings support the argument that
IFN-y plays a major role in the modulation of
various components involved in the immune
system. Moreover, our findings suggest that the
immunoregulatory activities of IFNs are mediat-
ed, at least in part, by the regulation of MHC
expression.

ACKNOWLEDGMENTS

This work was supported in part by grants 82.00297.96 and
82.00397.96 from Consiglio Nazionale delle Ricerche, Pro-
getto Finalizzato Controllo della Crescita Neoplastica, and by
Istituto Pasteur, Fondazione Cenci Bolognetti.

MHC MODULATION BY IFN-y 175

We are indebted to R. Tosi, F. Dianzani and G. B. Rossi for
reading the manuscript and to O. Acuto for providing IL2.

LITERATURE CITED

1. Appella, E., N. Tanigaki, T. Fairwell, and D. Pressman.
1976. Partial amino acid sequence of the heavy chains of
human HLA histocompatibility antigens. Biochem.
Biophys. Res. Commun. 71:286-292.

2. Blalock, J. E., J. A. Georgiades, M. P. Langford, and
H. M. Johnson. 1980. Purified immune interferon has
more potent anticellular activity than fibroblast or leuko-
cyte interferon. Cell. Immunol. 49:390-394.

3. Capobianchi, M. R., F. Ameglio, A. Dolei, and R. Tosi.
1982. Expression of MHC products in human cell lines
treated with interferons, p. 485-487. In R. F. Revoltella,
G. M. Pontieri, C. Basilico, G. Rovera, R. M. Gallo, and
J. H. Subak-Sharpe (ed.), Expression of differentiated
functions in cancer cells. Raven Press, New York.

4. De Ley, M., J. Van Damme, A. Billiau, and P. De Somer.
1981. The preparation of antibodies directed against hu-
man immune interferon. J. Virol. Methods 3:149-153.

5. Dianzani, F., T. M. Monahan, A. Scupham, and M. Zucca.
1979. Enzymatic induction of interferon production by
galactose oxidase treatment of human lymphoid cells.
Infect. Immun. 26:879-882.

6. Dianzani, F., M. Zucca, A. Scupham, and J. A. Geor-
giades. 1980. Immune and virus-induced interferons may
activate cells by different derepressional mechanisms.
Nature (London) 283:400-403.

7. Dolei, A., F. Ameglio, M. R. Capobianchi, and R. Tosi.
1981. Human B-type interferon enhances the expression
and shedding of Ia-like antigens. Comparison to HLA-A,
B, C and B,-microglobulin. Antiviral Res. 1:367-381.

8. Emerson, S. G., D. B. Murphy, and R. E. Cone. 1980.
Selective turn over and shedding of H-2K and H-2D
antigens controlled by the major histocompatibility com-
plex. Implications for H-2-restricted recognition. J. Exp.
Med. 152:783-785.

9. Fellous, M., R. Bono, F. Hyafil, and I. Gresser. 1981.
Interferon enhances the amount of membrane-bound B,-
microglobulin and its release from human Burkitt cells.
Eur. J. Immunol. 11:524-526.

10. Fleischmann, W. R. 1982. Potentiation of the direct anti-
cellular activity of mouse interferons: mutal synergism
and interferon concentration dependence. Cancer Res.
42:869-875.

11. Georgiades, J. A. 1981-1982. Production and purification
of the human interferon gamma (Hu IFN-y). Tex. Rep.
Biol. Med. 41:179-183.

12. Gresser, I. 1979. Interferon, vol. 1. Academic Press, Inc.,
New York.

13. Gresser, I. 1980. Interferon, vol. 2. Academic Press, Inc.,
New York.

14. Heron, 1., M. Hokland, and K. Berg. 1978. Enhanced
expression of B,-microglobulin and HLA antigens on
human lymphoid cells by interferon. Proc. Natl. Acad.
Sci. U.S.A. 75:6215-6219.

15. Imai, K., A. Ng, M. C. Glassy, and S. Ferrone. 1981.
Differential effect of interferon on the expression of
tumor-associated antigens and histocompatibility antigens
on human melanoma cells: relationship to susceptibility to
immune lysis mediated by monoclonal antibodies. J.
Immunol. 127:505-508.

16. Jones, P. P., D. P. Murphy, and H. O. McDevitt. 1981.
Variable synthesis and expression of E, and A. (Ep) la
polypeptide chains in mice of different H-2 haplotypes.
Immunogenetics 12:321-337.

17. Langman, R. P., and M. Cohn. 1981. Why the MHC is
important to the immune system. Transplant. Proc.
13:1797-1799.

18. Lonai, P., and L. Steinmann. 1977. Physiological regula-
tion of antigen binding to T cells. Role of a soluble
macrophage factor and of interferon. Proc. Natl. Acad.
Sci. U.S.A. 74:5662-5666.

19. Miyakawa, Y., N. Tanigaki, Y. Yagi, and D. Pressman.



176

20.

21.

22

23.

24.

25.

26.

DOLEI, CAPOBIANCHI, AND AMEGLIO

1972. Determination of human histocompatibility antigens
in the peripheral blood by radioimmunoassay. Transplan-
tation 13:481-485.

Nakamuro, K., N. Tanigaki, V. P. Kreiter, and D. Press-
man. 1974. Common antigenic structures of HL-A anti-
gens. IV. HL-A common protein fragment isolated from
spent culture medium of human lymphoid cell lines.
Immunology 27:1127-1139.

Nakamuro, K., N. Tanigaki, and D. Pressman. 1975.
Common antigenic structures of HL-A antigens. Immu-
nology 29:1119-1132.

Rossi, G. B., A. Dolei, M. R. Capobianchi, C. Peschle, and
E. Affabris. 1980. Interactions of interferon with in vitro
model systems involved in hematopoietic cell differentia-
tion. Ann. N.Y. Acad. Sci. 350:279-293.

Rossi, G. B., A. Dolei, L. Cioé, and C. Peschle. 1982.
Effects of interferon on erythropoietic differentiation.
Tex. Rep. Biol. Med. 41:381-387.

Rubin, B. Y., and S. L. Gupta. 1980. Differential effica-
cies of human type I and type II interferons as antiviral
and antiproliferative agents. Proc. Natl. Acad. Sci.
U.S.A. 77:5928-5932.

Sonnenfeld, G. 1980. Modulation of immunity by interfer-
on, p. 113-131. In E. Pick (ed.), Lymphokine reports, vol.
1. Academic Press, Inc., New York.

Sonnenfeld, G., D. Meruelo, H. O. McDevitt, and T. C.
Merigan. 1981. Effect of type I and type II interferons on

27.

29.

30.

31.

32.

INFECT. IMMUN.

murine thymocyte surface antigen expression: induction
or selection? Cell. Immunol. 5§7:427-439.
Tanigaki, N., K. Koyama, and D. Pressman. 1977. The
component peptides of human Ia-like antigens, p. 641-
644. In H. Peeters (ed.), Protides of biological fluids.
Pergamon Press, Inc., Oxford, England.

. Tanigaki, N., R. Tosi, D. Pressman, and G. B. Ferrara.

1980. Molecular identification of human Ia antigens coded
for by a gene locus closely linked to HLA-DR locus.
Immunogenetics 10:151-167.

Tosi, R., N. Tanigaki, D. Centis, G. B. Ferrara, and D.
Pressman. 1978. Immunological dissection of human Ia
molecules. J. Exp. Med. 148:1592-1611.

Tosi, R., N. Tanigaki, D. Centis, P. L. Rossi, G. Alfano,
G. B. Ferrara, and D. Pressman. 1980. HLA-DR typing by
radioimmunoassay. Transplantation (Baltimore) 29:302-
305.

Yip, Y. K., R. H. L. Pang, C. Urban, and J. Vilcek. 1981.
Partial purification and characterization of human gamma
(immune) interferon. Proc. Natl. Acad. Sci. U.S.A.
78:1601-1605.

Zinkernagel, R. M., and P. C. Doherty. 1975. H-2 com-
patibility requirement for T cell-mediated lysis of target
cells infected with lymphocytic choriomeningitis virus.
Different cytotoxic T cell specificities are associated with
structures coded for in H-2K or H-2D. J. Exp. Med.
141:1427-1432.



