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Abstract HC class I expression can be up-regulated by
interferons (IFN) and other cytokines. Both IFNa and
IFNc have been shown to exert their e�ects via a re-
cently discovered signalling pathway by inducing tyro-
sine phosphorylation of their receptors. Receptors for
interferons and other cytokines signal through the action
of associated protein tyrosine kinases of the JAK family
(Janus kinase) and latent cytoplasmic transcriptional
activators from the STAT family (signal transducers and
activators of transcription). Here we report a gastric
adenocarcinoma cell line, AGS, that is defective in its
response to either IFNa or IFNc. AGS cells display
selective alterations only in MHC class I inducibility and
not in constitutive MHC class I expression. In nuclear
extracts of AGS cells, no binding activity to interferon-
responsive elements (GAS/ISRE) was observed. We
found that AGS cells showed an extremely low level of
STAT1 expression, which may be responsible for the
absence of biological response to IFN. Because STAT1-
de®cient cells are highly sensitive to infection by virus,
the absence of these proteins may also contribute to the
tumor phenotype, giving the tumor a selective advan-
tage, by inhibiting cell growth suppression mediated by
IFN and abetting escape from the T cell antitumor re-
sponse.
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Introduction

The major histocompatibility complex (MHC) is a
group of polymorphic membrane proteins involved in
antigen recognition by immune cells [29]. MHC class I
molecules are needed for endogenous antigen processing
and target cell recognition by cytotoxic lymphocytes.
MHC class I genes are constitutively expressed in
nucleated cells, and are inducible by cytokines [3].

Cytokine-mediated MHC class I molecules are ex-
pressed as a result of transcriptional factors that act
through class I gene regulatory elements [17, 32, 35].
Recent ®ndings regarding tyrosine kinases of the JAK
(Janus kinase) family and STAT (signal tranducers and
activators of transcription) mediators have provided
a nexus between cytokine action and gene activation
[6, 16]. Type I (a/b) or type II (c) interferons (IFN) can
increase MHC class I expression through a transcrip-
tional mechanism [20, 21, 32] IFNa binds to its speci®c
membrane receptor; this results in activation of the
enzymes JAK1 and TYK2, and in STAT1 and STAT2
phosphorylation. STAT1 and STAT2 are, respectively,
p91/84 and p113 components of the transcriptional
factor ISGF-3 [9, 10, 21]. ISGF-3 binds the interferon-
stimulated response element (ISRE) in the nucleus of
IFNa-treated cells and stimulates their transcription.
JAK1, JAK2 and phosphorylation of STAT1 mediate
IFNc induction. Dimeric STAT1 molecules bind GAS
regulatory sequences [33, 34]. Therefore, JAK1 and
STAT1 are common elements of the IFNa/b and -c
signal transduction pathways [6].

IFNa/b increases MHC class I expression because
ISGF-3 binds the class I ISRE regulatory sequence.
Otherwise, IFNc induction of MHC class I expression is
mediated by IRF-1, the transcription of which is regu-
lated through the GAS element [28].

MHC class I induction can increase the e�ciency of
recognition by T lymphocytes [18, 37]. MHC class I
down-regulation is frequently observed in tumor cells
[11, 12]. We studied the human tumor cell line AGS, in

Cancer Immunol Immunother (1998) 47:113±120 Ó Springer-Verlag 1998

E. Abril á L.M. Real á A. Serrano á P. Jimenez á A. GarcõÂ a
J. Canton á I. Trigo á F. Garrido á F. Ruiz-Cabello (&)
Servicio de AnaÂ lisis ClõÂ nicos e InmunologõÂ a,
Hospital Universitario Virgen de las Nieves,
Universidad de Granada, Avda. Fuerzas Armadas s/n,
E-18014 Granada, Spain
e-mail: fruizc@goliat.ugr.es
Fax: +34-58-241233



which the absence of detectable levels of STAT1 may
explain its unresponsiveness to IFNa or IFNc. STAT1
appears to be speci®c for IFN pathways [8] and its ab-
sence in tumor cells may provide an additional mecha-
nism by which the cells avoid an antitumor response [14].

Materials and methods

Cell cultures

The cell lines used in this study were AGS (derived from human
gastric carcinoma), and HeLa (cervical carcinoma). Both cell lines
were obtained from the American Type Culture Collection (ATCC)
(Rockville, Md.). Cells were grown in RPMI medium (Gibco,
Paisley, Scotland), supplemented with 10% heat-inactivated fetal
bovine serum (Gibco), 20 mM L-glutamine, 3.5 mg/ml sodium
bicarbonate, 4.5 g/l glucose, 250 U/ml ampicillin and 20 mg/ml
streptomycin. Cells were treated with either 500 U/ml IFNc
(Amersham, Little Chalfont, UK), or 1000 U/ml IFNa (Roferon-A,
Basel, Switerland) and incubated for 30 min or 120 min for immu-
noblotting assays and for 72 h for immuno¯uorescence studies.

Monoclonal antibodies (mAb)

To test MHC class I expression on the cell surface before and after
IFN treatment we used the mAb W6/32, which recognizes assem-
bled HLA-A, B and C locus products. In immunoblotting assays
the mAb used were anti-JAK1, which recognizes the amino acids
551±766 of the JAK1 protein (Transduction Laboratories,
Lexington, Kentucky); anti-STAT1 mAb against the C-terminal
fragment corresponding to amino acids 592±731 of STAT1
(Transduction Laboratories), anti-(IFNa/b receptor) against a
fragment corresponding to amino acids 27±210 of human IFNa/b
(Trafnsduction Laboratories) and anti-(IFNc receptor) mAb
(Genzyme, Cambridge, Mass.).

Cyto¯uorimetric analysis

MHC class I expression on the cell surface was determined using a
standard indirect immuno¯uorescence method. Cells (105) were
washed three times in phosphate-bu�ered saline (PBS), then incu-
bated with the appropriate mAb for 30 min at 4 °C. Excess anti-
body was removed by washing three times in ice-cold PBS. Cells
were stained with 1 lg ¯uorescein-isothiocyanate-labelled rabbit
antimouse-[F(ab¢)2] immunoglobulin (Cappel, West Chester, Pa.).
They were then washed again three times in PBS, and analyzed on a
FACSort ¯ow cytometer (Becton-Dickinson, San Jose, Calif.). Ten
thousand events were collected and analyzed.

Plasmid construction

The plasmid A2-pXP1, containing HLA-A2 gene regulatory se-
quences upstream of the luciferase gene in the vector pXP1 [26],
was made as follows. A fragment containing the HLA-A2 pro-
moter region was obtained by polymerase chain reaction (PCR)
ampli®cation from the DNA of AGS cells, using the primers A201
Fw (5¢-GAGCGCTTGGCACAGAAGCAG-3¢) and A201 Bw (5¢-
AGTGGGCCTTCACTTTCCGTGTCTCCCC-3¢). After PCR we
obtained a 724-bp fragment from position ± 312 to 412 of the
HLA-A2 gene. This ampli®ed fragment was used to generate a 224-
bp fragment containing the enhancer elements in a second PCR
reaction using A201 Fw and a nested primer HLA-A202Bw
(5¢-GCAAGTCGACACCCAATGGGAGTGAGAAC-3¢), that
contains a SalI restriction site. The ampli®ed fragment was digested
with SalI and ligated upstream of the luciferase gene in the pXP1
reporter plasmid cut with SmaI/SalI (Fig. 2). The nucleotide se-

quence of the fragment was veri®ed using the dideoxy-DNA
sequencing procedure [1].

Transient transfection assays

Cells were transfected by electroporation (Electro Cell Manipulator
600, BTX Inc., San Diego, Calif.) as described [5]. Cells were
adjusted to 3 ´ 106 cells/ml in HeBS medium (20 mM HEPES,
137 mM NaCl, 5 mM KCl, 0.7 mM Na2HPO4, 6 mM dextrose)
and electroporated in a low-voltage mode (®eld strengths <2.5 kV/
cm), 130 V, 500 lF and 13 W in 500 ll HeBS medium in 2-mm
cuvettes. Samples comprising 50 lg A2-pXP1 and 50 lg of pSV-b-
galactosidase (Promega, Madison, Wis.) as the internal control
were also included in the electroporation mixture to normalize
transfection e�ciencies. Luciferase activity was determined using
the Luciferase assay system (Promega) and measured by lumino-
meter (Lumat LB9501, Berthold). b-Galacosidase activity was
evaluated using the b-galactosidase enzyme assay system (Prome-
ga) and measured by absorbance at 420 nm. Cells were stimulated
24 h after transfection with either IFNa or IFNc prior to luciferase
activity determination.

Cytoplasmic extracts and immunoblotting

Cytoplasmic protein extracts were obtained from 2 ´ 106 cells
boiled for 5 min in 1 ml sample bu�er (125 mM TRIS/HCl pH 6.8,
2% sodium dodecyl sulfate, 5% glycerol, 1% 2-mercaptoethanol),
and the concentration was measured using a BioRad protein assay
kit. A 10-lg sample of protein extract was electrophoresed through
an 8% acrylamide gel with TRIS/glycine/SDS bu�er (BioRad)
(25 mM TRIS, 192 mM glycine, 0.01% SDS pH 8.3) at 10 V/cm,
and then transferred to a polyvinylidene di¯uoride membrane in a
semidry transfer system (transfer bu�er: 25 mM TRIS, 190 mM
glycine, 15% methanol) at 70 V/cm2. After electrophoresis, the
membrane was rinsed in blocking bu�er (10 mM TRIS pH 7.5,
100 mM NaCl, 0.1% Tween 20, 5% bovine serum albumin) over-
night at 4 °C. Immunodetection was performed by adding diluted
anti-STAT1 (1:2000), anti-JAK1 (1:1000), anti-(IFNa/b receptor
(1:2000), or anti-(IFNc reeptor (1:400) mAb. The membranes were
washed by agitation for 30 min with fresh changes of wash bu�er
every 5 min (wash bu�er: 10 mM TRIS pH 7.5, 100 mM NaCl,
0.1% Tween 20). They were then incubated with biotin-conjugated
sheep anti-(mouse Ig) (Boehringer Mannheim, Barcelona, Spain)
diluted at 1:2000, and washed again. The blot was developed with
5-bromo-4-chloro 3-indolyl phosphate and 4-nitrobluetetrazolium
chloride. As positive controls we used extracts from human endo-
thelial cells for IFN receptor detection, and from A432 (human
epidermoid carcinoma) and HeLa cells for JAK1 and STAT1
detection.

Cellular extracts and gel-mobility-shift assays

Cell nuclear extracts were prepared as described [7] with minor
modi®cations [31], from nuclei isolated from lysed cells. The pro-
tein concentration in the nuclear extracts was determined using
the BioRad protein assay kit (Richmond, Calif.). A typical 20-ll
reaction involved 5±10 lg nuclear protein, 1 lg poly(dI¢dC)
(Pharmacia, Uppsala, Sweden), 12 mM HEPES (pH 7.6), 10 mM
KCl, 0.5 mM EDTA, 1 mM dithiothreitol, 3.5% glycerol, and
20000 cpm probe (0.05 ng). In competition experiments 50 ng or
100 ng double-stranded unlabeled competitor oligonucleotide was
added to the reaction 5 min before addition of the probe. All re-
actions were done at room temperature. The products were elec-
trophoresed through 4% low-ionic-strength acrylamide gels (29/1),
0.4 ´ TBE (1 ´ TBE � 0.089 M TRIS base, 0.089 M boric acid,
0.93 g/l Na2 EDTA), ®xed in 10% acetic acid, dried and exposed
on XAR ®lm (Kodak) at )80 °C.

The duplex oligonucleotides used (Table 1) were GAS/ISRE
consensus oligonucleotide, containing overlapped GAS and ISRE
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sequences; GAS/ISRE mutant oligonucleotide with a
TTCA®GGTC substitution in the overlapping region of the GAS-
and ISRE-DNA-binding elements (Santa Cruz Biotechnology Inc.)
and Oct-1. Double-stranded oligonucleotides corresponding to
GAS/ISRE elements were labelled with (c-32P)dATP using T4
polynucleotide kinase; Oct-1 was labelled with (a-32P)dATP by the
®lling-in reaction using Klenow enzyme. The speci®city of binding
was also examined by competition with unlabelled oligonucleotides.

Results

AGS MHC class I expression cannot be induced
by IFN

We have previously demonstrated that, in the AGS cell
line, MHC class I antigen expression is not induced in
response to IFN in ¯uorocytometry and Northern blot
analyses [1]. As shown in Fig. 1, after IFN treatment,
AGS showed no MHC class I antigen induction in
comparison with HeLa cells. In order to rule out the
possibility that the defect in IFN induction was due to a
defect in the cis-regulatory element of MHC class I

genes, transient transfection was performed. The results
of a representative experiment using the AGS HLA-A2
enhancer A/ISRE region fused to a reported luciferase
gene, are shown in Fig. 2. Transcriptional activation was
calculated with reference to the activity obtained under
non-induced conditions. Luciferase activity was about
threefold greater in response to IFNa, and about two-
fold greater in response to IFNc in Hela cells; no sig-
ni®cant di�erences were obtained in AGS cells. As
expected, the HLA-A2 promoter was active, under non-
inducing conditions in both AGS and HeLa cells.

AGS IFN unresponsiveness is not due to the absence
of receptors

Although the inability of a cell to respond to IFN could
be due to the absence of both types of IFN receptors,
this possibility did not seem likely. In fact, in immuno-
blotting assays with speci®c IFNa/b and -c receptor
mAb (Fig. 3), protein extracts from AGS yielded bands
similar to those obtained with the extracts used as

Fig. 1 Flow-cytometric assays of
AGS and HeLa cells after
immuno¯uorescence staining with
mAb W6/32. Cells were incubated
with medium alone (j) or with
interferons (IFN; h), and stained
with mAb. Data were obtained
using a FACSort ¯ow cytometer.
HLA class I expression was not
induced by IFN in AGS cells

Table 1 Oligonucleotide probes
used in electrophoretic-mobi-
lity-shift assays. GAS, ISRE
interferon-stimulated response
element

Oct-1 5¢-AATTGCATGCCTGCAGGTCGACTCTA-
GAGGATCCATGCAAATGGA-
CGTACGGACGTCCAGCTGA-
GATCTCCTAGGTACGTTTACCT-

-TCCCCGGGTACCGAGCTC-3¢
-AGGGGCCCATGGCTCGAGTTAA

GAS/ISRE consensus 5¢-AAGTACTTTCAGTTTCATATTACTCTA-3¢
TTCATGAAAGTCAAAGTATAATGAGAT

GAS/ISRE mutant 5¢-AAGTACTTTCAGTGGTCTATTACTCTA-3¢
TTCATGAAAGTCACCAGATAATGAGAT
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controls: a 102-kDa band for the IFNa receptor and a
80- to 90-kDa for the IFNc receptor.

IFNa and -c do not induce ISRE/GAS binding activity
in AGS

Transcriptional induction of IFN is related to a cis-
acting factor that binds to the ISRE and GAS elements

Fig. 2 A Functional analysis of HLA-A2 promoter activity in
AGS and HeLa transfected cells. A fragment containing the
promoter sequences was obtained from AGS DNA and cloned 5¢
to the luciferase gene at SmaI/SalI sites in the pXP1 reporter
plasmid. Cells were stimulated with either IFNa or IFNc prior to
the assay for luciferase activity. The results of a representative
experiment are shown, in which transfection mixtures were tested in
triplicate. Comparative basal and IFN-treated luciferase activities
are expressed relative to basal conditions (100%) after normaliza-
tion to b-galactosidase activity measured in the same sample.
B Diagram of the HLA A2 luciferase reporter construct

Fig. 3 Immunoblot analysis of cellular IFNa/b and IFNc recep-
tors. Protein extracts were quanti®ed as described in materials and
methods. Speci®c antibodies against IFNa/b and IFNc receptors
were used. Protein extracts from AGS, HeLa and human
endothelial cells were compared. Speci®c bands are indicated by
arrows
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of inducible genes. Both ISRE and class I regulatory
element (CRE) are necessary for IFN induction [17], and
are conserved in AGS MHC class I genes [1]. We found
that both functioned normally in transient transfection
assays (Fig. 2). This ®nding may be explained by the
absence of nuclear transcriptional factors binding to the
interferon response element. We therefore investigated
IFN-dependent DNA binding factors in electrophoretic-
mobility-shift assays. Cells were exposed to IFNa and
IFNc for 30 min and 2 h, and nuclear extracts were
obtained. When AGS cells were treated with IFN, nu-
clear extracts were incapable of binding to ISRE/GAS
signal-response DNA elements, in contrast with the re-
sults in Hela cells (Fig. 4). An ISRE/GAS mutant probe
was unable to detect DNA-protein complex in Hela
extracts (Fig. 5). Competition experiments con®rmed
the speci®city of the band. In addition, to rule out the
possibility that the absence of binding activity in AGS
was due to the quality of the protein extracts, we mea-
sured Oct-1 binding activity in both cells. Similar bind-
ing activity was obtained in extracts from IFN-treated
and untreated cells (Fig. 6).

AGS cells are STAT1-de®cient

Although IFNa and IFNc bind di�erent recep-
tors, JAK1 tyrosine kinase and STAT1 protein are two

common elements in IFNa and -c pathways, and are
activated after treatment by each ligand. The lack of
these common factors originates from mutant lines un-
responsive to both cytokines [22, 27]. The absence of
speci®c ISRE/GAS binding activity in AGS cells may be
related to the unresponsiveness to IFN, and may re¯ect
the lack of an IFNa- and IFNc-dependent transcrip-
tional factor. To investigate common IFN signal-trans-
duction pathway mediators, Western blot analyses were
done. Immunoblotting assays using mAb speci®c to
JAK1 and STAT1 showed that total JAK1 levels were
similar in AGS cells and controls. In contrast, the level
of STAT1 proteins in AGS cells was almost undetectable
(Fig. 7).

Fig. 4 Interferon-stimulated response element (GAS/ISRE) bind-
ing acitivity in AGS and HeLa cell nuclear extracts under basal
conditions (lanes 1, 4) and after 2 h of IFNa (lanes 2, 5) or IFNc
treatment (lanes 3, 6). Cells were also treated for 30 min with IFNa
(lanes 7, 9) or IFNc (lanes 8, 10). The probe used was GAS/ISRE
consensus. Only the upper migrating complex was speci®c
according to competition analysis. GAS/ISRE binding activity
(marked by arrow) was detected in IFNa-treated (lanes 5, 9) and
IFNc-treated (lanes 6, 10) HeLa cells, but not in IFN-treated AGS
cells (lanes 2, 3, 7, 9). DNA binding activities detected at 30 min
were stronger than in cell extracts treated for 2 h

Fig. 5 Electrophoresis mobility shift assay (EMSA) using a
mutated GAS/ISRE probe. Point mutations within GAS/ISRE
prevented the binding of transcriptional factors. EMSA were
carried out using nuclear extracts from AGS and HeLa cells under
basal conditions (lanes 1, 4), and after 30 min of IFNa (lanes 2, 5,
7, 9) or IFNc treatment (lanes 3, 6, 8). The probes used were GAS/
ISRE mutant (lanes 1±6) and GAS/ISRE consensus (lanes 7±9).
The GAS/ISRE mutant probe did not detect any binding activity
(1±6). In competition experiments, a 100-fold unlabelled GAS/
ISRE consensus probe removed the binding activity in HeLa
extracts (lanes 7, 8). In contrast, competitive pre-absortion with
GAS/ISRE mutant did not remove GAS/ISRE consensus binding
activity from IFNa-treated HeLa cell extract [9]. The gel shows a
representative assay from three independent experiments
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Discussion

Interferons are pleiotropic cytokines that can be induced
in a variety of cells. After IFN treatment, a multiple
combination of STAT complexes translocates to the
nucleus and activates transcription by binding to speci®c
promoter elements [15, 19]. Targeted disruption of the
STAT1 gene transforms cells into an IFN-unresponsive
state, making them susceptible to viral disease [12, 23].
In addition, antitumor T cells could be grown only from
cells with high class I expression cells, suggesting that the
recognition of tumor cells by antitumor T cells is en-
hanced by speci®c up-regulation of molecules related to
antigen processing and presentation [30]. This may occur
because optimal IFNc production is required to gener-
ate Th1 CD4+ cells and cytotoxic T lymphocytes [37].

We report here an IFNa-, IFNc-unresponsive state in
a human tumor cell line, AGS, derived from a gastric
adenocarcinoma. This cell line was previously found to
lack MHC class I inducibility (Fig. 1). We show here
that MHC class I inducibility is not the result of a de-
®ciency in IFN receptors and a similar level of expres-
sion was obtained in protein extracts from HeLa and
human endothelial cells used as controls (Fig. 3). Lack
of responsiveness to both IFN is not restricted to MHC
class I genes, as other IFN-inducible genes were also
a�ected (not shown). In fact, several ®ndings strongly
suggest that the lack of MHC class I inducibility in AGS
cells is the result of the absence of transcriptional acti-

vation and a failure in the JAK/STAT signal-trans-
duction pathways. As shown in Fig. 2, the HLA-A2-
gene-regulatory elements from AGS fused to a luciferase
reporter failed to respond to either IFNa or IFNc in
transfected AGS cells, whereas in Hela cells they were
activated two- or threefold (Fig. 2). In electrophoretic
mobility shift assay experiments with an ISRE/GAS
probe, no DNA-protein complexes were found in nu-
clear extracts from IFN-treated AGS cells in compari-
son with nuclear extracts from HeLa cells (Fig. 4). DNA
binding activity was represented by a speci®c band,
which appeared in IFNa and IFNc-treated Hela cells.
The binding to the ISRE/GAS mutant site was defective
for this complex (Fig. 5) and a 100-fold molar excess of
the unlaballed probe for the ISRE/GAS mutant site did
not compete e�ciently for binding of ISRE/GAS in
Hela extracts (Fig. 5, lane 9). Because JAK1/STAT1
connects the ligated IFNa and IFNc receptor and the
downstream branch points, we believe that the extremely
low level of STAT1 expression may be responsible for
the absence of biological responses to the two IFN. The
elucidation of the JAK-STAT pathway has been made

Fig. 6 Binding of nuclear extracts from AGS and HeLa cells to the
octamer motif (probe Oct-1). Electrophoretic-mobility-shift assays
were done with nuclear extracts from IFN-treated or untreated cells.
Extracts were obtained from cells under basal conditions (lanes 1,
4), and after IFNa (lanes 2, 5), or IFNc treatment (lanes 3, 6)

Fig. 7A, B Immunoblotting assays of JAK1 and STAT1 media-
tors, showing that AGS cells produced a limited amount of STAT1.
A The results of probing the membrane with anti-JAK1 and anti-
STAT1 mAb. B A simultaneous electrophoresis done with the same
amounts of protein extracts as used for immunoblotting, and
stained with Coomassie blue. C+ extracts from A432 (human
epidermoid carcinoma) and HeLa cells for JAK1 and STAT1
detection
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possible by the demonstration that mutagenized cells
lacking these proteins were unresponsive to IFN. In fact,
complete lack of responsiveness to either IFNa or IFNc
has been described in the mutant cell line U4, which
contained a truncated JAK1 transcript [24] or in U3 A
cells, which were also unresponsive to both IFN and
lacked mRNA for the STAT1 protein [25]. In the present
study we describe a similar defect in a human tumor
cell line. Although the level of expression of JAK1 was
similar to that found in control cells (Fig. 7A), a very
weak signal was obtained in AGS cells, indicating either
that the level of expression of STAT1 was extremetly
reduced, or that a small proportion of AGS cells within
the bulk population maintained normal expression.
Recently, similar defects have been shown in a human
melanoma cell line [36, 38]. To establish the biological
relevance of this ®nding, further studies will need to
search for a similar defect in human tumor tissues.
STAT1 protein is essential for cell growth suppression in
response to IFN [4], and a lack of responsiveness may be
a common phenomenon responsible for reduced cellular
responsiveness of melanomas and other tumors to IFN
and also contribute to the tumor phenotype tumori-
genesis [38]. In addition, MHC class I down-regulation
is a widespread phenomenon in tumor biology [13, 2, 12]
and may have profound e�ects on T cell and NK cell
antitumoral responses [14]. Unresponsiveness to IFN
may also contribute to tumoral escape from T cell
responses, because IFNc production up-regulates HLA
class I molecules and certain accessory molecules in-
cluding ICAM-1, and is required to generate cytotoxic T
lymphocytes [37].

Acknowledgements We would like to thank Ms. Carmen Amezcua
for expert technical assistance and Karen Shashok for revising the
English translation of the text. This work was supported by grant
FIS 96/1497 from the Fondo de Investigaciones Sanitarias. E. Abril,
A. GarcõÂ a and A. Serrano have B.A.E. fellowships 96/5319 and 96/
5303.

References

1. Abril E, Mendez RE, GarcõÂ a A, Serrano A, Cabrera T, Garrido
F, Ruiz-Cabello, F (1996) Characterization of a gastric tumor
cell line defective in MHC class I inducibility by both a- and c-
interferon. Tissue Antigens 47:391

2. Bodmer WF, Browning MJ, Krausa P, Rowan A, Bicknell DC,
Bodmer JG (1993) Tumor escape from immune response by
variation in HLA expression and other mechanisms. Ann NY
Acad Sci 690:42

3. Burke PA, Hirschfeld S, Shirayoshi Y, Kasis JW, Hamada K,
Apella E, Ozato, K (1989) Developmental and tissue speci®c
expression of nuclear proteins that bind the regulatory element
of the major histocompatibility complex class I gene. J Exp
Med 169:1309

4. Chin YE, Kitagawa M, Su WC, You ZH, Fu XY (1996) Cell
growth arrest and induction of cyclin-dependent kinase in-
hibitor p21 WAF1/CIP1 mediated by STAT1. Science
272:719

5. Chu G, Hayakawa H, Berg P (1987) Electroporation for the
e�cient transfection of mammalian cells with DNA. Nucleic
Acids Res 15:1311

6. Darnell JE, Kerr I, Stark R (1994) Jak-STAT pathways and
transcriptional activation in response to IFNs and other ex-
tracellular signaling proteins. Science 264:1415

7. Dignam JD, Lebovitz RM, Roeder RG (1983) Accurate tran-
scription initiation by RNA polymerase II in a soluble extract
from isolated mammalian nuclei. Nucleic Acids Res 11:1475

8. Durbin JE, Hackenmiller R, Simon MC, Levy DE (1996)
Targeted disruption of the mouse Stat 1 gene results in com-
promised innate immunity to viral disease. Cell 84:443

9. Fu XY, Kessler DS, Veals SA, Levy DE, Darnell, JE (1990)
ISGF-3, the transcriptional activator induced by IFN-a, con-
sists of multiple interacting polypeptide chains. Proc Natl Acad
Sci USA 87:8555

10. Fu XY, Schindler C, Improta T, Aebersold R, Darnell JE
(1992) The protein of ISGF-3, the interferon-induced tran-
scriptional activator, de®ne a gene family involved in signal
transduction. Proc Natl Acad Sci USA 89:7840

11. Garrido F, Ruiz-Cabello F (1991) MHC expression on human
tumors. Its relevance for local tumor growth and metastasis.
Semin Cancer Biol 2:3

12. Garrido F, Cabrera T, Concha A, Glew S, Ruiz-Cabello F,
Stern P (1993) Natural history of HLA expression during tu-
mour development. Immunol Today 14:491

13. Garrido F, Cabrera T, Lopez-Nevot MA, Ruiz-Cabello F
(1995) HLA class I antigens in human tumors. Adv Cancer Res
67:155

14. Garrido F, Ruiz-Cabello F, Cabrera T, Perez-Villar JJ, Lopez-
Botet M, Duggan-Keen M, Stern PL (1997) Implications for
immunosurveillance of altered HLA class I phenotypes in hu-
man tumours. Immunol Today 18:89

15. Ghislain JJ, Fish EN (1996) Application of genomic DNA af-
®nity chromatography identi®es multiple interferon-alpha-reg-
ulated Stat2 complexes. J Biol Chem 271:12408

16. Ihle JN, Witthuhn BA, Quelle FW, Yamamoto K,
Silvennoinen O (1995) Signaling through the hematopoietic
cytokine receptors. Annu Rev Immunol 13:369

17. IsraeÈ l A, Kimura A, Fournie A, Fellous M, Kourilsky P (1986)
Interferon response sequence potentiates activity of an enhan-
cer in the promoter region of a mouse H-2 gene. Nature
322:743

18. Jule E, Mucke L, Oldstone MBA (1991) Viral persistence in
neurons explained by lack of major histocompatibility class I
expression. Science 253:1283

19. Lethonen A, Matikainen S, Julkunen I (1997) Interferons up-
regulate STA1, STAT2 and IRF family transcription factor
gene expression in human peripheral blood mononucler cells
and macrophages. J Immunol 159:794

20. Levy DE, Darnell JE (1990) Interferon-dependent transcrip-
tional activation: signal transduction without second messenger
involvement? New Biol 2:923

21. Levy DE, Lew DJ, Decker T, Kessler DS, Darnell JE (1990)
Synergistic interaction between interferon alpha and interferon-
gamma through induced synthesis of one subunit of the tran-
scription factor ISGF3. EMBO J 9:1105

22. McKendry R, John J, Flavell D, Muller M, Kerr IM, Stark GR
(1991) High frequency mutagenesis of human cells and char-
acterization of a mutant unresponsive to both and interferons.
Proc Natl Acad Sci USA 88:11455

23. Meraz MA, White JM, Sheehan KCF, Bach EA, Rodig SJ,
Dighe AS, Kaplan DH, Riley JK, Greenlund AC, Campbell D,
Carver-Moore K, DuBois RN, Clark R, Aguet M, Schreiber
RD (1996) Targeted disruption of the Stat1 gene in mice reveals
unexpected physiologic speci®city in the Jak-Stat signaling
pathway. Cell 84:431

24. MuÈ ller M, Briscoe J, Laxton C, Guschin D, Ziemiecki A,
Silvennoinen O, Harpur, AG, Barbier G, Witthuhn BA,
Schindler C, Pellegrini S, Wilks AF, Ihle JN, Stark GR, Kerr
IM (1993) The protein tyrosine kinase JAK1 complements a
mutant cell line defective in the interferon-a/b and -c signal
transduction pathways. Nature 366:129

25. MuÈ ller M, Laxton C, Briscoe J, Schindler C, Improta T,
Darnell JE, Stark GR, Kerr M (1993) Complementation of

119



a mutant cell line: central role of the 91 kDa polypeptide
of ISGF3 in the interferon-a and -c signal transduction path-
ways. EMBO J 12:4221

26. Nordeen SK (1988) Luciferase reporter gene vectors for anal-
ysis of promoters and enhancers. Biotechniques 6:454

27. Pellegrini S, John J, Shearer M, Kerr IM, Stark GR (1989) Use
of a selectable marker regulated by alpha interferon to obtain
mutations in the signaling pathway. Mol Cell Biol 9:4605

28. Pine R, Canova A, Schindler C (1994) Tyrosine phosphory-
lated p91 binds to a single element en the ISGF2/IRF1 pro-
moter to mediate induction by IFN and IFN, and is likely to
autoregulate the p91 gene. EMBO J 13:158

29. Ploegh H, Orr H, Strominger J (1981) Major histocompatibility
antigens: the human (HLA-A, B, C) and murine (H-2K, H-2D)
class I molecules. Cell 24:287

30. Restifo NP, Spiess PJ, Karp SE, MuleÂ JJ, Rosemberg, SA
(1992) A nonimmunogenic sarcoma transduced with the cDNA
for interferon-c elicits CD8+ T cells against the wild-type tu-
mor: correlation with antigen presentation capability. J Exp
Med 175:1423

31. Rodriguez F, Peran F, Garrido F, Ruiz-Cabello F (1994) Up-
modulation by estrogen of HLA class I expression in breast
tumor cell lines. Immunogenetics 39:161

32. Shirayoshi Y, Burke PA, Appella E, Ozato K (1988) Interfer-
on-induced transcription of a major histocompatibility class I

gene accompanies binding of inducible nuclear factors to the
interferon consensus sequence. Proc Natl Acad Sci USA
85:5884

33. Shuai K, Schindler C, Prezioso VR, Darnell JE (1992) Acti-
vation of transcription by IFN-c: tyrosine phosphorylation of a
91-kD DNA binding protein. Science 258:1808

34. Shuai K, Stark GR, Kerr IM, Darnell JE (1993) A single
phosphotyrosine residue of Stat91 required for gene activation
by interferon-c. Science 261:1744

35. Sugita K, Miyazaki JI, Appella E, Ozato K (1987) Interferon
increases transcription of a major histocompatibility class I gene
via a 5¢ interferon consensus sequence. Mol Cell Biol 7:2625

36. Svane IM, Engel AM, Nielsen M, Wederlin O (1997) Inter-
feron-gamma-induced MHC class I expression and defects in
Jak/Stat signalling in methylcholanthrene-induced sarcomas.
Scand J Immunol 46:379

37. Trinchieri G (1995) Interleukin-12: a proin¯ammatory cytokine
with immunoregulatory functions that bridge innate resistance
and antigen-speci®c adaptative immunity. Annu Rev Immunol
13:251

38. Wong LH, Krauer KG, Hatzinisiriou I, Estcourt MJ, Hersey P,
Tam ND, Edmonson S, Devenish RJ, Ralph SJ (1997) Inter-
feron-resistant human melanoma cells are de®cient in ISGF3
components, STAT1, STA2; and p48-ISGF3 gamma. J Im-
munol 272:28779

120


