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The human high-affinity receptor for the constant region of immunoglobulin G (human FcyR1) is encoded
by two mRNAs induced selectively by gamma interferon (IFN-y) and expressed in cells of myeloid lineage. The
cis-DNA element (GRR) previously found to confer IFN-y responsiveness to this gene acts as an inducible
enhancer and is the target of an IFN-y-activated factor(s) (GIRE-BP) in cells of different origins. Although the
GRR motif is not related to the DNA elements involved in the regulation of other IFN-stimulated genes,
GIRE-BP binding depends on the IFN-y-dependent activation of the 91-kDa protein known to be one of the
factors of a transcriptional complex activated by IFN-cow. Deletions of the FcyR1 promoter allowed us to identify
a 25-bp element, downstream from the GRR motif, conferring cell-type-specific expression. This element,
called MATE (myeloid activating transcription element), is the DNA target for constitutive factors forming two
complexes, MATE-BP, and MATE-BP,. In accordance with the functional analysis, MATE-BP binding
activities were detected in extracts prepared from myeloid cell lines such as THP-1, HL-60, and U-937 but not
in HeLa cell extracts. The MATE motif is present not only in the promoter of other Fc receptor genes but also
in several promoters of genes whose expression is restricted to monocytic cells. Our results suggest that human
FcyR1 gene expression in myeloid cells is initiated by the interaction of IFN-y-activated factors with

cell-type-specific factors through their binding to the GRR and MATE motifs.

Many of the cellular responses to the interferons (IFNs)
require new RNA and protein synthesis (54). In particular,
IFN-y induces the expression of unique mRNAs and pro-
teins in addition to those induced by IFN-a and IFN-B (23,
68). IFN-y is the most potent lymphokine known for acti-
vating cells of the mononuclear phagocyte lineage by regu-
lating the degree of differentiation. In these cells, IFN-y
induces or enhances numerous macrophage capabilities,
such as tumoricidal activity (44), antigen presentation (46),
phagocytosis, and cytokine production (16). While IFN-a/B
and IFN-y have antiviral properties, the maximal antiviral
state in the promyelomonocytic U-937 cell line cannot be
achieved by IFN-y alone and requires the coaddition of
tumor necrosis factor alpha (TNF-a) (70). These features
suggest that in spite of existing qualitative similarities be-
tween the biological effects of IFN-o/B and IFN-y, their
activities are often distinguishable.

Although IFN-o/B and IFN-y bind to different receptors
(49), some genes are induced by both types of IFNs.
Identification of IFN-responsive cis-DNA elements (7, 28,
36, 52, 65) has led to identification of IFN-activated DNA
binding factors (8, 15, 17, 22, 35). Genes encoding the
2',5'-oligo(A) synthetase (5), major histocompatibility com-
plex (MHC) class I (57), and 9-27 protein (53) contain similar
motifs named IRS or ISRE depending on the gene in which
it was identified. This sequence, conferring sensitivity to
both types of IFN, is also involved in the regulation of genes
induced predominantly by IFN-o/B such as 6-16 (52), ISG15,
and ISG54 genes (35).

Treatment of cells with IFN-y followed by IFN-a results
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in an increase in transcription of IFN-stimulated genes (37).
This synergistic effect is due to the use of an IFN-y-induced
trans-acting factor (ISGF3vy) forming in combination with
three IFN-a-activated factors (ISGF3a), a multiprotein com-
plex termed ISGF3 (24, 37). Recently (20), an additional
sequence overlapping the ISRE, the IFN-y-activated site
(GAS), was found (19, 38) to be involved in the IFN-y
regulation of the gene encoding the guanylate-binding pro-
tein.

Nevertheless, neither the cis elements nor the binding
factors characterized so far provide an explanation for the
preferential regulation of certain genes by IFN-y. The regu-
lation of MHC class II genes by IFN-y has been investigated
by several laboratories, and elements, unrelated to ISRE,
that determine their induction have been identified (4, 11, 43,
60, 64). Studies of the regulation by IFN-vy of genes such as
those encoding IP-10 (39), the human invariant chain (3), and
the monokine induced by IFN-y (mig) (72) suggested that the
cis-DNA elements identified as targets for the specific IFN-y
response show sequence identity with the ISRE. However,
no functional assay has demonstrated the involvement of
these ISRE-like motifs in gene regulation by IFN-y.

Recently, a minimal sequence, GRR, was found to confer
IFN-y activation (6, 47) to a gene encoding the human
high-affinity receptor for immunoglobulin G (human FcyR1/
CD64) (2). While FcyRI gene expression induced by IFN-y
is restricted to cells of myeloid lineage, the GRR motif
cloned in front of a reporter gene was sufficient to confer
significant IFN-vy inducibility when transfected in HeLa cells
(47).

In this article, we present data demonstrating that the
GRR motif acts as an inducible enhancer and is involved in
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the formation of an IFN-y-activated complex resulting from
its association with a specific DNA binding protein(s)
(GIRE-BP). Such a complex is detected as early as 5 min
after the addition of IFN-y, even in the presence of cyclo-
heximide. GIRE-BP is observed not only in monocytic cell
lines such as THP-1, HL-60, and U-937 but also in HeLa
cells. We demonstrate that GRR is not related to motifs such
as IRS/ISRE; GAS; or X, S, and Y boxes involved in the
regulation of genes by both types of IFNs and in the
regulation of MHC class II genes. However, the use of
cellular mutants deficient in their IFN responses (30, 40, 67)
and antibodies raised against subunits of ISGF3a (55) led us
to conclude that at least some of the factors known to
contribute to IFN-a-activated ISGF3 (24, 37) are also com-
ponents of the IFN-y-activated GIRE-BP complex.

We also characterize the region conferring cell-type-spe-
cific expression of the FcyR1 gene, which we named MATE
for myeloid activating transcriptional element. In mobility
shift assays, two specific complexes (MATE-BP; and
MATE-BP,) are identified when MATE is used as a probe.
The formation of these complexes does not depend on IFN-y
treatment but requires ongoing protein synthesis. In contrast
to the factors bound to the GRR motif, MATE-BP com-
plexes are not detected in HeLa cells. In two promy-
elomonocytic cell lines, HL-60 and U-937, only one
MATE-BP complex which migrates faster than the two
complexes seen in the monocytic cell line THP-1 is detected.
Interestingly, two overlapping regions within the MATE
motif show homologies with promoter sequences of several
genes expressed in myeloid cells.

MATERIALS AND METHODS

Cells. RAW 264.7, HeLa, HL-60, U-937, and THP-1 cells
were obtained from the American Type Culture Collection.
Murine monocyte-macrophage RAW 264.7 and human epi-
thelial adenocarcinoma HeLa cell lines were grown as
monolayer cultures in Dulbecco modified Eagle medium
supplemented with 10% fetal calf serum. Human promy-
elomonocytic HL-60 and U-937 and human monocytic
THP-1 cell lines were grown in suspension in RPMI 1640
supplemented with 10% fetal calf serum.

IFNs and TNF. Recombinant human IFN-y was a gift from
Roussel Uclaf, and recombinant IFN-a was provided by
Hoffmann-La Roche. Recombinant murine IFN and human
TNF-a were produced by Genentech and provided by Boehr-
inger Ingelhein.

Plasmid constructions. An EcoRI genomic fragment of 4.3
kb representing the 5’ exon and 592 bp of the 5’ flanking
region of the human FcyR1 gene was used as DNA template
to generate various fragments by the polymerase chain
reaction technique.

To obtain simian virus 40 (SV40) chloramphenicol acetyl-
transferase (CAT) constructs [(206/45)-SV CAT) and (45/
206)-SV CAT], oligonucleotide primers spanning the se-
quences from —206 to —186 and —63 to —45 (with numbering
starting at the ATG) and having a Bg/II restriction site at
each 5’ end were used. The resulting polymerase chain
reaction fragment was then cloned in the unique Bg/II site of
the reporter plasmid pCAT (Promega Corp., Madison,
Wis.), which contains the bacterial CAT reporter gene
downstream of the SV40 promoter.

Various other fragments of the human FcyR1 promoter
were also cloned in the BamHI restriction site of the vector
pBRAMS CAT?2 (29) containing the CAT gene under the
control of the thymidine kinase (TK) promoter. Primers with
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a BamHI restriction site and corresponding to the sequences
from —165 to —141 and —158 to —128 were used to obtain
constructs (165/128)-TK CAT, (128/165)-TK CAT, and (128/
165);-TK CAT. The same primers with an EcoRYV restriction
site allowed us to clone the same region (165/128) at the
EcoRYV site located 1 kb from the TK promoter [(TKCAT-
(165/128)]. FcyR1 genomic fragments extending from nucle-
otides —140 to —45 and —206 to —107 were generated by
polymerase chain reaction with the following combination of
primers having a Bgl/II restriction site: —140 to —124 and
—63 to —45 and —206 to —186 and —129 to —107. The
amplified fragments were inserted into the BamHI site of
plasmid pBRAMS CAT2 in order to design the vectors
(140/45)-TK CAT and (206/107)-TK CAT. The vectors (103/
78)-TK CAT and (78/103)-TK CAT were built by cloning in
the BamHI site of pBRAMS CAT2 an oligomer of 25 bp
obtained after annealing of the two strands corresponding to
the sequence from —103 to —78 (numbering from the ATG):
GGATTCAATTTCCTTCCTCTTTTCTAATTTGGATTC.
After multimerization of the region from —165 to —128 at the
BamHI site of pGEM3Z (Promega Corp.), fragment Sacl-
Xbal was cloned at the same restriction sites of the plasmids
previously described to get vectors (GIRE);-TK CAT,
(GIRE),-(140/45)-TK CAT, (GIRE),-(206/107)-TK CAT,
(GIRE);-(103/78)-TK CAT, and (GIRE),-(78/103)-TK CAT.
Fragment Sacl-Xbal containing a hexamer of the IRS se-
quence was excised from plasmid IRS-TK CAT (7) and
inserted at the Sacl-Xbal sites of the vectors pPBRAMS
CAT2 and (103/78)-TK CAT.

Transfections. Cells were plated at 5 x 10° cells per
100-mm tissue culture dish 1 day before transfection. THP-1
and RAW 264.7 cells were transfected with 10 png of DNA by
the DEAE-dextran method (25): DNA was combined to 250
ng/ml of DEAE-dextran in a final volume of 1 ml of HBSS (5
mM KCl, 0.4 mM KH,PO,, 140 mM NaCl, 0.3 mM
Na,HPO, - 12H,0, 5.5 mM glucose, 5 mM EDTA). After 5
min at room temperature, the mixture (DNA/DEAE-dex-
tran) was added to the cells previously washed with serum-
free media and incubated for 90 min at 37°C and 5% CO,.
The cells were then shocked for 3 min in 10% dimethyl
sulfoxide in HBSS and were washed with phosphate-buff-
ered saline (PBS) once, and complete medium was added.
Twenty-four hours later, cells were divided into two 60-mm
tissue culture dishes. After 8 h, a cell layer of one dish from
each transfection group was induced with 500 U of the
cytokines per ml. The cells were then harvested 12 h after
stimulation. Transfections of HeLa cells were performed by
the calcium phosphate method as described previously (14).

Enzyme assays. Cells were harvested and CAT assays
were performed as follows. Cells were washed three times
with PBS. One milliliter of TEN buffer (40 mM Tris-HCI [pH
7.5], 1 mM EDTA, 15 mM NaCl) was added, and the cell
solution was incubated for 5 min at room temperature. The
cells were then scraped, and after 10 min of centrifugation at
3,000 x g the cell pellet was resuspended in 150 pl of 0.2 M
Tris-HCI (pH 8) and subjected to three freeze-thaw cycles.
After heating at 60°C for 10 min, the extract was spun for 10
min at 14,000 x g. The CAT assay was performed with 50 pul
of the supernatant of the extract with n-butyryl-coenzyme A
and xylene extractions as described in the CAT enzyme
assay system protocol of Promega Biotech. Activities were
adjusted for differences in the protein concentrations of the
extracts. B-Galactosidase activity in the cell extracts was
assayed by the method described in reference 41, with
o-nitrophenyl-B-D-galactopyranoside (Boehringer Mann-
heim Biochemicals) as the substrate.



2184 PEREZ ET AL.

Cell extracts. Cells were collected by centrifugation for 20
min at 3,000 X g and then washed twice with cold PBS.
Extracts were prepared according to a modified protocol
allowing rapid isolation of cytoplasmic and nuclear proteins
(75). Cells were resuspended in 4 volumes of a solution
containing 10 mM [N-2-hydroxyethylpiperazine-N'-2-eth-
anesulfonic acid (HEPES) (pH 7.9), 0.4 M NaCl, 0.1 mM
EDTA, 0.5 mM dithiothreitol, 5% (vol/vol) glycerol, 0.5 mM
phenylmethylsulfonyl fluoride, 0.1 pg of leupeptin per ml, 4
ng of aprotinin per ml, 1 pg of chymostatin per ml, 1.5 pg of
pepstatin per ml, and 2 pg of antipain per ml. Resuspended
cells were frozen in liquid nitrogen once and after thawing
were homogenized by pipetting and then centrifuged for 5
min at 100,000 X g. Supernatants were then aliquoted and
kept at —70°C. Cytoplasmic extracts were prepared with the
same lysis buffer except that 0.14 M NaCl was used. After
being frozen, the cell preparations were pelleted by centrif-
ugation for 5 min at 10,000 X g. The supernatant was
considered to be the cytoplasmic fraction. The pellet was
then resuspended in 0.4 M NaCl and was treated as de-
scribed for the whole cell extracts. After centrifugation at
100,000 x g, the resulting supernatant corresponded to the
nuclear fraction.

Electrophoretic mobility shift assay. After preincubation of
whole cell extracts (10 pg of proteins in 4 pl of 5x binding
buffer containing 20% Ficoll, 100 mM HEPES [pH 7.5], 10
mM dithithreitol, 300 mM KCl, 0.05% Nonidet P-40, and 500
pg of bovine serum albumin per ml) with 10 pg of sonicated
salmon sperm and eventually competitors, 5,000 to 10,000
cpm (Cerenkov) of *?P-labelled probe was added and incu-
bation at room temperature was allowed to proceed for 30
min in a final volume of 20 pl of mixture. Incubation was
followed by gel electrophoresis. Oligonucleotides or DNA
fragments were labelled with [y->*PJATP (5,000 Ci/mmol;
Amersham) with T4 polynucleotide kinase (Pharmacia). The
nuclear factor 1 (NF1) binding site was provided in the
footprinting kit from Pharmacia. All the samples were loaded
on a 4% native polyacrylamide gel (44:1 acrylamide/bisacryl-
amide). The gel was run at 150 V in 0.5x TBE buffer (25 mM
Tris, 25 wM boric acid, 1.15 pM EDTA). After drying, gels
were exposed to Kodak XAR-5 films at —70°C.

The sequences of the oligonucleotides used for competi-
tion were as follows: for the IRS (15), TGAGGAAACGAA
ACCA,; for the Y and X/S boxes of the murine Ea gene (21),
ATTTTTCTGATTGGTTAAAAGT and TAGGACCTGGTT
GCAAGGAACCCTTTCCTAGCAACAGATGTGTC, respec-
tively (homology with the human DRa gene is underlined); for
the IFN-y-activated site (GAS), (200 GATCCGTCAGTTTC
ATATTACTCTAAATCCA.

RESULTS

Human FcyRI gene regulation in human or murine myeloid
cells depends on an IFN-y responsiveness enhancer. The
cis-DNA element conferring IFN-y responsiveness to the
promoter of the FcyR1 gene was recently shown (47) to be
localized between positions —168 and —132, with numbering
starting at the ATG (Fig. 1). This sequence was named GRR,
for IFN-y response region (47). A fragment including GRR
was cloned in front of a reporter gene encoding CAT under
the control of the SV40 and TK promoters. CAT constructs
(206/45)-SV CAT and (165/128)-TK CAT responded to
IFN-y when transfected into human THP-1 and murine
RAW 264.7 monocytic cell lines (Fig. 2). Cloning of this
motif in an inverted orientation [(45/206)-SV CAT, (128/
165)-TK CAT] or at 1 kb 5’ to the TK promoter [TK
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FIG. 1. Nucleotide sequence of the 5’ end of the FcyR1 gene.
Sequencing was done by the dideoxy sequencing method. Number-
ing is from the adenosine (+1) of the ATG initiator codon. The
previously identified RNA starts (6) are shown by the arrows.

CAT-(165/128)] did not affect IFN-y-induced CAT activity
(Fig. 2). In addition, a trimer of the region from —165 to
—128 linked to the TK CAT vector [(GIRE);-TK CAT] led to
an increased IFN-y response compared with the activity of
the (165/128)-TK CAT construct (Fig. 2). Therefore, these
results suggested that GRR was acting as an inducible
enhancer.

Evidence for different IFN-y regulation mechanisms was
supported by the distinct responsiveness of FcyR1 and
2',5'-oligo(A) synthetase genes in cells of monocytic lineage

Relative induction of CAT activity

Plasmid

after IFN- y treatment

RAW 264-7 THP1

@5y -svear | ————[SV4O] CAT 4.1 5.1
(-206/-45)

@spos)-svear | #——— |—{SV40[ CAT = 5.1 5.2
(-45/-206)

aesna)-kcar [ ———® |— TK | CAT 4.6 5.6
(-165/-128)

(128/165)-- TKCAT | <—‘]——L TK | CAT 4.3 —
(-128/-165)

[T - {—=] s -
(-165/-128)

TK CAT -- (165/128)

(GIRE)- TK CAT [«J<]e}{ K[ AT 12.3 -

(-128/-165) 4

FIG. 2. IFN-y-induced FcyR1 gene expression depends on the
presence of an element characterized as an inducible enhancer.
THP-1 cells and RAW 264.7 cells were transfected with various
constructs as detailed in Materials and Methods. At least five
independent experiments were performed with each construct. The
standard deviations were 15 to 30% of the mean values. An SV40
B-galactosidase chimeric gene was cotransfected, and this activity
was used as an internal control to monitor the efficiency of trans-
fection. Results are expressed as the induction ratio derived from
the mean counts per microgram of proteins correlated to the same
B-galactosidase value found in induced versus uninduced extracts.




VoL. 13, 1993

TABLE 1. Differential effect of cytokines on the expression of
CAT vectors carrying the 5' flanking sequence of the FcyR1
(6) gene and the IRS (7) in THP-1 cells®

Expression with:
Construct

IFN-a IFN-y TNF-a IFN-y + TNF-a
FcyR1 CAT 0.48 5.60 0.98 5.30
(165/128)-TK CAT 0.75 5.30 0.85 4.80
pGEM CATE 14.72 0.38 0.55 2.00
IRS-TK CAT 5.30 0.37 0.39 2.50

2 THP-1 cells were transfected with different CAT constructs (described in
the text) and treated after transfection with 500 U of IFN-a, IFN-y, and
TNF-a. The results, determined from at least three independent experiments,
are expressed as described in the legend to Fig. 2.

after treatment with different cytokines. It has been reported
(70) that 2’',5'-oligo(A) synthetase mRNAs were poorly
expressed in monocytic cell lines after treatment with IFN-y
or TNF-a alone, whereas combined treatment with these
two cytokines strongly induced their expression. In order to
test whether such a requirement was related to a transcrip-
tional event and whether the IRS was the target of the
synergistic effect observed, two CAT constructs were used
(Table 1). The CAT gene was either under the control of the
2',5'-oligo(A) synthetase promoter (PGEM CATE) (7) or
under the control of the TK promoter cloned 3’ to a hexamer
of the IRS motif (IRS-TK CAT) (7). The responsiveness of
both constructs to cytokine treatment was compared with
the activity of either (GIRE);-TK CAT or a vector (FcyR1
CAT) with the CAT gene controlled by the 5’ flanking region
(=799 to —45) of the human FcyR1 gene (6). Although these
last two constructs responded to IFN-y alone in THP-1 cells
(Table 1), an induced CAT activity with the pPGEM CATE or
the IRS-TK CAT vectors was seen only after IFN-a treat-
ment or after coinduction with IFN-y and TNF-a (Table 1).
These results were in agreement with previous observations
showing the requirement of both cytokines for induction of
the 2',5'-oligo(A) synthetase activity in the promyelomono-
cytic cell line U-937 (70). Therefore, the finding that GRR
and IRS minimal sequences responded differently to IFN-y
in the myeloid cell line THP-1 suggested that these cis-DNA
elements were distinct from each other.

GRR is a target sequence for specific [IFN-y-activated DNA
binding proteins. To identify the trans-acting factors inter-
acting with the GRR motif, band shift experiments (Fig. 3)
were performed with the region from —165 to —128 as a
probe (GIRE probe). Such experiments allowed us to iden-
tify a specific complex (GIRE-BP) present only in IFN-y-
treated cell extracts prepared from THP-1 (Fig. 3a) or HeLa
(Fig. 3b) cells. Sequence identities among the GRR motif and
the other consensus sequences known to confer IFN respon-
siveness have been reported previously (47). In order to test
the significance of such homologies, competition experi-
ments were performed with different motifs such as IRS (7);
GAS (19); and the X, S, and Y boxes of the Ea MHC class
IT promoter (33). GIRE-BP was not detected after preincu-
bation of the cell extract with an excess (10-fold) of the
unlabelled fragment from —165 to —128 (Fig. 3a and b, lanes
C,), whereas no significant competition was observed with a
large excess (100-fold molar) of competitors such as IRS
(Fig. 3a and b, lanes C,, and Fig. 4); GAS (Fig. 4); and the X,
S (Fig. 3a and b, lanes C,), and Y boxes (Fig. 3a and b, lanes

fSGF3a and ISGF3+y subunits are involved in the formation
of the GIRE-BP complex. In THP-1 cells (data not shown) or
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a) THP-1 cell b) Hela cell
extract extract

=+ + +++ IFN-y -+ + + + +

00CCCGCs Comp. 00GCCGC

FIG. 3. IFN-y induction of the binding of a specific complex to
the GRR motif is not dependent on the cell type. Gel electrophoresis
mobility shift assays were performed as described in Materials and
Methods. Ten micrograms of untreated (—) and IFN-y-treated (+)
THP-1 (a) and HeLa (b) whole cell extracts were mixed with a
32p_labelled DNA fragment from —165 to —128 (GIRE probe) after
preincubation with the following DNA sequences (see Materials and
Methods) as competitors: unlabelled sequence from —165 to —128
used in a 10-fold molar excess (C,); 100-fold molar excesses of IRS
and X/S and Y boxes (C,, C,, and C;, respectively).

in a 2fTGH fibrosarcoma cell line derivative (48), a complex
with the same electrophoretic mobility as the GIRE-BP was
detected after IFN-a treatment (Fig. 4). Although the IFN-
a-activated GIRE-BP complex was much less abundant than
in cells treated with IFN-y, the sensitivity to the different

Cells | 2fTGH r V2T U3T—11,1—
o é’é’i"'\ h
NI —IFN- aﬂr—lFN-Yﬁé\Ses\; & E N
¢ S, & ¢,
FPe S N
Compsi ez & RS C?OVQ" _________ &F&§

GIRE-BP —»

FIG. 4. GIRE-BP binding activity depends on factors forming
the ISGF3 complex. Nuclear extracts were prepared from the
different cellular mutants (described in the text) and from parental
cells (2fTGH). Cells were treated with 500 U of human IFN-y or
IFN-a for 30 min. A 60-fold molar excess of competitor sequences
such as the GIRE fragment (—165/—128) including the GRR motif,
GAS, or IRS were incubated with extracts of IFN-treated cells
before the addition of the GIRE probe.



2186 PEREZ ET AL.

2R G H et

Cells

—————— IFN-  ————r—— IFN-Y—

I A R
oSy N
e ST T ES
Antibodies _ — _ _ ¥ ¥ IY ¥ F
iy
5 F v
Comp. EOMCI AT L e b S

GIRE-BP —»

FIG. 5. Antibodies raised against the 91-kDa subunit of ISGF3a
inhibit GIRE-BP binding. Extracts prepared from 2fTGH cells were
incubated for 30 min at 4°C in the presence of sera (55) at a 1/150
final dilution. Competitors (Comp.) and the GIRE probe were added
as described in the legend to Fig. 4.

competitors tested was similar (Fig. 4). The biological sig-
nificance of such an observation is still unclear since neither
the FcyR1 gene nor the (GIRE);-TK CAT construct (Table
1) can be induced with IFN-a.

To test the possibility of whether the GIRE-BP complex
could be formed by the association of factors involved in the
IFN-a response, such as ISGF3a and ISGF3y, different IFN
response mutants isolated from chemically mutagenized
2fTGH cells (30, 40) were used (Fig. 4). Mutant U2 (30), in
which the ISGF3y (Evy) subunit is truncated, is unresponsive
to IFN-o/B and partially defective in its response to IFN-y.
Mutant U3 (40), which lacks the 91- and 84-kDa subunits of
ISGF3a (41a), is insensitive to both types of IFN. Extracts
prepared from either IFN-a- or IFN-y-treated U2 or U3
mutants were found to lack GIRE-BP binding activity (Fig.
4). We also studied another mutant clone, 11,1, which is
unresponsive to IFN-a and which was recently shown to be
complemented by transfection of a cosmid encoding tyk-2, a
nonreceptor protein tyrosine kinase (67). As shown in Fig. 4,
GIRE-BP was undetectable in extracts prepared from IFN-
a-treated 11,1 cells although the complex was present after
IFN-y treatment. From these data, we conclude that the
GIRE-BP complex contains the 48-kDa, the 91-kDa and
84-kDa ISGF3 subunits, although no competition was ob-
served with the IRS and GAS motifs. The result with mutant
11,1 shows that activation of the GIRE-BP complex by both
types of IFN depends on different pathways.

In order to determine among the proteins found to partic-
ipate in the GIRE-BP complex the factor which binds to the
GRR motif, antibodies raised against the components of
ISGF3a (55) were used (Fig. 5). Anti-91T recognizing the
COOH terminal of the 91-kDa protein, which is lacking in
the 84-kDa protein (55), blocked the formation of the
GIRE-BP complex (Fig. 5). Although anti-91T recognizing
an amino acid sequence of the 91-kDa factor shared with the
84-kDa protein (55) partially affected GIRE-BP binding
activity, no effect was seen with an antibody raised against
the 113-kDa protein (Fig. 5). Moreover, the same reactivities
to antibodies were obtained with extracts prepared from
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HL60 U937
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FIG. 6. GIRE-BP binding activity is present in different cell lines
of myeloid origin. Whole cellular extracts from untreated (———) or
IFN-vy-treated (+) HL-60, U-937, and THP-1 cells were incubated in
the presence of the probe —165/—128 and were assayed for the
presence of GIRE-BP binding activity by gel shift analysis.

cells treated with IFN-a or IFN-y (Fig. 5). These results
strongly suggest that treatment with both types of IFN lead
to the activation of a complex in which the 91-kDa protein is
involved.

It has been shown that the requirement of protein synthe-
sis for IFN-y transcriptional induction depends on the gene
studied (19, 65). Preincubation of THP-1 cells for 3 h with
cycloheximide before the addition of IFN-y did not affect the
appearance of the complex (data not shown). GIRE-BP was
detected after 5 min of IFN-y treatment, and its level
remained stable for at least 2 h (data not shown), suggesting
that IFN-y-induced activity was dependent on rapid IFN-y
activation of preexisting specific zrans-acting factors. In two
other promyelomonocytic cell lines, HL-60 and U-937, the
GIRE-BP binding activity was present and was even stron-
ger in U-937 cell extracts (Fig. 6).

A distinct cis-DNA element confers myeloid cell expression.
It has been shown previously that cloning of the region from
—169 to —141 (GRR) in front of the TK promoter led to a
construct whose expression after IFN-y induction was not
restricted to myeloid cell lines (47).

To further characterize the sequence conferring myeloid-
cell-specific gene activation of the FcyR1 gene, various
fragments of the promoter were cloned in TK CAT vectors.
While the (GIRE);-TK CAT vector was inducible in HeLa
cells (Fig. 7), the region from —140 to —45 [(GIRE),-(140/
45)-TK CAT] abolished the induced expression in these cells
but did not affect the response in the monocytic cell line
RAW 264.7 (Fig. 7). To define the 5’ border of the domain
conferring the cellular specificity, the region from —206 to
—107 (Fig. 1) containing the GRR motif was cloned in a
(GIRE),-TK CAT construct (Fig. 7). Insertion of this se-
quence in the (GIRE),-(206/107)-TK CAT vector did not
change the induced CAT expression (Fig. 7), suggesting that
cell specificity was dependent on an element located down-
stream of position —107. Conclusive evidence was obtained
with the construct (GIRE);-(103/78)-TK CAT containing a
shorter sequence spanning the region from —103 to —78 (Fig.
7). CAT activity from this construct was again dependent on
the type of cell transfected (Fig. 7). The possibility that the
presence of the start sites of transcription could affect the
expression of the CAT gene was ruled out by the similar
results obtained with the construct (GIRE);-(78/103)-TK
CAT (Fig. 7) containing the region from —103 to —78 cloned
in an inverted orientation. However, it has to be noted that
with these constructs, the induced CAT activity if reduced
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Relative induction of CAT activity

Plasmid after IFN-Y treatment
RAW 264-7 Hela
(GIRE) ;- TK CAT [TK[CAT  12.3 1.2
(-128/-165),

©ORE) ;- (405)  [[ 4]+ H—> {TK[CaT 11-6 13
TK CAT (-128/-165),  (-140/-45)

©re)- osnon) [ —{—> J—{TK[ CAT  10.8 9.3
TK CAT (-128/-165),  (-206/-107)

(GIRE) - 103/78) [*-] <]« }{—>}—[TK]CAT 12.5 3.9
TK CAT (-128/-165);  (-103/78)

ORE)- (18103  [@-[ <[« H4—TK[CAT 14.2 3.2
TK CAT (128/-165),  (-78/-103)

Rs-TKCAT [——— % }—— TK[CAT 3.2 2.9

(IRS),

IRS -- (103/78) [—— }-{——=}-[TK[CAT 5.5 4.2

TK CAT (RS), (-103/-78)

FIG. 7. Cell-type-specific expression of the human FcyR1 gene
depends on a 25-bp fragment located downstream from the GRR
motif. Results are the means of at least five independent experi-
ments. RAW 264.7 cells, when transfected with the IRS-TK CAT
construct, were coinduced with 500 U of IFN-y and TNF-a per ml,
while the other CAT activities shown were derived from cells
treated with 500 U of IFN-y per ml.

(fourfold) was not completely abolished in HeLa cells, in
contrast to the repressed expression (ninefold) derived from
the (GIRE),-(140/45)-TK CAT vector (Fig. 7). Nevertheless,
these data indicated that the presence of the sequence from
—103 to —78 was crucial for the restricted expression of the
human FcyR1 gene in monocytic cells. Thus, we have
named this 25-bp element involved in cell-type-specific ex-
pression of the FcyR1 gene promoter MATE, for myeloid
activating transcription element. Interestingly, the MATE
motif was not able to reduce the CAT expression of the
IRS-TK CAT in HeLa cells as shown with the unchanged
induced expression deduced from the IRS-(103/78)-TK CAT
construct (Fig. 7). This specificity suggested that the MATE
motif was acting only in the proximity of the GRR motif and
strengthens the differences between GRR and IRS se-
quences.

FcyR1 gene expression in myeloid cells depends on cell-type-
specific trans-acting factors. We tried to correlate the differ-
ential expression observed in CAT assays between myeloid
and nonmyeloid cell lines with the presence of cell-type-
specific trans-acting factors. Band shift experiments (Fig. 8)
were performed with a fragment from —142 to —45 (Fig. 1),
including the downstream part of GRR and the MATE motif
as a probe. Incubation of this probe with untreated (Fig. 8A,
lane 1) and IFN-y-treated (Fig. 8A, lane 2) THP-1 extracts
revealed two specific complexes, MATE-BP; and MATE-
BP,. Both complexes were observed in uninduced and
induced cell extracts, confirming that the region from —142
to —45 was not involved in the induction but rather in the
constitutive expression of the FcyR1 gene. Formation of the
two complexes was significantly reduced in extracts pre-
pared from cells treated with cycloheximide (Fig. 8A, lane
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A B
Hela cell Hela cell
extract extract

THP-1 cell
extract

1 2 3 4 5 6 7 8 9% 10 11 IFN-y - +

TTLLLE

MATE-BP; —
NFy —

MATE-BP; —

FIG. 8. Cell-type-specific expression of the FcyR1 gene corre-
lates with the presence of two cell-type-specific complexes. (A) The
32p.]abelled DNA fragment corresponding to the region from —140
to —45 was added to whole cell extracts prepared from THP-1 cells
(lanes 1 to 6) and from HeLa cells (lanes 7 to 11). Cells were not
treated (lanes 1 and 7), or were treated with IFN-y (lanes 2 to 6 and
8 to 11) and preincubated in the presence of a 10-fold molar excess
of specific competitor (lanes 3 and 9) or a 50-fold molar excess of
nonspecific competitors (IRS, lanes 4 and 10; NFkB, lanes 5 and 11).
Lane 6 represents a cellular extract preincubated for 3 h with 10 pg
of cycloheximide per ml before the addition of IFN-y. (B) Control
experiment. A sequence containing the NF1 binding motif (see
Materials and Methods) was incubated with the same untreated (—)
or IFN-vy-treated (+) HeLa cell extracts.

6). In the same experiment, the probe —142/—45 (Fig. 8A,
lanes 7 to 11) or a probe presenting an affinity for a factor
such as NF1 as a control (Fig. 8B) was incubated with cell
extracts prepared from HeLa cells. While NF1 was binding
at near completion to its specific target (Fig. 8B), no com-
plexes were detected with the probe —142/—45 in uninduced
or induced HeLa cell extracts (Fig. 8A, lanes 7 to 11). In
order to confirm that the binding activity was dependent on
the presence of the minimal sequence identified by the CAT
analysis, an oligomer corresponding to the region from —103
to —78 was used as a probe for further mobility band shift
assays. As seen in Fig. 9A, again two specific complexes,
MATE-BP,. and MATE-BP,., were detected after incuba-
tion of the probe with whole cell extract prepared from
IFN-vy-treated (Fig. 9A) and untreated THP-1 cells (data not
shown). However, these complexes, which were both af-
fected by cycloheximide treatment (Fig. 9A), migrated
slightly differently from the previous complexes obtained
with the probe —142/—45. Interestingly, in two other promy-
elomonocytic cell lines, HL-60 and U-937, only one complex
(MATE-BP;) migrating faster than the MATE-BP complexes
identified in THP-1 cells was detected (Fig. 9B). This com-
plex was specific, since a fivefold excess of the correspond-
ing motifs —103/—78 and —142/—45 (Fig. 9B) was able to
reduce the binding activity. Moreover, the —103/—78 probe
was not able to form any of the identified complexes when
incubated with HeLa cellular extracts (Fig. 9B). Therefore,
the correlation observed between CAT assays and band shift
experiments strongly suggested that the restricted expres-
sion of the FcyR1 gene in cells of the monocytic lineage was
dependent on the binding of constitutive cell specific factors
to the MATE motif.

Potential sequence identity within the MATE motif. Besides
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FIG. 9. HL-60 and U-937 cells present MATE-BP complexes different from those observed in THP-1 cells. (A) Extracts from HL-60,
U-937, and THP-1 cells were assayed for the presence of MATE-BP complex formation by gel shift analysis with an oligomer corresponding
to the MATE motif (—103/—78). Extracts prepared from THP-1 cells were treated with cycloheximide (CHX) as described for Fig. 8A, lane
6. A fivefold molar excess of homologous competitor DNA (Co) was included in the binding reaction to demonstrate specificity. (B) HL-60,
U-937, and HeLa cell extracts were incubated in the presence of the same probe used for panel A. Specific binding was checked by
preincubating the HL-60 extract with a fivefold molar excess of either the unlabelled fragment from —103 to —78 (Co) or the fragment from

—140 to —45 (C1).

the sequence conservation between the human and murine
FcyR1 promoters (47, 69), it has been reported that the GRR
motif contains some similarities to other elements involved
in the IFN-y response such as y-IRE and X and H boxes
(47). The potential homologies found with the X and H (also
known as S or W) boxes are not clear and are not supported
by our competition experiments (Fig. 3, lanes C, and C;).
Although the sequence identity between y-IRE and the GRR
motif will have to be investigated functionally, our data
(Table 1 and Fig. 3, lanes C,) suggest that the IRS/ISRE and
v-IRE sequences (74) are unrelated.

Within the MATE region, a 14-bp sequence located on the
FcyR1 gene (Fig. 10A) at positions —100 to —87 was
conserved in the promoter of the murine aFcyR gene (10). A
similar sequence was found (Fig. 10B) in the promoters of
the mig gene (72) and the cathepsin G gene (27), whose
expressions are also restricted in cells of monocytic lineage
and in neutrophils. Interestingly, the sequence of the MATE
motif from —94 to —85, which contains a pyrimidine-rich
sequence, was found (Fig. 10B) in several myeloid-cell-
specific promoters such as c-fes (1), CD11b (45), gp91-phox
(56), and human neutrophil elastase (58). In addition, the
sequence from —96 to —91 corresponded in an inverted
orientation (Fig. 10B) to an element defined as the PU box
(5'-GAGGAA-3’) (50), which binds a transcriptional activa-
tor (PU.1) expressed in macrophages and B cells (32). From
these homologies, we were able to deduce two overlapping
consensus sequences, MATE-cl and MATE-c2 (Fig. 10C),
which could be involved in the activation of a large number
of genes expressed in a cell-type-specific manner. Such
overlapping sequences are likely to be the target of factors
forming the MATE-BP complexes.

DISCUSSION

In this article, we demonstrate that the IFN-y response
region (GRR), previously identified in the human FcyR1
promoter (6, 47), acts as an inducible enhancer. This se-
quence, which allows an IFN-y response even in cells of
nonmyeloid origin, is the target for an IFN-y-activated
factor(s) (GIRE-BP). Following IFN-y addition, the activa-
tion of this complex is observed in nuclear extracts prepared

from different cell types within minutes and does not require
protein synthesis.

We next addressed the question of whether the GRR motif
contains similarities to the sequences already defined as
targets of IFN regulation. In gel mobility shift assays, no
competition is observed with the IRS and GAS elements
identified in the promoters of IFN-stimulated genes or the
X/S and Y boxes involved in IFN-vy regulation of MHC class
IT genes. Different mechanisms leading at least to IFN-y
induction of FcyR1 and MHC class II genes are supported
by experiments performed with mutants defective in their
responses to IFN-y for MHC class II gene expression (39a).
These mutants, belonging to different complementation
groups, exhibit a GIRE-BP binding activity similar to that of
the parental cells (data not shown).

However, the absence of competitions between GRR and
the other motifs did not exclude the possibility that common
factors, such as the proteins involved in ISGF3 (24, 37),
could recognize different sequences. The mechanism by
which IRS/ISRE triggers IFN-a regulation has been well
documented (55). Upon IFN-« treatment, three cytoplasmic
proteins of 113, 91, and 84 kDa, collectively termed ISGF3a,
are translocated to the nucleus with another protein of 48
kDa, ISGF3y (31). This latter protein, associated with
ISGF3a, has been shown to bind to the ISRE motif and to be
induced with IFN-y (31, 37). Synergy between IFN-a and
IFN-y (61) for biological functions and induction of IFN-
stimulated genes have been observed with HeLa cells.
Moreover, a set of IFN-stimulated genes (31, 34) has shown
higher-than-normal induction following combined treatment
with IFN-y and IFN-a/B due to the induction of ISGF3y
(37). Therefore, these observations suggested that both IFN
pathways use the same components.

Although neither the FcyR1 gene nor a construct such as
the (GIRE);-TK CAT is induced with IFN-a (Table 1),
GIRE-BP binding activity is also observed in extracts pre-
pared from IFN-a-treated cells such as 2fTGH (Fig. 4) or
THP-1 cells (data not shown).

The use of different mutants defective in their IFN re-
sponses (Fig. 4) allows us to identify some of the factors
involved in the GIRE-BP complexes activated by both types
of IFN. At least the following two subunits, the 48-kDa
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CDh1l1l-b (-28/-2) CTCC-A----TC-———-——-— GCCC-TC (Pahl, 1992)
elastase (-130/-105) CCCC-T--C--C------ATCAAC-C  (Takahashi, 1992)
mig (-29/-55) TT-AGGAAAT-C-—---~ CTTCCC-T
(Wright, 1991)
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_ cce T
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FIG. 10. Homology within the MATE motif. (A) Conserved nucleotides according to the maximal homology alignment are noted by
asterisks, and the three AGAAAAG repeats are marked by black arrows. For the three Fc receptor sequences, numbering starts at the ATG.
(B) Dashed lines indicate that the same nucleotide is present in the human FcyR1 (hu-FcyR1) promoter sequence. For the mig, elastase,
gp91-phox, CD11b, and cathepsin G promoter sequences, the numbering is relative to the distance from the transcription start site, while for
the c-fes sequence containing a first CAP site in the following upstream sequence of exon 2, the numbering is according to the position of the
first ATG in this exon. The putative PU box is underlined by a black arrow. (C) Two overlapping consensus sequences are derived from the
maximal alignment between the Fc promoter sequences and either the mig and cathepsin G genes (MATE-cl) or with mig, elastase,

gp91-phox, CD11b, and c-fes genes (MATE-c2).

subunit (ISGF3y) and the 91- or 84-kDa subunit from
ISGF3a, seem to be required to form an IFN-activated
GIRE-BP complex. However, our results with the non-IFN-
a-responsive mutant 11,1, which is defective in the expres-
sion of the tyrosine kinase tyk-2 (67), suggest that IFN-
dependent phosphorylation is an event distinguishing IFN-a
and IFN-y activation.

It has been shown recently (55) that whereas IFN-a
binding to fibroblast cells leads to immediate phosphoryla-
tion of the 113-, 91-, 84-kDa proteins, IFN-y binding to
fibroblasts leads to phosphorylation of only the 91-kDa
protein. These observations and the absence of GIRE-BP
activity when antibodies raised against the 91-kDa protein

are used (Fig. 5), suggest that this protein contacts the GRR
DNA motif.

Although both types of IFN lead to the formation of
similar GIRE-BPs, the phosphorylated 91-kDa protein will
interact differently with the 48-kDa protein and eventually
with other factors depending on the IFN used. Indeed, a
different affinity of GIRE-BP for the GRR motif is suggested
by the different intensity of the GIRE-BP binding activities
observed after IFN-y and IFN-a induction (Fig. 4).

The restricted expression of the FcyR1 gene in myeloid
cells and the absence of CAT activity in HeLa cells with
vectors containing the GRR motif followed by its down-
stream sequence lead us to define the region conferring cell
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type specificity. Transfections of HeLLa and RAW 264.7 or
THP-1 cells with different constructs allow us to identify a
sequence of 25 bp (MATE) which confers cell-type-specific
expression (Fig. 7). This sequence is the target of two
distinct complexes (MATE-BP) detected in THP-1 but not in
HelLa cells (Fig. 8). Neither complex is regulated by IFN-y,
and both are sensitive to cycloheximide. Only one complex,
migrating faster than the previous MATE-BP, was detected
(Fig. 9) in the promyelomonocytic cell lines HL-60 and
U-937, in contrast to the same complex formed in these cells
and in THP-1 cells with the GRR motif (Fig. 6). Such
differences could reflect multiple combinations of trans-
acting factors that may depend on the degree of differentia-
tion or on the particular cell lines studied.

Few mammalian cell-type-specific transcription factors
have been characterized thus far. Members of a homeobox
gene family (26) such as Oct-2 (42, 71) and GHF-1/Pit-1 (13)
are DNA binding factors involved in the transcriptional
activation of, respectively, immunoglobulin and prolactin/
growth hormone genes expressed in B-lymphoid and pitu-
itary cells. Among the factors which could achieve a muscle
phenotype, three muscle-specific proteins, MyoD (18, 59),
myd (51), and myogenin (73), have been identified. Another
factor, hGATA-1 (62, 63), which is involved in the transcrip-
tional activation of the globin gene, has been cloned.
GATA-1 activity was found to be restricted to the erythroid
cell lineage, and its cognate DNA binding site is widely
distributed among promoter and enhancer sequences of
genes expressed in such cells.

FcyR1 gene expression exhibits the same behavior in the
sense that its activation not only depends on IFN-y induc-
tion but is also restricted to a specific lineage. While the
MATE motif is required for cell-type-specific expression, it
is likely that additional elements are involved. In HeLa cells,
the MATE sequence does not completely block the effect of
GRR on the TK promoter in the (GIRE);-(103/78)-TK CAT
construct (Fig. 7), as does the insertion of the fragment from
—140 to —45. The different degrees of inhibition observed
between the two constructs could depend on a particular
DNA conformation involving the repetition of the
AGAAAAG motif found at positions —138 to —132 and —112
to —106 and in an inverted orientation at positions —91 to
—85 (Fig. 10A). The presence of the three repeated motifs
within the sequence from —140 to —45 might impair the
interaction of the factors with the GRR motif and those
bound to the TK promoter. A change in DNA conformation
by the absence of one of these motifs in the construct
(GIRE);-(103/78)-TK CAT will allow only a partial inhibition
of IFN-y-induced expression. Although we cannot exclude
the possibility that the sequence from —78 to —45 is playing
a role in cell-type-specific expression, two cycloheximide-
sensitive MATE-BP complexes are detected with probes
—142/—45 and —103/-78 in THP-1 cell extracts (Fig. 8A and
9A). The different electrophoretic mobilities of these com-
plexes could reflect another type of interaction between
DNA and involved proteins. A link between GRR and
MATE is indicated by the absence of the inhibitory effect of
the MATE motif when cloned 3’ of the IRS motif (Fig. 7).
Moreover, in cross competition experiments, an excess of
the GIRE fragment reduces the binding of MATE-BP factors
to the MATE motif whereas an excess of MATE in the
presence of the GIRE probe does not abolish the formation
of the GIRE-BP complex (data not shown). Therefore, these
observations and the presence of the AGAAAAG sequence
within the GRR and MATE elements suggest that GIRE-BP
and MATE-BP share a factor. This factor might bind to the

MoL. CELL. BioL.

AGAAAAG sequence, depending on its association with
proteins involved in either the IFN-y response or cell-type-
specific expression. The interaction of MATE-BP and
GIRE-BP will subsequently form an active transcriptional
initiation complex leading to FcyR1 gene expression.

The finding of similar sequences in promoters of several
genes expressed preferentially in cells of myeloid lineage
(Fig. 10B) emphasizes a role for the MATE motif in cell-
type-specific expression. Recently, it has been reported (45)
that the first 92 bp (containing a MATE-like motif) of the
promoter of the CD11b gene was able in mobility band shift
assays to form complexes specifically with myeloid-cell-
specific factors. The presence of a PU box which binds an
activator expressed in macrophages and B lymphocytes (32)
within the MATE motif (6) suggests that this motif, if crucial
for the FcyR1 expression in myeloid cells, may elicit DNA
binding activities not restricted to cells of myeloid lineage.

An understanding of the molecular basis for the cell-type-
restricted presence of MATE-BP and its relationship with
GIRE-BP in IFN-y-regulated gene expression should pro-
vide important insights into early events leading to the
differentiation and activation of macrophages following
treatment with this cytokine.
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