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have shown that IL-4 induces fibroblasts to produce collagen
(10, 28, 34) and other extracellular matrix macromolecules (28,
41), whereas gamma interferon (IFN-␥) inhibits collagen production (18, 34). Two species of IL-4 transcript were reported,
a full-length IL-4 with all four exons and a truncated one with
exon 2 alternatively spliced out (IL-4␦2) (37). In this study, we
analyzed IL-4 and IFN-␥ cytokine protein and transcript levels
in peripheral blood from patients with Sscl. We report the
presence of increased levels of IL-4 transcripts (IL-4␦2) and
IL-4 protein in Sscl patients. These results suggest that IL-4
may be involved in the pathogenesis of Sscl.

The pathologic hallmark of systemic sclerosis (Sscl) (scleroderma) is widespread excessive fibrosis and endothelial cell
injury, but the pathogenic mechanisms leading to these
changes are not known (23). There is evidence of fibroblast,
monocyte (19), endothelial cell (8), and eosinophil (14) activation in Sscl. Accumulating evidence suggests that T cells may
also be involved in the disease process. There is a cellular
infiltration of the skin, consisting of T cells, macrophages, and
mast cells, early in the course of the disease (16, 31). T cells
expressing activation antigens such as the interleukin 2 (IL-2)
receptor (CD25), HLA-DR, and CD29 are increased in peripheral blood (11). Increased frequency of hypoxanthine guanine phosphoribosyl transferase gene-mutated T cells (36) and
elevated adenosine deaminase activity (33) suggestive of T-cell
activation were also found in the peripheral blood of patients
with Sscl. T cells with the memory phenotype (CD45RO⫹) are
found in lung biopsies from Sscl patients with lung involvement
(42). T cells are also necessary for production of the antitopoisomerase I autoantibodies (formerly Scl 70) (21) which
are characteristic of Sscl. Finally, chronic graft-versus-host disease, which is a T-cell-mediated disease, exhibits clinical similarities with scleroderma and is associated with anti-topoisomerase I autoantibodies (6).
Cytokines produced by T cells are major determinants of the
immune response. The two polar types of T-cell cytokines,
TH1(IFN-␥) and TH2(IL-4, IL-5), are associated with the different outcomes of bacterial infections and autoimmune diseases in animal models (26). TH1 cytokines are associated with
effective cell-mediated immune responses, whereas TH2 cytokines assist in antibody production (26). Recent in vitro studies

MATERIALS AND METHODS
Patients. Thirteen consecutive patients with Sscl, attending the Rheumatology
Clinic of Temple University Hospital, were included in the study. All patients
were females (mean age ⫾ standard deviation [SD], 50.3 ⫾ 13.8 years). Five
patients had diffuse Sscl and eight patients had limited disease as defined previously (23). In addition, 15 healthy controls (14 females and 1 male) (mean
age ⫾ SD, 41.1 ⫾ 8 years) were used for comparison. The study was approved by
the Institutional Review Board of Temple University Hospital, and all patients
and healthy controls provided informed consent.
Peripheral blood. Peripheral blood specimens (30 ml) were collected in heparinized tubes. Peripheral blood mononuclear cells (PBMC) were isolated by
centrifugation on a Ficoll-Hypaque cushion. PBMC and plasma were kept at
⫺80°C until used.
IL-4 and IFN-␥ protein assays. Plasma IL-4 and IFN-␥ protein levels were
measured by a sandwich enzyme-linked immunosorbent assay (ELISA) (Coulter/
Immunotech, Westbrook, Maine). Briefly, plasma samples in duplicate were
incubated for 2 h at room temperature in plate wells coated with either anti-IL-4
or -IFN-␥ monoclonal antibodies (MAb), respectively. After being washed, the
plates were incubated with biotinylated anti-IL-4 MAb or biotinylated antiIFN-␥ MAb and streptavidin-peroxidase conjugate for 30 min and then washed
again. Finally, after incubation with a chromogenic substrate (tetramethylbenzidine), the reaction was stopped with 2 N sulfuric acid, and color intensity was
measured at 450 nm with an ELISA reader (Molecular Devices).
RT-PCR. Total RNA was prepared by using RNAzol B according to the
supplier’s instructions (Tel-Test, Friedwood, Tex.). cDNA was synthesized from
3 g of RNA with SuperScript II reverse transcriptase (RT) and with oligo(dT)
as a primer (GIBCO/BRL) at 42°C for 50 min in a 20-l reaction mixture.
Reaction mixtures were then heated at 70°C for 15 min to inactivate RT and
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Recent in vitro studies have shown that interleukin 4 (IL-4) induces and gamma interferon (IFN-␥) inhibits
collagen production. To define the TH1(IFN-␥) and TH2(IL-4) cytokine profiles in systemic sclerosis (Sscl), a
disease characterized by widespread fibrosis, we investigated IL-4 and IFN-␥ transcripts in peripheral blood
mononuclear cells and plasma protein levels in 13 patients with Sscl. Two previously identified IL-4 transcripts, a full-length transcript and an alternatively spliced (truncated) transcript (designated IL-4␦2), were
identified in patients and normal controls. Significantly increased levels of total IL-4 transcripts (full-length
plus IL-4␦2 transcripts) were found in patients with Sscl in comparison to those found in healthy controls (P ⴝ
0.003), and this increase was primarily due to an increase in the level of the alternatively spliced IL-4␦2 form.
The IL-4␦2/full-length-IL-4 transcript ratio was significantly increased in Sscl patients (P < 0.0001, versus
healthy controls). Sequencing analysis revealed that the frequency of IL-4 clones carrying the IL-4␦2 transcript
was also substantially increased in patients with Sscl. Plasma IL-4 protein levels were increased in Sscl
patients compared to those in healthy controls (P ⴝ 0.001) and correlated with total IL-4 transcript levels. The
up-regulation of the fibrogenic IL-4 (a TH2 cytokine) in Sscl suggests a pathogenic role for IL-4 in this disease.
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FIG. 1. Plasma IL-4 and IFN-␥ protein levels in patients with Sscl and
healthy controls. Both cytokines were measured by sandwich ELISA. Horizontal
lines indicate median values. IL-4 levels were higher in patients with Sscl than in
healthy controls (Mann-Whitney test; two-tailed P ⫽ 0.001). P value for IFN-␥ is
0.5.

RESULTS
Plasma IL-4 and IFN-␥ proteins. IL-4 protein levels were
higher in patients with Sscl (median, 40 pg/ml; interquartile
range, 18 to 62 pg/ml) than in healthy controls (7.1 ⫾ 0.8 pg/ml
[mean ⫾ SD]) (Mann-Whitney test; two-tailed P ⫽ 0.001) (Fig.
1). Ten of 13 patients with Sscl had plasma IL-4 protein levels
more than 2 SDs above the mean of those of healthy controls.
Two patients had values of IL-4 protein (1,700 and 980 pg/ml)
severalfold higher than the median (40 pg/ml). One of these
two patients had rapidly progressing diffuse Sscl, and the other
had experienced the recent onset of Sscl. There were not any
significant differences in plasma IL-4 levels between patients
with diffuse (n ⫽ 5) and limited (n ⫽ 8) Sscl (Student’s t test;
P ⫽ 0.8). Plasma IFN-␥ protein levels in patients with Sscl were
not significantly different from those in healthy controls (Student’s t test; P ⫽ 0.5) (Fig. 1).
IL-4 and IFN-␥ transcripts. IL-4 and IFN-␥ transcripts were
detected in all patients and healthy donors. Representative
IL-4 and IFN-␥ results are shown in Fig. 2. Amplification of
IL-4 transcripts resulted in two bands, one band of the expected size of 317 bp, which corresponds to the full-length IL-4
transcript, and a second band of 269 bp, which corresponds to
the alternatively spliced IL-4 transcript, previously designated
IL-4␦2 (37). Total IL-4 (full-length IL-4 plus IL-4␦2) transcript
levels, measured by densitometry, were significantly higher in

patients with Sscl than in healthy controls (Student’s t test;
two-tailed P ⫽ 0.003) (Fig. 3). Levels of full-length IL-4 transcripts, measured by MIMIC PCR, were not significantly
higher in Sscl than in healthy controls (nonparametric MannWhitney U test; one-tailed P ⫽ 0.07 and two-tailed P ⫽ 0.15)
(Fig. 3). After logarithmic transformation to assume a normal
distribution, differences in the levels of full-length IL-4 transcripts between the two groups were not significant (Student’s
t test; two-tailed P ⫽ 0.11). Similarly, levels of full-length IL-4
transcripts, measured by densitometry, were not significantly
higher in patients with Sscl than in healthy controls (data not
shown). The IL4␦2/full-length-IL-4 transcript ratio, measured
by densitometry, was significantly higher in patients with Sscl
(mean, 0.577; range, 0.430 to 0.656) than in healthy controls
(mean, 0.109; range, 0 to 0.209) (Mann-Whitney test; P ⬍
0.001) (Fig. 4), suggesting that the IL-4 transcript increase was
primarily due to an increase in the IL-4␦2 transcript level. The
densitometry method was employed because the low levels of
IL-4␦2 transcripts required large amounts of cDNA to give
quantitative data by MIMIC PCR. IFN-␥ transcript levels,
measured by MIMIC PCR, were significantly lower in patients
with Sscl than in healthy controls (Mann-Whitney test; twotailed P ⫽ 0.0004) (Fig. 3). In both methods of quantitation
(MIMIC PCR and densitometry), IL-4 and IFN-␥ transcripts
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incubated with RNase H at 37°C for 20 min to remove RNA. Finally, cDNA was
diluted 1:3 and kept at ⫺30°C until used. IL-4, IFN-␥, and ␤-actin (housekeeping
gene) cDNAs were amplified in a 480 Perkin-Elmer thermocycler with the
following sequence-specific primers (2, 32): IL-4, 5⬘-CTTCCCCCTCTGTTCTT
CCT and 3⬘-TTCCTGTCGAGCCGTTTCAG; IFN-␥, 5⬘-AGTTATATCTTGG
CTTTTCA and 3⬘-ACCGAATAATTAGTCAGCTT; ␤-actin, 5⬘-GTGGGGCG
CCCCAGGCACCA and 3⬘-CTCCTTAATGTCACGCACGATTTC. These
primers span at least one intron so that a combination of the cDNA and any
contaminating genomic DNA would result in a product of different size. In
particular, IL-4 primers amplify part of exon 1, exon 2, and part of exon 3 of IL-4
mRNA (2). Amplification of cDNA (50 ng of RNA equivalents) was carried out
in a reaction mixture containing 50 mM Tris HCl (pH 8.0), 100 mM NaCl, 0.1
mM EDTA, 1 mM dithiothreitol, 1.5 mM MgCl2 (1.0 mM for IL-2 and IFN-␥),
50% glycerol, 1% Triton X-100, and 2.5 U of Taq DNA polymerase (Promega,
Madison, Wis.) for 35 cycles, with each cycle at 94°C for 45 s, 55°C (65°C for
␤-actin) for 45 s, and 72°C for 90 s, with a final extension of 7 min at 72°C. For
IL-4 amplification, a two-phase PCR was carried out at 94°C for 45 s and 67°C
for 2.5 min. PCR products were visualized on ethidium bromide-stained 1.8%
agarose gels after electrophoresis.
Quantitation of IL-4 and IFN-␥ transcripts. Full-length IL-4 and IFN-␥ transcripts were quantitated with a competitive PCR designated MIMIC PCR (Clontech, Palo Alto, Calif.). In this method, one set of primers amplifies both the
target cDNA and a competitive DNA fragment (MIMIC) in the same tube. A
series of PCRs were carried out with a constant amount of target cDNA and
twofold dilutions of the corresponding MIMIC of a known molar concentration,
and PCR products were analyzed by electrophoresis in ethidium bromide-stained
gels, as described previously (32). IL-4 transcripts were also measured by densitometry of ethidium bromide-stained gels with a scanner and Sigmagel software. PCR products of ␤-actin MIMIC of a known molar concentration were
electrophoresed along with IL-4 transcript products as internal controls.
IL-4 mRNA cloning and sequencing. IL-4 PCR products were purified from
the Tris-acetate-EDTA low-melting-point agarose gel with NaI (GeneClean kit;
Bio 101, Vista, Calif.). PCR products were ligated into the pCR2.1 vector with
overhanging single 3⬘ deoxythymidine residues, following the supplier’s instructions (Invitrogen, Carlsbad, Calif.). The pCR2.1 vector was used to transform
one-shot INV␣F cells (Invitrogen), which were subsequently grown overnight in
agar plates containing X-Gal (5-bromo-4-chloro-3-indolyl-␤-D-galactopyranoside). White microbial colonies were cultured in Terrific broth, and miniplasmid
preparations were made by the alkaline lysis method. Plasmids were purified with
the Wizard DNA cleanup system (Promega), and plasmids bearing IL-4 inserts
were identified by PCR and agarose gel electrophoresis. IL-4 inserts were subjected to ThermoSequenase dye terminator sequencing PCR (Amersham, Cleveland, Ohio), and the PCR fragments were purified with Centricep spin columns
(Princeton Separations, Adelphia, N.J.) and sequenced with the automated 373A
DNA sequencer (Applied Biosystems, Perkin-Elmer).
Statistical analysis. Results were analyzed by the Student’s t test when data
had a normal distribution and by the Mann-Whitney test when data did not have
a normal distribution. Correlation between protein and transcript levels was
assessed by the Spearman test with Prism software.
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FIG. 2. RT-PCR results for IL-4 and IFN-␥ in PBMC from patients with Sscl
and healthy controls. Representative transcripts are shown. C, corresponding
MIMIC; M, 100-bp ladder.

were normalized for ␤-actin as a measure of PBMC equivalents.
Plasma IL-4 protein levels correlated with total IL-4 (fulllength IL-4 plus IL-4␦2) transcript levels (Spearman correlation; r ⫽ 0.6; P ⫽ 0.01). Full-length IL-4 transcript levels alone
did not correlate significantly with plasma IL-4 protein levels
(Spearman correlation; r ⫽ 0.35; P ⫽ 0.06). There was also no
correlation between IL-4␦2 transcript and plasma IL-4 protein
levels.
Cloning and sequencing of IL-4 transcripts. To accurately
ascertain the proportions of full-length IL-4 and alternatively
spliced IL-4␦2 transcripts in PBMC from patients with Sscl and
healthy donors, we cloned the PCR-amplified transcripts into
the pCR2.1 vector. Sequencing analysis of 49 IL-4 clones from
one patient with Sscl and 47 IL-4 clones from a healthy donor
revealed IL-4␦2 transcripts in 22.4 and 4.2% of the clones,
respectively. Furthermore, IL-4 clones from an additional five
patients and five normal donors were analyzed by PCR and gel
electrophoresis to determine whether they contained fulllength or IL-4␦2 transcripts. Representative results are shown
in Fig. 5. The frequency of IL-4 clones carrying the truncated
IL-4␦2 transcript was significantly higher in patients with Sscl
(range, 19.4 to 58.1%) than in healthy donors (range, 0 to
15.4%) (Mann-Whitney U test; P ⫽ 0.004). IL-4␦2/total IL-4
transcript ratios for individual patients with Sscl were 8/27
(29.6%), 18/31 (58.1%), 7/36 (19.4%), 9/39 (23%), and 17/37
(45.9%). IL-4␦2/total IL-4 transcript ratios for individual
healthy donors were 2/23 (8.7%), 1/24 (4.2%), 2/35 (5.7%),
4/26 (15.4%), and 0/37 (0%).
DISCUSSION
In this study we found increased levels of alternatively
spliced (truncated) IL-4␦2 transcripts in PBMC from patients

FIG. 3. PBMC IL-4 and IFN-␥ transcript levels in patients with Sscl and
healthy controls. Total IL-4 transcripts were semiquantitated by densitometry, as
described in Materials and Methods. Full-length-IL-4 and IFN-␥ transcripts were
quantitated by MIMIC PCR. Horizontal lines indicate median values. Results
were normalized for ␤-actin as a measure of PBMC equivalents. Total IL-4
transcript levels were higher in patients with Sscl than in healthy controls (Student’s t test; two-tailed P ⫽ 0.003). P values for full-length IL-4 and IFN-␥ were
0.07 and 0.0004, respectively.

with Sscl. The levels of total IL-4 transcripts were increased,
and this increase was mainly due to an increase in the level of
the alternatively spliced IL-4␦2 form. Plasma IL-4 protein levels were also significantly elevated in patients with Sscl versus
those in healthy donors, in agreement with the reports of
others (15, 25). These findings are important because IL-4 is
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emerging as a major fibrogenic cytokine. First, it induces collagen production by fibroblasts in vitro (20, 28). Second, overexpression of IL-4 in transgenic mice under the control of the
insulin promoter in pancreatic Langerhans cells results in local
fibrosis (24). Third, administration of anti-IL-4 antibody prevents graft-versus-host disease in mice, with a concomitant
decrease in liver fibrosis (39), and markedly reduces hepatic
fibrosis in schistosoma-infected mice (7). Finally, IL-4 induces
production of transforming growth factor ␤ (38), which is a
fibrogenic cytokine (40). In our study, 10 of 13 patients with
Sscl exhibited increased levels of plasma IL-4 protein. This
finding that IL-4 protein levels were not increased in all patients with Sscl may reflect the natural course of the disease.
Sscl first has a fibrotic indurating skin phase, which may be
associated with increased IL-4 levels, and later has an atrophic
skin-softening phase (23). It would be useful to see in a large
number of patients with Sscl if plasma IL-4 protein levels
correlate with the duration, the extent, or the rate of progression of the disease.
There was no difference in plasma IFN-␥ protein levels
between patients with Sscl and controls. IFN-␥ (a TH1 cytokine) is emerging as an antifibrotic cytokine. It inhibits collagen synthesis by human and mouse fibroblasts in vitro (18, 34).
IFN-␥ also inhibits fibrosis induced by ethylene copolymer (13)
in mice and exhibits some beneficial effects in patients with Sscl
(12, 27). Finally, IFN-␥ inhibits transforming growth factor ␤
production (40). Given the reciprocal effect of IL-4 (a TH2
cytokine) and IFN-␥ (a TH1 cytokine) on immune response
and on fibrosis (35), our findings suggest that IL-4 is a major
pathogenic factor in Sscl.
The presence of increased levels of IL-4␦2 transcripts in Sscl
is interesting, since the functional properties of this variant
have not been fully investigated. Deletion of the 16-aminoacid-long exon 2 product, which occurs in IL-4␦2, is expected
to affect one of the two postulated sites of binding of IL-4 to its
receptor (20, 29). One group reported that IL-4␦2 protein

FIG. 5. IL-4 clones with full-length IL-4 and spliced IL-4␦2 transcripts. Representative PCR products were visualized after gel electrophoresis. M, 100-bp
ladder.
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inhibits IL-4-induced T-cell proliferation (4) but induces collagen production by fibroblasts (5). The increased levels of
IL-4␦2 transcripts in Sscl may reflect the activation status of T
cells in Sscl. However, activation of normal T cells with OKT3
MAb (1) or phorbol myristate acetate and ionomycin (our
unpublished results) up-regulates both transcripts, although
the full-length IL-4 is by far the predominant transcript. IL-4␦2
transcript levels were rarely found to be increased in healthy
donors (1). In our study, total IL-4 transcript levels in PBMC
were significantly higher in Sscl patients than in healthy donors
and correlated with plasma protein levels. Within the limitations of the methodology used, this finding indicates that T
cells are most likely the source of increased plasma IL-4 protein in Sscl. T cells have not received much attention as participants in the pathogenesis of Sscl thus far. However, there is
evidence of T-cell activation in Sscl (11, 33, 36, 42). An oligoclonal expansion of T cells, as implied by the restricted T-cell
receptor ␤-chain junctional region length distribution, was
found in PBMC and bronchoalveolar lavage samples, from Sscl
patients with lung disease (44), which suggests an antigendriven immune process. T cells also provide help to B cells for
autoantibody production in Sscl (21). Our study showing the
up-regulation of IL-4 in Sscl, along with the fibrogenic effect of
IL-4 on fibroblasts and the up-regulation of adhesion molecules by IL-4 on endothelial cells (17), is consistent with the
concept that TH2 cells are involved in the pathogenesis of Sscl.
In accordance with this concept, a recent study, based on the
presence of fetal cells in women with Sscl, has proposed that
Sscl is caused by fetal antimaternal graft-versus-host reactions
(3). Based on our results and those of others, we hypothesize
that Sscl is an antigen-driven, immune-mediated disease of
type TH2. An inciting antigen induces IL-6 and probably other
cytokines by antigen-presenting cells and promotes the development of TH2 cells (30). TH2 cells, in turn, attract and activate fibroblasts, activate endothelial cells (17), and induce Bcell autoantibody production (9).
The present study, along with others (25), may have significant clinical implications for Sscl, for which the currently available treatments are largely ineffective. Manipulation of cytokines to neutralize or decrease IL-4 production and boost
IFN-␥ production may be a new strategy for the treatment of
Sscl. Anti-IL-4 antibody or soluble IL-4 receptors alone or in
combination with IFN-␥ (or IL-12) are attractive candidate
agents in this respect (22, 26). In mice with schistosoma infection, administration of IL-12 or anti-IL-4 antibody markedly
reduced tissue fibrosis and IL-4 production (7, 43). The validity
of these assumptions needs to be tested in patients with earlystage Sscl and very high plasma protein IL-4 levels.
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