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The pathogeneses of toxic epidermal necrolysis (TEN)
and Stevens-Johnson syndrome (SJS), both severe
blistering diseases usually associated with drug in-
take, are not fully elucidated. Histologically, both TEN
and SJS are characterized by extensive keratinocyte
apoptosis. Previous studies have shown that keratin-
ocyte apoptosis in TEN and SJS was induced by a
suicidal interaction between Fas and Fas ligand
(FasL), which are both expressed by keratinocytes.
However, our preliminary examinations demon-
strated that FasL is hardly detected on keratinocytes.
We hypothesized that soluble FasL (sFasL) is secreted
by peripheral blood mononuclear cells (PBMCs), and
this interacts with the Fas expressed on keratinocytes
in TEN and SJS. To justify this hypothesis, we investi-
gated whether sFasL secreted by PBMCs could induce
the keratinocyte apoptosis in TEN and SJS. Enzyme-
linked immunosorbent assay analysis demonstrated
that there was no significant sFasL increase in any sam-
ples of healthy controls (<40 pg/ml, n � 14) and pa-
tients with an ordinary erythema multiforme-type drug
eruption (41.5 � 3.1 pg/ml, n � 14), whereas high
concentrations are detected in all samples of TEN and
SJS patients (TEN: 131.5 � 57.4 pg/ml, n � 8; SJS: 119.1 �
41.0 pg/ml, n � 14) (P < 0.0001). In vitro analysis using
cultured keratinocytes revealed that the sera of TEN and
SJS patients induced abundant keratinocyte apoptosis
compared to erythema multiforme-type drug eruption
sera. Furthermore, on stimulation with the causal drug,
PBMCs obtained from TEN and SJS patients secreted
high levels of sFasL. Taken together, these results indi-
cate that sFasL secreted by PBMCs, not keratinocytes,
plays a crucial role in the apoptosis and pathomecha-
nism of TEN and SJS, and that the serum sFasL level may
be a good indicator for the early diagnosis of TEN and
SJS. (Am J Pathol 2003, 162:1515–1520)

Toxic epidermal necrolysis (TEN) and Stevens-Johnson
syndrome (SJS) are severe blistering diseases mostly
caused by drug intake with no effective treatment.1,2

Histologically, TEN and SJS are characterized by marked
keratinocyte apoptosis in the epidermis with dermo-epi-
dermal separation, resulting in bullae.3 The pathophysi-
ology of these diseases is not well known, although im-
mune mechanisms4 and altered drug metabolism5 have
been postulated.

Recent data suggested that the activation of Fas
through FasL is an initial important step leading to diffuse
apoptotic cell death of epidermal cells in TEN.6 FasL
mediates apoptotic cell death by binding to Fas, inducing
the activation of caspases.7 Fas is expressed almost
ubiquitously in a variety of cells, including keratinocytes,8

whereas FasL is mainly expressed in activated T cells
and natural killer cells.9 Although Viard and colleagues6

reported that FasL is also expressed in keratinocytes of
TEN lesions, it remains controversial whether keratino-
cytes express biofunctional forms of FasL.10 Soluble
FasL (sFasL), which is cleaved from a membrane-bound
FasL by a matrix metalloproteinase-like enzyme,11,12 also
has the potential to mediate apoptosis.13

In this study, we investigated whether significant
amounts of sFasL are secreted by peripheral blood
mononuclear cells (PBMCs) in TEN and SJS, and if so,
whether the sFasL could induce apoptosis in keratino-
cytes in TEN and SJS lesions. We demonstrated in-
creased serum sFasL concentrations in all samples of
TEN and SJS patients, whereas there was no signifi-
cant increase of sFasL in any samples from patients
with ordinary erythema multiforme-type drug eruptions
(EMDE) and healthy controls. Secondly, Fas, but not
FasL expression was detected on keratinocytes from
TEN patients as well as normal skin. Thirdly, the sera of
TEN and SJS patients mediated keratinocyte apoptosis
in vitro, and lastly, sFasL secretion and FasL PBMC
mRNA levels were up-regulated by the causal drug.

In conclusion, sFasL predominantly produced by
PBMCs in TEN and SJS plays a pivotal role in the
pathomechanism of TEN, and serum sFasL levels may
be a good indicator for the early diagnosis in TEN and
SJS.
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Materials and Methods

Reagents

Anti-FasL, Fas monoclonal antibody (mAb), and fluores-
cein isothiocyanate-conjugated rabbit anti-mouse IgG
were purchased from PharMingen (San Diego, CA). Sol-
uble FasL was purchased from PeproTech (London, UK).
The reagents for the terminal dUTP nick-end labeling
(TUNEL) assay were purchased from WAKO (Tokyo, Ja-
pan). All other chemicals were of reagent grade.

Patients

Under a protocol approved by the institutional review
board, sera were obtained from TEN patients (three men
and five women; average age, 42 � 20 years) and SJS
patients (six men and eight women; average age, 37 �
15 years) with actively progressing reactions meeting the
criteria for TEN and SJS as previously defined;14 SJS
refers to cases with less than 10% of body surface in-
volvement and TEN to those with more than 10% involve-
ment. In all cases, medication was suspected of causing
the eruption. The extent of detachment (erosion, blisters,
and areas with positive Nikolsky sign) was measured and
expressed as the percentage of body surface area that
was detached. Sera were also obtained early at the start
of the disease course. Skin biopsies were obtained from
three patients. Sera of patients with EMDE (eight men and
six women; average age, 40 � 10 years) and normal
healthy volunteers (eight men and six women; average
age, 43 � 17 years) were also obtained. Discarded nor-
mal skin material from skin surgery served as controls.

Tissue Preparation

The biopsied skin samples were immediately placed in
embedding medium (TissueTek; Miles Scientific, Naper-
ville, IL), frozen on dry ice and stored at �80°C until use.

Enzyme-Linked Immunosorbent Assay (ELISA)
for Soluble FasL

The concentrations of sFasL were determined by sFasL
ELISA kit (MBL, Nagoya, Japan). The developed reaction
was quantified by reading at 490 nm. The limit of detec-
tion was 40 pg/ml. Each individual sample was analyzed
in triplicate.

Cell Culture

Cultured normal human keratinocytes (second passage)
were obtained from Kurabo (Osaka, Japan). The cultures
were fed on eight-well slide plates (Corning-Costar, Cam-
bridge, UK) in a medium of serum-free modified MCDB
153 supplemented with hydrocortisone (0.5 �g/ml), insu-
lin (5 �g/ml), epidermal growth factor (10 ng/ml), bovine
pituitary extracts (150 �g/ml), and calcium (0.15 mmol/L).
The keratinocytes were grown in a humidified atmo-

sphere under 5% CO2 at 37°C. The tertiary cultured cells
were harvested at 70 to 80% confluence for assay

Immunohistochemistry

The skin sections were incubated with anti-FasL mAb or
anti-Fas mAb at room temperature for 1 hour, followed by
incubation with fluorescein isothiocyanate-conjugated
rabbit anti-mouse IgG at room temperature for 1 hour.
Then, the sections were examined using a confocal laser
microscope (Laser Scanning Confocal Imaging System
MRC 1024; Bio-Rad, Richmond, CA) equipped with a fluo-
rescence microscope (Zeiss, Oberkochen, Germany).

Nick-End Labeling of DNA from Apoptotic
Keratinocytes

Keratinocytes were plated into culture plates at a density
of 1 � 106 cells/ml, and cultured until just before conflu-
ence. Then, the cells were incubated at 37°C for 24 hours
with medium containing healthy control sera, EMDE pa-
tients sera, TEN patients sera, or TEN patients sera plus
an inhibitory anti-FasL mAb (NOK-2) or the negative con-
trol mAb. Apoptotic cells were identified by histochemical
techniques by staining for double-stranded DNA breaks.
TUNEL was performed as previously described.15 Briefly,
TUNEL reaction mixture was added to the samples, and
followed by a 60-minute incubation at 37°C. Incorporated
fluorescein was detected by anti-fluorescein mAb Fab
fragments from sheep, conjugated with alkaline phos-
phatase.

Propidium Iodide Staining from Apoptotic
Keratinocytes

Alternatively, cell apoptosis was measured by flow cy-
tometry after propidium iodide staining. Detached cells
and trypsinized adherent cells were collected, fixed in
70% ethanol for 1 hour on ice, washed with phosphate-
buffered saline, and treated for 15 minutes with RNase
(200 �g/ml) at room temperature. Cells were stained with
propidium iodide (5 �g/ml) and analyzed on a BD Phar-
Mingen cell sorter.

In Vitro Lymphocyte Stimulation

Freshly isolated PBMCs from a TEN patient (65-year-old
man; causal drug, carbamazepine) was used for the in
vitro lymphocyte stimulation assay. PBMCs (1 � 106/ml)
were cultured with carbamazepine (10 or 100 �g/ml) for
24 hours. The supernatants were subsequently analyzed
for sFasL. PBMCs were collected to analyze FasL mRNA
expression.

Reverse Transcriptase-Polymerase Chain
Reaction Analysis of FasL mRNA

FasL mRNA expression was determined by reverse tran-
scriptase-polymerase chain reaction. Total RNA was iso-
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lated from cells using TRIzol (Life Technologies, Inc.,
Rockville, MD) according to the manufacturer’s instruc-
tions. The sequences of the primer pairs in this experi-
ment were as follows: human glyceraldehyde-3-phos-
phate dehydrogenase (G3PDH, used as an internal
control), 5�-GCT CAG ACA CCA TGG GGA AGG T-3�,
5�-GTG GTG CAG GAG GCA TTG CTG A-3�; human
FasL, 5�-GTG CCC AGA AGG CCT GGT CAA AGG-3�,
5�-TTG CAA GAT TGA CCC CGG AAG TAT-3�. Amplifi-
cations were performed in a thermocycler (GeneAmp
PCR system 9600; Perkin-Elmer, Norwalk, CT) as follows:
94°C for 3 minutes, followed by 21 (G3PDH) or 35 (FasL)
cycles (94°C for 1 minute; 57°C for 1.5 minutes; 72°C for
2 minutes). Aliquots of each amplification were analyzed
by electrophoresis in 5% acrylamide-Tris-borate gels.
The lanes were normalized to G3PDH mRNA levels as
described.

Statistical Analysis

Results are shown as mean � SD. A paired Student’s
t-test was used for comparison of paired conditions.

Results

Serum sFasL Level Was Increased in TEN and
SJS Patients

The serum levels of sFasL were examined in patients with
TEN (n � 8), SJS (n � 14), EMDE (n � 14), and healthy
controls (n � 14). Serum sFasL concentrations increased
in all samples from TEN and SJS patients (131.5 � 57.4
pg/ml and 119.1 � 41.0 pg/ml, respectively; mean � SD),
whereas there were no significant increases in sFasL
from any samples of patients with ordinary EMDE (42.1 �
3.5 pg/ml) (P � 0.0001) or healthy controls (not detected
in any samples) (P � 0.0001) (Figure 1). There was no
significant difference between serum sFasL levels in TEN
and SJS patients (P � 0.26). Time course analysis of
serum sFasL level in six TEN and SJS patients demon-
strated significant sFasL reduction within 4 to 6 days after
initial analysis (105.5 � 25.4 pg/ml to 46.7 � 10.4 pg/ml,
n � 6; P � 0.001) (Figure 2). In contrast to serum sFasL
levels, the percentage area of skin detachment did not
change or worsen compared to that of the disease onset
in these patients (data not shown). All these patients were
treated with high-dose corticosteroids (1 mg/kg/day).

Fas and FasL Expression and Apoptosis in Skin
Lesions of TEN

To assess the possibility that the interaction of Fas and
FasL induces keratinocyte cell death leading to TEN and
SJS, we analyzed Fas and FasL expression in skin sam-
ples from individuals with TEN (n � 3) and healthy con-
trols (n � 3). Immunohistochemical analysis of adjacent
frozen skin sections revealed that keratinocytes in both
TEN patients and healthy controls similarly expressed
Fas molecules on the cell surface (Figure 3, b and f).

Although previous reports showed that keratinocytes in
TEN patients expressed high levels of FasL,6 we could
not detect FasL expression on keratinocytes in TEN pa-
tients or in control samples (Figure 3, c and h). However,
inflammatory cells in a lesion of contact dermatitis ex-
pressed FasL as previously reported (Figure 3g).16 The
TUNEL assay demonstrated that skin sections from individ-
uals with TEN showed numerous keratinocyte apoptotic
figures, whereas no apoptotic keratinocytes were detected
in normal control epidermis (Figure 3, d and i). These ob-
servations are consistent with a previous report.3

Keratinocyte Apoptosis Is Induced by the Sera
from TEN Patients

To assess the possibility that the sFasL in patients’ sera
was the critical mediator of TEN and SJS, we investigated

Figure 1. High levels of sFasL were detected in serum samples from patients
only with TEN and SJS, but not with EMDE or healthy controls. Serum sFasL
was examined by sFasL ELISA described in the Materials and Methods. Serum
sFasL concentrations increased in all samples of TEN (n � 8) and SJS (n �
14) patients, whereas there was no significant increase in sFasL in any
samples of patients with EMDE (n � 14) or healthy controls (n � 14) (the
limit of detection was 40 pg/ml). The bar indicates average values and an
asterisk indicates statistical significance as compared with EMDE or controls
(*, P � 0.0001).

Figure 2. Serum sFasL in patients with TEN and SJS decreased significantly
between 3 to 6 days after the start of the disease course. Sera from six patients
with TEN and SJS were obtained at the beginning of the disease and after 3 to 6
days. Levels of sFasL significantly declined from 105.5 � 25.4 pg/ml to 46.7 �
10.4 pg/ml during the 3 to 6 days after the disease onset (n � 6; *, P � 0.01).
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whether sera of TEN patients could induce apoptosis in
cultured keratinocytes. The TUNEL assay and the pro-
pidium iodide staining with Sub-G0 DNA content demon-
strated that the addition of TEN patient sera to the me-
dium significantly induced keratinocyte apoptosis (Figure
4, a and c), whereas keratinocytes cultured with medium
containing EMDE patient sera showed significantly less
apoptotic cell death (Figure 4, b and d). In addition,
keratinocyte apoptosis was induced by TEN serum in a
dose-dependent manner (Figure 4e).

Keratinocyte Apoptosis Induced by Sera of TEN
Patients Is Mediated through Fas-FasL
Interaction

To prove that apoptosis is mediated Fas-FasL interaction
we performed the in vitro keratinocyte apoptosis assay
using various TEN serum concentrations, the neutralizing
anti-FasL mAb, the negative control mAb, and sFasL.
Culture with an inhibitory anti-FasL mAb reduced the
number of apoptotic cells in a dose-dependent manner,
whereas the negative control mAb failed to mediate ap-
optosis (Figure 5). Soluble FasL alone was confirmed to
trigger keratinocyte apoptosis. These data strongly sup-
port the idea that TEN patients’ sera mediates keratino-
cyte apoptotic death involving Fas and sFasL interaction.

PBMCs of TEN Patients Produce sFasL after
the Stimulation with the Causal Drug

To analyze the origin of sFasL detected in TEN and SJS
sera, we assessed whether sFasL is produced by PBMCs

after stimulation with the causal drug. PBMCs freshly
isolated from a TEN patient (65-year-old man; causal
drug, carbamazepine) were cultured with the causal
drug, carbamazepine (10 or 100 �g/ml), for 24 hours and
culture supernatants were examined for sFasL. High
amounts of sFasL were detected in the sample with car-
bamazepine (10 �g/ml) (Figure 6a). In contrast, no sFasL
was found in supernatants without the causal drug. FasL
mRNA was also detected from PBMC samples only with
the causal drug stimulation (such as carbamazepine, 10
�g/ml) for 24 hours (Figure 6b).

Discussion

TEN and SJS are severe blistering diseases usually as-
sociated with drug intake in which apoptotic keratinocyte
cell death results in the separation of large areas of skin
at the dermo-epidermal junction, producing the appear-
ance of scalded skin.3 The pathophysiology of these
diseases is not well known, although immune mecha-
nisms4 and altered metabolism of drugs5 have been pos-
tulated.

TEN and SJS are usually a pauci-inflammatory pro-
cess. Indeed, TEN and SJS lesions contain relatively few
inflammatory cells. Our initial hypothesis was that apo-
ptosis is not mediated by lesional infiltrating cells, but by
circulating soluble factors.

The present study demonstrates that PBMCs from TEN
and SJS patients secrete sFasL on stimulation with the
causal drug. In addition, patients sera induced apoptosis
in cultured keratinocytes, indicating that sFasL produced

Figure 3. Fas is expressed on keratinocytes in TEN skin lesions, however FasL expression is not detected. Skin sections obtained from TEN patients (a–d) or
healthy controls (e, f, h, i) were subjected to H&E staining (a, e), immunohistochemical staining with anti-Fas (b, f) or Fas L mAb (c, h), or TUNEL analysis (d,
i). Histological examinations showed numerous apoptotic keratinocytes (H&E) (a). Fas and FasL expression in skin were analyzed as described in the Materials
and Methods. Fas expression was observed in keratinocytes of TEN skin lesions as well as normal controls (b, f), whereas no apparent FasL expression was
observed in keratinocytes of both samples (c, h). FasL expression was detected in lesion of contact dermatitis (g). In the TUNEL assay, apoptotic cells were
identified in situ by histochemical techniques with staining of double-stranded DNA breaks as described in the Materials and Methods. Skin sections from
individuals with TEN showed numerous keratinocyte apoptotic figures (d), whereas no apoptoses were detected in normal skin (i).
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by PMBCs may contribute to the pathogenesis of TEN
and SJS.

The precise mechanisms responsible for enhanced
keratinocyte-specific apoptosis in TEN and SJS remain
unclear. It remains controversial that keratinocyte apo-
ptosis is mediated by soluble factors such as tumor ne-
crosis factor-�, nitric oxide,17 or peripheral blood cells,
particularly cytotoxic T cells. For example, Nassif and
colleagues18 reported that T lymphocytes present within
the lesions of TEN patients might exhibit, without any
restimulation, a drug-specific cytotoxicity against autolo-
gous cells. On the other hand, proinflammatory cytokines
including tumor necrosis factor-�, which mediates apo-
ptosis,10 are likely to be involved in TEN.3 Although sev-
eral therapeutic approaches for TEN targeting tumor ne-
crosis factor-� were assessed, almost all trials failed to
decrease mortality.19 Viard and colleagues6 reported
that Fas-FasL interaction is directly involved in the epi-
dermal necrolysis of TEN. They showed that keratino-
cytes of TEN patients express lytically active FasL. How-
ever, the exposure of Fas-sensitive target cells to cryostat
sections of skin that express FasL does not result in
target cell apoptosis.6 The reason why keratinocyte FasL
is nonfunctional within the keratinocytes remains unclear

at present, but one possibility may be because of its
cellular localization. Another possibility may be because
of other control mechanisms known to regulate the lytic
potential of FasL, such as metalloproteinase-mediated
surface cleavage and inactivation.10

Unexpectedly, our data showed a lack of correlation
between sFasL levels and the degree of skin detachment
in both TEN and SJS. We expected that the degree of
detachment would be parallel to FasL levels. TEN and
SJS are very rare diseases, for example, the incidence of

Figure 5. Keratinocyte apoptosis induced by sera of TEN and SJS patients
was mediated through Fas-FasL interaction. Human keratinocytes were in-
cubated at 37°C for 24 hours with medium containing 1% TEN patients’ sera
plus an inhibitory anti-FasL mAb (1 and 10 �g/ml) or sFasL (100 ng/ml).
Apoptotic cells were identified by the TUNEL assay. Culture with an inhibi-
tory anti-FasL mAb (10 �g/ml) significantly reduced the number of apoptotic
cells in a dose-dependent manner. Furthermore, sFasL mediated keratinocyte
apoptosis. *, P � 0.001.

Figure 6. PBMCs of a TEN patient produced sFasL and expressed FasL mRNA
after stimulation with a causal drug. PBMCs freshly isolated from a TEN
patient (1 � 106/ml) were cultured with the causal drug, carbamazepine (10
and 100 �g/ml) for 24 hours. The amounts of sFasL in supernatants were
measured by the sFasL ELISA kit. FasL mRNA of PBMCs was examined by
reverse transcriptase-polymerase chain reaction as described in the Materials
and Methods. Large amounts of sFasL were detected after the addition of
carbamazepine (a). In contrast, no sFasL were found without carbamazepine
(*, P � 0.001, compared with 10 or 100 �g/ml of carbamazepine). Similarly,
FasL mRNA was detected only with stimulation by 10 and 100 �g/ml of
carbamazepine (b).

Figure 4. Keratinocyte apoptosis is induced by sera of TEN and SJS patients.
Human keratinocytes were incubated at 37°C for 24 hours with medium
containing 1% serum healthy control sera or 0.1% and 1% TEN patients’ sera.
Apoptotic cells were identified by the TUNEL assay (a, b) or propidium
iodide staining using FACS analysis (c, d). Sera of TEN patients induced a
greater number of apoptotic keratinocytes (a, c), whereas keratinocytes
cultured in medium containing normal serum showed significantly less ap-
optotic cell death (b, d). Apoptotic cells identified by the TUNEL assay were
measured (e). *, P � 0.001.
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TEN is 0.4 to 1.2 cases per million. We therefore suggest
that the patient background may be a strong contributing
factor, for example HLA typing, indicate heterogeneous
disease severity. In addition, we suggest the trigger lev-
els may be different between individuals, so severity and
sFasL levels do not show correlation.

TEN is associated with a mortality rate of �30%, most
frequently as a result of sulfonamide, anticonvulsant, or
nonsteroidal anti-inflammatory drug use.20,21 Particularly,
before the bullae stage is reached, impending TEN and
SJS is difficult to distinguish from other drug eruptions. As
these disorders progress so rapidly, a gold standard
marker for diagnosis is urgently required. Our study re-
vealed that high levels of serum sFasL were detected in
TEN and SJS patients, especially in the early stages,
suggesting the possibility of using this as a diagnostic
marker of TEN and SJS.

There is no specific treatment for TEN at present. Some
retrospective studies have claimed a benefit in the use of
corticosteroids,22 whereas other reports showed no ben-
efit or even increased morbidity and mortality.23,24 Other
trials that included cyclosporin and monoclonal chimeric
IgG anti-tumor necrosis factor-� antibodies, have been
used in isolated cases and in short uncontrolled se-
ries,25,26 allowing no conclusions on their efficacy. The
extent of epidermal detachment is the main prognostic
factor in TEN patients, therapies with a potential to stop
this process of epithelial apoptosis might be highly useful
during the initial phase of the disease. As demonstrated
in our study, sFasL secreted by PBMCs may mediate
keratinocyte apoptosis, which might significantly contrib-
ute to the pathogenesis of TEN and SJS. Therefore, a
reduction in serum sFasL might be a new therapeutic
approach in the treatment of TEN and SJS.

The knowledge of sFasL is pivotal in understanding the
pathogenesis in TEN and SJS, and opens a future for
more focused diagnostic and therapeutic applications.
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