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Abstract

BACKGROUND—Dengue is a mosquito-borne viral disease with an increasing incidence
worldwide. Thrombocytopenia is a common finding in dengue virus (DV) infection; however, the
underlying mechanisms remain unknown.

CASE REPORT—Here we provide the first evidence of a case of antibody formation against
ADAMTS13 (ADAMTSL13 inhibitor) in the course of a severe acute DV infection resulting in
thrombotic microangiopathy (TMA). The patient presented with classical dengue symptoms
(positive epidemiology, high fever, myalgia, predominantly in the lower limbs and lumbar region
for 1 week) and, after 11 days of initial symptoms, developed TMA. Clinical and laboratorial
investigation of dengue and TMA was performed.

RESULTS—The patient presented with ADAMTS13 inhibitor (IgG) during the acute phase of
the disease, without anti-platelet antibodies detectable. Dengue infection had laboratorial
confirmation. There were excellent clinical and laboratory responses to 11 serial plasma
exchanges. Anti-ADAMTS13 inhibitor disappeared after remission of TMA and dengue
resolution. No recurrence of TMA symptoms was observed after 2-year follow-up.

CONCLUSIONS—AIthough the real incidence of dengue-related TMA is unknown, this case
provides the basis for future epidemiologic studies on acquired ADAMTS13 deficiency in DV
infection. The prompt clinical recognition of this complication and early installment of specific
therapy with plasma exchange are likely to improve the outcome of severe cases of dengue.

Dengue is a common viral-borne disease, caused by dengue virus (DV).1 It is the most
important arthropod-borne viral disease in terms of morbidity and mortality? with worldwide
distribution. There are four closely related antigenically viral dengue serotypes? but
lifelong immunity is serotype-specific.

DV infection is asymptomatic or mild in most cases, but may manifest as dengue fever or
more severe forms: dengue hemorrhagic fever or dengue shock syndrome.3 Increased
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“unusual complications” have been observed, which may include hepatic damage,
cardiomyopathy, encephalopathy, and severe hemorrhagic manifestations.?

Moderate thrombocytopenia may be present in any of the clinical manifestations, but the
underlying mechanism remains unclear. Transient marrow suppression, platelet (PLT)
aggregation to endothelial cells targeted by DV, hemophagocytosis, and PLT immune
destruction with dengue antibody complexes are all associated with DV infection.2:6

Thrombotic microangiopathy (TMA) is a severe occlusive microvascular thrombotic
syndrome characterized by profound thrombocytopenia, microangiopathic hemolytic
anemia, and symptoms of organ ischemia. TMA includes primarily two syndromes,
thrombotic thrombocytopenic purpura (TTP) and hemolytic uremic syndrome (HUS). HUS
occurs more frequently in children, and most cases are associated with Shiga toxin—
producing bacterial infection (D+HUS). Five to 10% of patients may have D-HUS (no
history of diarrhea or gastrointestinal infection with Shiga toxin—producing organism) and
seem to be related to defect in complement regulation.’

TTP is the result of an inherited or acquired deficiency in the ADAMTS13 metalloprotease
activity, an enzyme that cleaves newly released large multimers of von Willebrand factor
(VWF) from endothelial cells and PLTs.6:8

Some infections have been associated with TMA.” Among these, there are reports of
hepatitis C virus and parvovirus B—infected patients as well as patients with dental foci or
streptococcal infection presenting the microangiopathy.9-12 Some of these infections are
associated with the development of ADAMTSL13 inhibitor and others have not a clear
mechanism to explain the TMA. Moreover, human immunodeficiency virus (HIV) patients
have been reported to develop TMA in advanced stages of the disease and many of these
patients have no ADAMTS13 inhibitor detected. One possible explanation for this finding is
that HIV-infected and -damaged endothelial cells release VWEF, leading to localized
thrombin generation and consumption of ADAMTS13. These same areas of endothelial
damage may, in turn, lead to areas of turbulent flow with thrombus formation and resultant
fragmentation of red blood cells (RBCs).13:14 It is possible that other infections affecting
endothelial cell may present these mechanisms, leading to TMA. Here, we describe the first
case of acquired ADAMTS13 deficiency due to autoantibodies against the metalloprotease
after dengue viral infection.

CASE REPORT

A 45-year-old male patient was admitted to a local hospital with a history of high fever and
myalgia, predominantly in the lower limbs and lumbar region for 1 week. After 11 days of
the initial symptoms, the patient presented with petechiae and melena, followed by
headache, reduced consciousness, and increasing jaundice within the past 48 hours. On
admission, the patient presented with fever (axillary temperature, 38.2°C), tachycardia (heart
rate, 106 beats/min), a blood pressure of 160 mmHg systolic and 90 mmHg diastolic, and a
respiratory rate of 20/min. Laboratory data on admission are summarized in Table 1. In a 24-
hour interval, clinical conditions deteriorated and the patient was placed on artificial
ventilation. At this point a presumptive diagnosis of TMA was established based on the
abrupt onset of thrombocytopenia, microangiopathic hemolytic anemia, elevated lactate
dehydrogenase (LDH), neurologic abnormalities, and renal failure. Infusion of fresh-frozen
plasma was introduced (10 mL/kg/day), until transference to a reference hospital was
possible. Two days later, the patient was transferred to the intensive care unit of a university
hospital where plasma exchange was available. On this admission the laboratory data (Table
1) showed an elevated level of LDH (2662 1U/L; normal range, <480 IU/L), low PLT count
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(11.0 x 10%/L), a hemoglobin (Hb) level of 7.1 g/dL, a negative direct antiglobulin test, and
negative RBC antibodies. Serum bilirubin (total and direct) was slightly elevated (1.83 and
0.77 g/dL; normal ranges, <1.0 and 0.7 g/dL, respectively), elevated serum creatinine (1.97
mg/dL), slightly prolonged prothrombin time (17 sec; control, 12.8 sec), and normal
activated partial thromboplastin time (ratio, 1.01). Peripheral blood smear showed 5 to 10
schistocytes per high-power field and 14% erythroblasts of total RBCs. Flow cytometry
assay1®16 was also performed to identify autoantibodies against PLTs, but the results were
negative for both 1gG and IgM. Other tests for antibodies against glycoprotein (GP) llb-1lla
(Gi5), GPla-lla (Gi9), and GPIb-I1X (anti-CD42) were also negative,1%:16

The patient lived in an area where a dengue fever outbreak was occurring. In addition, he
had a positive exposure to leptospirosis due to his occupation. Dengue serology tests were
performed, including Dengue IgM capture enzyme-linked immunosorbent assay (PanBio,
Queensland, Australia) and DV IgM- and 1gG-specific tests (Dengue DuoCassette, PanBio),
and all confirmed-positive IgM results, suggesting the acute dengue viral infection.
Serologic tests for leptospirosis, hantavirus, and Brazilian spotted fever, performed in a
reference public health laboratory, were negative as the differential diagnosis imposed by
the epidemic of DV infection in the icterus-hemorrhagic fever syndrome (as shown by a
positive tourniquet test) plus thrombocytopenia.

We sought to determine whether TMA rather than icterus-hemorrhagic fever syndrome was
the main underlying mechanism of the patient clinical evolution. The activity of
ADAMTS13 and presence of autoantibodies against ADAMTS13 was then evaluated. The
results obtained in blood samples collected at 2 weeks of the beginning of the fever showed
that ADAMTS13 activity was below 5% of normal human plasma. Autoantibodies against
ADAMTS13 were detected at a titer of 3 units/mL. Both ADAMTS13 activity and
autoantibody inhibitors were determined by two different assays (FRETS-VWF73 and
collagen-binding assay) as previously described.1”18 The anti-ADAMTS13 1gG bound
specifically to both full-length ADAMTS13 and the variant deleted after the seventh TSP1
repeat (delCUB-CUB domain presents peptide sequences of complement subcomponents
C1r/C1s; embryonic sea urchin protein EGF; and bone morphogenic protein-1),1° which
were expressed in HEK293 cells. The antibody-antigen complexes were determined by
immunoprecipitation, followed by Western blot with anti-V5 that recognizes the C-terminal
V5-His tag (Fig. 1). The amount of ADAMTS13 or variant that could be pulled down with
IgG from this DV-infected patient was similar to that with 1gG from a TTP patient with
acquired idiopathic TTP caused by known anti-ADAMTS13 1gG. Taken together, the
clinical manifestations, response to the treatment, and the detection of anti-ADAMTS13 IgG
autoantibody formation all suggest the diagnosis of TMA (probably TTP) concomitant to
DV infection.

We opted for a therapy for TTP by plasma exchange therapy (1.0 plasma volume, daily) due
to severity of the case, initiated before laboratorial results confirming DV infection.2? The
time course of clinical and laboratorial findings showed evidence of temporal clinical and
laboratorial improvements (Fig. 2). After 11 plasma exchanges, the PLT count recovered to
values of 123 x 10%/L and LDH decreased to 660 1U/L when plasma exchange was
discontinued. At 4-month follow-up, the patient exhibited a normal PLT count and a normal
level of serum LDH. Plasma ADAMTS13 activity returned to 100% of normal human
plasma and no anti-ADAMTS13 inhibitor was detected at this time. No recurrence of TMA
was observed after 2-year follow-up.
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DISCUSSION

ADAMTS13 deficiency plays a central role in the pathogenesis of hereditary or acquired
idiopathic TTP.” Here we report the first case of a neutralizing autoantibody against
ADAMTS13 that developed in the course of dengue viral infection, resulting in TMA
(probably TTP). The clinical evolution of DV infection and the prompted and sustained
response to the TMA-specific treatment provide further evidence of the occurrence of TMA
in the course of DV infection. Some clinical features such as mild coagulopathy and liver
damage are not seen in TMA, but are described in DV infection.21:22

Dengue infection is often associated with rare severe complication such as dengue
hemorrhagic fever and dengue shock syndrome. Here we add the development of
ADAMTS13 inhibitor leading to TMA to this group as a potential mechanism underlying
severe DV infection and thrombocytopenia.

We documented that antibody to ADAMTS13 developed during the course of DV and
spontaneously disappeared within 4 months (after DV infection resolution). There are
reports of viral-induced TTP but the direct evidence on the antibody response specific to
ADAMTS13 is scarce.10:13.23 Although thrombocytopenia is a common finding in dengue
hemorrhagic fever, TMA appears as a complication of DV infection and may be under
recognized by physicians in many parts of the world. The prompt response to plasma
exchange in TMA-related complications highlights the relevance of the clinical diagnosis of
this complication in the course of DV infection.

It remains to be determined how acute DV infection induces a transient production of
autoantibodies against ADAMTS13. IgM antibody against DV is generally detected when
fever disappears and 1gG antibody against DV generally appears at the fifth day of onset of
symptoms and remains detectable for many years.24 In the case of our patient, it seems that
DV infection induced the transient production of an 1gG autoantibody that reacted with
ADAMTS13 protease and blocked ADAMTS13 activity but not other PLT surface proteins,
suggested by negative serologic tests (MAIPA and flow cytometry). The exact specificity of
the antibody against ADAMTS13 epitopes was not evaluated in this study and it is possible
that it may bind to ADAMTS13 at multiple sites.” The characterization of the T-cell
epitopes related to TMA and DV infection may provide insight on the disease pathogenesis
and offer new potential therapeutic targets.

It is also possible that endothelial cell damage or stimulation described in DV infection,2>
which is also described in HIV infection, in association with development of ADAMTS13
inhibitor described here, may contribute to the development of TMA in dengue patients.

In conclusion, special attention must be given to DV infection patients presenting signs and
symptoms of TMA in future studies, to provide appropriate early investigation (presence of
inhibitor autoantibodies against ADAMTS13), diagnosis, and therapeutics.
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ABBREVIATIONS

DV
GP
HUS

dengue virus
glycoprotein

hemolytic uremic syndrome

TMA thrombotic microangiopathy

TTP
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Fig. 1.

Immunoprecipitation detection of IgG antibody against ADAMTS13 in plasma. Two
micrograms of purified recombinant full-length ADAMTS13 (FL-A13) and the mutant
truncated after the CUB domain (delCUB) were incubated with 5 uL of plasma from a well-
characterized idiopathic TTP patient and the patient with dengue (this patient) and 40 pL of
protein A-Sepharose 4B for 1 hour. The bound 1gG-ADAMTS13 or delCUB complex was
eluted from the beads after extensive washing by heating the samples at 100°C for 5 minutes
with sodium dodecyl sulfate sample buffer and detecting by Western blot with anti-V5 IgG,
followed by IRDye800 fluorescent conjugated anti-mouse 1gG (1:12,500) and Odyssey
image system. Clearly, 1gG from both patients recognized FL-A13 and delCUB proteins.
The 1gG from normal human plasma did not (data not shown).
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Fig. 2.
PLT count (x10%L; =), LDH (IU/L), bilirubin (g/dL), and creatinine (mg/dL) levels
during case evolution with plasma exchange.
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Laboratory data of the patient presenting TTP, secondary to acute dengue infection at admission at local and

reference hospitals (3 days interval)

Admission at local

Laboratory measure hospital Admission at reference hospital
Hb (g/L) 8.9 7.1
Hematocrit (%) 24 21.6
White blood cells (x10%/L) 5.60 9.40
PLTs (x10%L) 10 1
LDH (IU/L)—NR: <480 1U/L 3380 2662
Bilirubin

Total (g/dL)—NR: <1.0 3.60 1.83

Indirect (g/dL)—NR: <0.7 g/dL 2.84 0.77
Alanine aminotransferase—NR: <50 U/L 36 505
Aspartate aminotransferase—NR: <33 U/L 57 149
Creatinine (mg/dL)—NR: <1.2 mg/dL 2.10 1.97
Urea—NR: <50 mg/dL 151 97
aPTT ratio 1.01

Prothrombin time (sec)

Serologic tests (icterus-hemorrhagic fever syndrome)

Blood smear

17 (control, 12.8)

Leptospirosis, hantavirus, Brazilian spotted fever,
negative; Dengue, positive (IgM)

Five to 10 schistocytes per high-power (x100) field;
erythroblasts; polychromatophily; poikilocytosis

aPTT = activated partial thromboplastin time; NR = normal range.
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