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Abstract

Background: Progressive multifocal leukoencephalopathy (PML) onset, caused by Polyomavirus JC (JCPyV) in
patients affected by immune-mediated diseases during biological treatment, raised concerns about the safety
profile of these agents. Therefore, the aims of this study were the JCPyV reactivation monitoring and the
noncoding control region (NCCR) and viral protein 1 (VP1) analysis in patients affected by different immune-
mediated diseases and treated with biologics.

Methods: We performed JCPyV-specific quantitative PCR of biological samples collected at moment of recruitment
(t0) and every 4 months (t1, t2, t3, t4). Subsequently, rearrangements’ analysis of NCCR and VP1 was carried out.
Data were analyzed using χ2 test.
Results: Results showed that at t0 patients with chronic inflammatory rheumatic diseases presented a JCPyV load
in the urine significantly higher (p≤0.05) than in patients with multiple sclerosis (MS) and Crohn’s disease (CD). It
can also be observed a significant association between JC viruria and JCPyV antibodies after 1 year of natalizumab
(p=0.04) in MS patients. Finally, NCCR analysis showed the presence of an archetype-like sequence in all urine
samples, whereas a rearranged NCCR Type IR was found in colon-rectal biopsies collected from 2 CD patients after
16 months of infliximab. Furthermore, sequences isolated from peripheral blood mononuclear cells (PBMCs) of
2 MS patients with JCPyV antibody at t0 and t3, showed a NCCR Type IIR with a duplication of a 98 bp unit and a
66 bp insert, resulting in a boxB deletion and 37 T to G transversion into the Spi-B binding site. In all patients, a
prevalence of genotypes 1A and 1B, the predominant JCPyV genotypes in Europe, was observed.
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Conclusions: It has been important to understand whether the specific inflammatory scenario in different immune-
mediated diseases could affect JCPyV reactivation from latency, in particular from kidneys. Moreover, for a more
accurate PML risk stratification, testing JC viruria seems to be useful to identify patients who harbor JCPyV but with
an undetectable JCPyV-specific humoral immune response. In these patients, it may also be important to study the
JCPyV NCCR rearrangement: in particular, Spi-B expression in PBMCs could play a crucial role in JCPyV replication
and NCCR rearrangement.

Keywords: JCPyV, q-PCR, JCPyV-specific antibodies, Multiple sclerosis, Natalizumab, Chronic inflammatory rheumatic
diseases, Crohn’s disease, anti-TNF, NCCR, VP1
Background
The introduction of biologics in the management of
immune-mediated disease, such as multiple sclerosis
(MS), chronic inflammatory rheumatic diseases (CIRDs)
and Crohn’s disease (CD), has been recently associated
with the development of serious side effects, such as the
progressive multifocal leukoencephalopathy (PML) onset,
caused by human Polyomavirus JC (JCPyV) reactivation
from oligodendrocytes [1]. JCPyV is a neurotropic double-
stranded DNA virus isolated in 1971 from the brain of a
patient with Hodgkin’s disease [2]. The 50–90% of adult
human population seem to be seroconverted to the virus,
with 19–27% of these people shedding JCPyV in their
urine [3,4]. The JCPyV genome is composed of early and
late regions that are physically separated by the non-
coding control region (NCCR). The early region encodes
for proteins (TAg, tAg and T primes) involved in viral
gene regulation and replication, whereas the late genes
encode for the viral capsid proteins (VP1, VP2 and VP3)
[5]. The coding regions are well conserved and they are
associated with various viral subtypes, which can be found
in different geographical areas [6]. Conversely, the NCCR
sequence is hyper-variable and contains neurotropic and
neurovirulent determinants. The rearranged NCCR se-
quences, forming during immunosuppression, correlate
with poor clinical outcome in PML patients. PML is a
demyelinating disease of the brain, originally recognized
as a rare complication of hematological malignancies or
systemic inflammatory disorders. However, a dramatic 50-
fold increase in the PML incidence occurred with the HIV
epidemic [5,7]. Recently, cases of PML were also observed
in patients under treatment with biologics, including
monoclonal antibodies (mAbs). In particular, the mAb
natalizumab (Tysabri®; Biogen Idec, Elan Pharmaceuticals)
that targets the very late antigen-4 (VLA-4), a cell adhe-
sion molecule, to prevent extravasation of inflammatory T
cells into tissues, have been associated with PML [8].
Furthermore, several cases of demyelinating events of the
nervous system have been reported for anti-tumor necro-
sis factor (TNF) agents, such as infliximab (Remicade®;
Centocor Ortho Biotech), in CD, severe forms of plaque
psoriasis, rheumatoid arthritis (RA) and spondyloarthritis
[9-11]. Considering the significant impact of PML onset
on the development of biologic agents, it is imperative to
assess the risk of PML associated with these therapies in
order to achieve a well-informed risk/benefit decision-
making. Recently, it was calculated that the risk of PML
was of 11.1 cases per 1000 patients (95% CI, 8.3 to 14.5)
among natalizumab-treated individuals who had all three
main risk factors: presence of anti-JCPyV antibodies, prior
use of immunosuppressants, and natalizumab treatment
for 25 to 48 months [12-14]. It was also hypothesized that
natalizumab could block lymphocyte trafficking through
the blood-brain barrier, resulting in a decrease of immu-
nosurveillance that allows JC virus reactivation from
latency [15]. Moreover, possibly as a consequence of a
blocking effect of this drug on the VLA4/vascular cell
adhesion molecule 1 (VCAM-1) interaction, a rapid egress
of CD34+ cells from the bone marrow (BM) was observed
[16-18]. To date, there are no methods that can reliably
predict which patients have a higher risk of developing
PML, and no clear-cut associations can be established
between JCPyV DNA in the blood or urine and PML
[18-22]. In the attempt to bypass this problem, a new
assay (STRATIFY JCV®) was suggested to be a sensitive
tool to identify JCPyV seroconverted patients [23].
Complementary tests of JCPyV DNA in urine were also
indicated as being useful for the stratification of risk of
PML in patients [24], since the detection of urinary viral
DNA identifies JCPyV infected subject when antibody are
still undetectable [25].
Conversely, among patients with CIRDs, 34 confirmed

and biological agents-related cases of PML have been
reported on the Food and Drug Administration Adverse
Event Reporting System (FDA AERS) database, and 17
of them had a diagnosis of systemic lupus erythematosus
(SLE). These results are consistent with previous obser-
vations [26-29] that patients with SLE appear to have a
particular susceptibility to the development of PML,
respect to other patients with CIRDs. Moreover, six
reports described PML occurrence in CIRDs patients
treated with anti-TNF therapies, although all these cases
were confounded by treatment with other immunosup-
pressive agents. Consequently, the rarity of the association
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between anti-TNF therapy and PML represent an evi-
dence against a causal role of anti-TNF therapy in the
development of PML. However, the recent report of an
apparently non-confounded case of PML in an RA patient
treated with infliximab calls for caution [30].
To date, the precise mechanism by which these treat-

ments may have facilitated the pathogenesis of PML is a
matter of debate, but likely it is based on leukocytes
inability to traffic to the sites of JCPyV reactivation and
infection, and on trafficking of JCPyV latently infected B
cells and/or haematopoietic precursors CD34+ between
the BM and the brain. JCPyV activity in sites of persist-
ence, and ultimately development of PML, is restricted
by viral NCCR variation and activation of gene expres-
sion from the NCCR by essential cellular factors [31].
Since JCPyV latency is associated with cells undergoing
haematopoietic development, it is probable that transcrip-
tion factors reported as lymphoid specific regulate JCPyV
gene expression. One such factor, Spi-B, is up-regulated in
peripheral blood mononuclear cells (PBMCs) in response
to treatment with natalizumab. Spi-B is also involved in
differentiation and maturation of B cells and it is ex-
pressed at high levels in developing and mature B cells.
Recently, Spi-B has been reported to bind the NCCR of
the PML-associated Mad-1 and Mad-4 but not the non-
pathogenic archetype CY, in specific binding sites adjacent
to TATA boxes. The active Spi-B-binding site of Mad-1/
Mad-4 differs from that of CY by a single nucleotide
mutation, strongly affecting the early viral gene expression
[32]. Importantly, similar mutation that creates active
Spi-B-binding sites adjacent to the TATA box of arche-
type-like JCPyV have been described by our research
group in intestinal biopsies of CD patients treated with
infliximab, suggesting that this mutation is supported
during dissemination in the host [33].
Therefore, in order to understand the JCPyV reactiva-

tion trend in patients with immune-mediated diseases
treated or candidates to treatment with biologics, we
have enrolled three cohorts: a cohort of MS patients
(Cohort1) treated with natalizumab, a cohort of
CIRDs patients (Cohort2) treated with conventional
immunosuppressants and candidates to biologics, and
a cohort of CD patients (Cohort3) treated with
infliximab. The first aims of this study have been the
JCPyV detection by quantitative Real Time PCR
(q-PCR) in several samples collected from the three
cohorts at specific sampling times. Subsequently, we
have performed the analysis of the possible rear-
rangements of JCPyV NCCR, in order to detect cellu-
lar transcription factors binding site mutations, and
the study of JCPyV VP1 sequence, in order to define
a possible correlation between a specific JCPyV geno-
type/subtype and immune-mediated diseases and/or
biological treatments.
Results
Clinical outcome
A clearly positive outcome of the study was that no PML
cases developed during the follow-up period in any cohort.
Regarding the Cohort1, clinical relapses during the 12-

month period of therapy were observed in only 1/21 MS
patients. However, only eighteen patients reached a
follow-up of 12 months, because one patient suspended
natalizumab for allergic reaction and two patients
showed poor compliance. Moreover, one patient suspen-
ded the biological therapy for uterine cancer and
papillomatosis after 11 months of natalizumab infusions,
and another one did not perform two natalizumab infu-
sions because of Escherichia coli urinary infection
(Table 1). The clinical efficacy of natalizumab was con-
firmed by the observation that the Kurtzke Expanded
Disability Status Scale (EDSS) [34] remained stable in all
18/21 patients (86%).
Regarding the Cohort2, the demographic and clinical

characteristics of the CIRDs patient are shown in Table 2.
For this cohort, we collected only the baseline (t0)
patients’ features and the JCPyV DNA q-PCR results in
urine, plasma and PBMCs samples obtained at t0. About
baseline (t0) JCPyV q-PCR detection, we observed JCPyV
DNA in 14/22 urine samples with this distribution among
the three specific CIRDs considered: 7 in RA, 3 in anky-
losing spondylitis (AS) and 4 in psoriatic arthritis (PsA)
(Table 3). Plasma and PBMCs samples were all negative
for JCPyV DNA detection at t0. No significant differences
were found between PsA and RA patients for gender, age,
patient and physician global assessment, Health Assess-
ment Questionnaire (HAQ) score, Disease Activity Score
with a 28-joint count C-reactive protein-related (DAS28-
CRP) and erythrocyte sedimentation rate-related (DAS28-
ESR). Moreover, no significant differences were observed
concerning the type of concomitant Disease Modifying
Anti-Rheumatic Drugs (DMARDs) and disease duration,
although disease duration was numerically, but not signifi-
cantly, higher in RA patients (Table 3).
Regarding the Cohort3, eighteen patients (10 males, 8

females; mean age ± standard deviation (std. dev.): 14.61 ±
4.36 years) with refractory active CD and thus aimed at
infliximab treatment, were enrolled. After enrollment,
clinical characteristics of CD disease were recorded and
clinical activity, measured with the Pediatric CD Activity
Index (PCDAI), was > 30 (Table 3). During 16-months
follow up, improvements were observed in each patient
based on the physician's global evaluation of amelioration
compared with baseline (data not shown).

Baseline (t0) JCPyV DNA detection in plasma and urine
samples
Regarding the baseline (t0) JCPyV DNA detection by q-
PCR in plasma samples, collected from the three



Table 1 JCPyV-DNA q-PCR in plasma, urine and PBMCs samples of 21 MS patients in 1-year follow-up

Plasma*,** Urine*,** PBMCs*,**

Pts. STRATIFY JCV® t0† t0 t1 t2 t3 t0 t1 t2 t3 t0 t1 t2 t3 STRATIFY JCV® t3†

MS 1 Pos 2.70 3.26 3.03 Pos

MS 2‡ Pos 2.85 2.67 / / / / 2.56 / / Pos

MS 3 Neg 3.7 3.48 6.01 3.86 Pos

MS 4‡ Neg 3.15 3.32 Pos

MS 5‡ Neg 4.1 4.58 7.30 6.18 Pos

MS 6 Neg 2.68 Pos

MS 7 Neg 5.47 Pos

MS 8 Neg 4.74 Pos

MS 9 Neg Neg

MS 10 Neg Neg

MS 11 Neg 3.77 Neg

MS 12 Neg 3.72 Neg

MS 13 Neg Neg

MS 14 Neg Neg

MS 15 Neg Neg

MS 16 Neg Neg

MS 17 Neg Neg

MS 18‡ Neg 3.00 Neg

MS 19‡ Neg / / / / / / Neg

MS 20‡ Neg / / / / 6.04 / / Neg

MS 21 Neg Neg

Median JCPyV load** 2.77 2.67 3.26 3.00 3.90 4.03 6.03 4.74 3.14 3.03

p value§ 0.04

pos: positive; neg: negative.
* 78 urine, 78 plasma and 78 PBMCs samples were collected at baseline (t0) and after 4 (t1), 8 (t2), and 12 (t3) months of therapy.
† 2-step virus-like particle-based enzyme-linked immunosorbed assay (ELISA) (STRATIFY JCV®) was performed at t0 and t3, to detect specific anti-JC virus
antibodies in serum of the 21 enrolled subjects.
** JCPyV loads values are expressed as log10 genome equivalent (gEq)/mL in urine and in plasma, and as log10 gEq/106 cells in PBMCs and they are indicated
in boldface.
§ By χ2 test: positive STRATIFY JCV® patients after 1-year of natalizumab treatment vs negative STRATIFY JCV® patients after 1 year of natalizumab treatment. p
value < 0.05 only for JCPyV DNA positive urine samples.
‡ patient MS2 suspended natalizumab for allergic reaction; patients MS19 and MS20 showed poor compliance; patient MS18 suspended the biological therapy for
uterine cancer and papillomatosis after 11 months of natalizumab infusions; patient MS4 did not perform 2 natalizumab infusions because of Escherichia coli
urinary infection; patient MS5 showed clinical relapse during follow up.
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enrolled Cohorts, we detected JCPyV load [median
log10 (range)] in 2/21 MS patients [2.77 gEq/mL (2.70-
2.85)], in none CIRDs patients and in 6/18 CD patients
[4.93 gEq/mL (3.06-6.58)]. Moreover, only 1/19 healthy in-
dividual presented JCPyV DNA in plasma (2.83 gEq/mL).
Comparing the JCPyV DNA results obtained in plasma,
we did not observe significant difference among the three
cohorts, maybe because the number of patients enrolled
was too small. On the other hand, regarding the baseline
(t0) JCPyV DNA detection in urine samples, collected
from the three Cohorts, we found JCPyV load [median
log10 (range)] in 2/21 MS patients [3.90 gEq/mL (3.70-
4.10)], in 14/22 CIRDs patients[7.21 gEq/mL (4.15-8.13)]
and in 6/18 CD patients [6.30 gEq/mL (4.85-8.85)].
Moreover, 5/19 healthy individuals showed JCPyV DNA
in urine [5.75 gEq/mL (3.54-8.43)]. Comparing these data
of JC viruria, we observed that CIRDs patients showed a
JC viruria significantly higher than that observed in
patients with MS or with CD (p < 0,05) and in healthy
individuals (Figure 1). These data could lead us to con-
clude that the CIRDs inflammatory scenario could favor
the JCPyV shedding in the urine but not the JC viremia
appearing. Finally, no patient or healthy individual showed
JCPyV DNA detectable in PBMCs samples at t0.

Anti–JCPyV antibodies in serum and longitudinal
assessment of JCPyV DNA in urine, plasma and PBMCs
samples collected from MS patients
The anti-JCPyV antibodies ELISA assay (STRATIFY
JCV®) was performed only at the study enrollment (t0)



Table 2 Main features of patients with chronic
inflammatory rheumatic diseases (CIRDs) (n=22)

Characteristics

Male/Female (n) 7/15

Age (years; median/range) 53/36-79

Diagnosis: PsA/RA/AS 11/8/3

Symptoms onset (months ago; median/range) 75/24-420

CRP (mg/dl; median/25th-75th percentile) 0.09/0-1.225

ESR (mm/h; median/25th-75th percentile) 18.5/13.25-33.75

HAQ (0-3; mean/SD) 1.275 ± 0.82

DAS28-ESR (mean/SD)* 4.6 ± 1

DAS28-CRP (mean/SD)* 4.05 ± 0.99

Physician’s global assessment of disease activity
(0-100 mm, VAS; mean/SD)*

56.3 ± 28.2

Patient’s global assessment of disease activity
(0-100 mm, VAS; mean/SD)*

59.6 ± 30.5

BASDAI (1-10; mean/SD)** 7.1 ± 3

Concomitant DMARDs (n/%) 10/45.4

Concomitant DMARDs and glucocorticoids (n/%) 4/18.2

Concomitant glucocorticoids (n/%) 10/45.4

No concomitant treatment (n/%) 6/27.3

PsA: psoriatic arthritis; RA: rheumatoid arthritis; AS: ankylosing spondylitis;
CRP: C-reactive protein; ESR: erythrocyte sedimentation rate; HAQ: Health
Assessment Questionnaire; SD: standard deviation; DAS28: 28-joint Disease
Activity Score; VAS: visual analog scale; BASDAI: Bath Ankylosing Spondylitis
Diseease Activity Index; DMARDs: disease modifying anti-rheumatic drugs.
*For patients with RA and PsA.
**For patients with AS.
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and after one year of natalizumab infusions (t3) in serum
samples of the 21 enrolled MS patients. At t0 only 2/21
(9%) individuals resulted seropositive for JCPyV. At t3,
the number of positive STRATIFY JCV® patients moved
from 2 to 8 (Table 1). We found a statistical significant
Table 3 Baseline (t0) features and JC viruria of 21 MS, 18 CIRD

Pathology Cohort1
MS PsA

Female / Male 10 / 11* 5 / 6

JCPyV+ / JCPyV- 2 / 18* 4 / 7

JCPyV load† 3.90
(3.70 - 4.10)

7.27
(4.23-8.09) (4

Age† 37 (19–49) 53 (46–72) 53.

Symptoms onset, months ago† 72 (12–300) 60 (24–312) 108

Disease activity†§ 2 (0–4)§ 4.11 (2.46–4.61)§ 4.18
MS: multiple sclerosis; PsA: psoriatic arthritis; RA: rheumatoid arthritis; AS: ankylosin
rheumatic diseases.
† For each category the median values (range) are indicated. In particular JCPyV loa
plasma, and as log10 gEq/106 cells in PBMCs.
§: Disease Activity is indicated by scale, score or index specific for each disease asse
This scale ranges from 0 (normal neurological examination) to 10 (confined to bed)
to C-reactive protein (DAS28-CRP) is used, with a high score indicating more active
(BASDAI) is used. This index ranges from 0 (no activity) to 10 (maximum activity); fo
(score ≤10: inactive disease; 10–30: mild disease; >30: moderate to severe disease).
* At t0, 1 patient (out of the 21 multiple sclerosis patients enrolled) do not perform
‡ nd: no data.
difference between positive and negative STRATIFY
JCV® patients regarding the number of months from
symptoms onset: positive STRATIFY JCV® patients have
a number of months from symptoms onset higher than
those of negative STRATIFY JCV® patients (mean
months from symptoms onset ± std dev: 114 ± 104.22 vs
87.69 ± 80.26) (p < 0.05) (data not shown). On the other
hand, JCPyV DNA was detected by q-PCR in urine,
plasma and PBMCs samples collected at baseline (t0)
and after 4 (t1), 8 (t2), and 12 (t3) months of
natalizumab infusions. From data obtained JCPyV DNA
was observed in plasma in 5/21 cases, in urine in 7/21
individuals and in PBMCs in 3/21 cases (Table 1).
Comparing the results of positive STRATIFY JCV® with

JCPyV DNA q-PCR data obtained in plasma, PBMCs and
urine collected from MS patients during 1 year of
natalizumab treatment, we observed that 2 patients with a
positive STRATIFY JCV® at t0, showed both viremia at t0
and then 1 at t1 and one at t2, but no viruria. Moreover, in
the same 2 patients, JCPyV DNA was also detected in
PBMCs at t3 and t1 (Table 1). Conversely, in the other 6
patients with positive STRATIFY JCV® after one year of
treatment with natalizumab, 2 patients showed viruria all
along the follow-up but not viremia; 3 patients presented
viruria only at t3 and 1 of them showed also viremia at t3;
finally, 1 patient showed only viremia at t3. No significant
differences were observed in JCPyV viral load in plasma
(log10 gEq/ml) when baseline (t0) results (median: 2.77,
range: 2.70-2.85) were compared to data obtained at the
different time of follow-up (t1: 2.67; t2: 3.26; t3: 2.91, 3.15-
2.68) (Table 1 and Figure 2A). Conversely, a significant
difference was observed in JCPyV viral load in urine
(log10 gEq/ml) when baseline (t0) results (median:
3.90, range: 3.70-4.10) were compared to data obtained
s and 22 CD patients

Cohort2 Cohort3
CD

Control
groupRA AS CIRDs

8 / 0 2 / 1 15 / 7 8 / 10 10 / 9

7 /1 3 / 0 14 / 8 6 / 12 5 / 14

6.92
.15-8.13)

7.25
(5.08-7.68)

7.21
(4.15 - 8.13)

6.30
(4.85-8.85)

5.75
(3.54-8.43)

5 (36–79) 47 (38–54) 53 (36–79) 15 (8–22) 35 (25–47)

(52–156) 120 (36–420) 75 (24–420) nd‡

(2.50–5,89)§ 7,3 (4–10)§ > 30§

g spondylitis; CD: Crohn's disease; CIRDs: chronic inflammatory

ds values are expressed as log10 genome equivalent (gEq)/mL in urine and in

ssed: for Cohort1 MS, Kurtzke Expanded Disability Status Scale (EDSS) is used.
; for PsA and RA (Cohort2), Disease Activity Score with a 28-joint count related
disease; for AS (Cohort2), Bath Ankylosing Spondylitis Disease Activity Index
r Cohort3 CD, Pediatric Crohn's Disease Activity Index (PCDAI) is used

the urine and blood sampling.



Figure 1 Comparison of baseline (t0) JC viruria in 21 MS, 18 CIRDs
and 22 CD patients. JCPyV DNA [(median log10 JCPyV load (range)]
was found in 2/21 multiple sclerosis patients [3.90 gEq/mL (3.70-4.10)],
in 14/22 CIRDs patients [7.21 gEq/mL (4.15-8.13)] and in 6/18 CD
patients [6.30 gEq/mL (4.85-8.85)]. Moreover 5/19 healthy individuals
showed JCPyV DNA in urine [5.75 gEq/mL (3.54-8.43)]. Comparing
these data of JC viruria, we observed that CIRDs patients presented a
JC viruria significantly higher than that presented by patients with MS
or with CD and by healthy individuals. JCPyV loads values are
expressed as log10 genome equivalent (gEq)/mL. Comparisons were
performed using non parametric Mann–Whitney U-test and statistically
significant p values (< 0.05) were indicated.
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at t3 (median: 4.74, range: 3.32-6.18) (p = 0.05) (Table 1
and Figure 2B).
On the other hand, among the 13 patients with

persistent negative STRATIFY JCV® after 1 year of
natalizumab treatment, 1 patient showed viremia only at
t3, 2 patients presented viruria only at t2, and 1 patient
showed JCPyV DNA detectable in PBMCs samples at t1.
The remaining 9 negative STRATIFY JCV® patients were
negative to DNA detection in plasma, PBMCs and urine
samples all along the follow-up.
It can also be observed a significant association

between JC viruria at t3 and a positive STRATIFY JCV®
after 1 year of natalizumab respect to the 13 patients
with persistent negative STRATIFY JCV® after 1 year of
natalizumab treatment (p = 0.04) (Table 1).
Finally, in this cohort JCPyV load in urine was always sig-

nificantly higher than that detected in plasma (p < 0.001)
and in PBMCs samples (p = 0.02). No difference was
observed between the JCPyV loads detected in plasma
(median: 2.85, range: 2.67-3.26) and PBMCs samples
(median: 3.03, range: 2.56-3.72) respectively (p = 0.83)
(data not shown).
STRATIFY JCV® results and longitudinal analysis of

JCPyV DNA detection in plasma, urine and PBMCs
samples in this cohort were shown in Table 1.
Longitudinal assessment of JCPyV DNA in urine and
plasma samples and intestinal biopsies collected from CD
patients
The follow-up of the JCPyV DNA detection in urine and
plasma samples and intestinal biopsies collected at
baseline (t0) and after 4 (t1), 8 (t2), 12 (t3) and 16 (t4)
months of infliximab treatment was performed by q-
PCR in Cohort3.
Results on plasma samples showed the presence of

JCPyV in 6/18 CD patients at t0. At t1 in Cohort3, the
patients with viremia were 7/18, whereas at t2 and t3,
we observed a decrease of the JCPyV positive plasma
specimens up to 5/18 and this number remained con-
stant at t4 (Table 4). These data showed that the number
of patients with JC viremia in Cohorts 3 remain constant
during the follow-up (p > 0.05). Comparing the JC viral
loads in plasma at each time of follow-up (Table 4), we
did not observe a significant difference (p > 0.05), as
shown in Figure 2A.
The viral DNA was found in 6/18 urine at t0 with a me-

dian JCPyV load (range) of 6.30 gEq/mL (4.85-8.85) and
four months later (t1), the number of patients with viruria
increased up to 10/18 (median: 6.12 gEq/mL; range: 3.17-
8.37), whereas at t2, a reduction of this number was ob-
served (6/18). Finally, we found JCPyV in 6 urine out of
18 CD patients both at t3 and at t4 (Table 4). No signifi-
cant difference in the number of patients with JC viruria
was found during the follow-up (p > 0.05). Comparing the
urinary JCPyV loads obtained at each time of follow-up,
we observed that viruria significantly increased in the
patients treated with infliximab at t3 respect to the
value obtained at t0 (p = 0.03). In fact, at t3 the me-
dian JCPyV load reached the value of 7.47 log gEq/
mL (range: 5.63-9.39) respect to the baseline value
of 6.30 gEq/mL (range: 4.85-8.85) (Figure 2B).



Figure 2 Comparison of JC viremia and viruria in 1-years follow-up: 21 MS vs 18 CD patients. (A.) Comparing JC viremia follow up of MS vs
CD patients, the viremia of CD patients during the follow-up is numerically higher than that observed in MS patients, although we did not find a
statistically significant difference (p = 0.07). (B.) Comparing JC viruria follow up of MS patients treated with natalizumab vs CD patients treated
with infliximab, we observed a persistent viruria both cohorts. However the JC viruria of patients treated with infliximab, was significantly higher
than that of patients treated with natalizumab only at t1 (p = 0.01) and at t3 (p = 0.05). Moreover a significant difference between the JC viruria
detected at t0 and at t3 in both cohorts was also reported. JCPyV load values are expressed as log10 genome equivalent (gEq)/mL. JCPyV
load values of MS cohort and CD cohort are reported in table 1 and table 4, respectively. Comparisons were performed using non parametric
Mann–Whitney U-test and p values <0.05 were considered statistically significant. t0: baseline values. t1, t2 and t3: 4, 8 and 12 months of
therapy, respectively.
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Finally, JCPyV load in plasma was always signi-
ficantly lower than that observed in urine (p < 0.001)
(data not shown).
Concerning JCPyV detection in the ileal and colon-

rectal biopsies in the cohort of CD, results showed that
at t0 JCPyV was found in 10/18 ileal specimens and in
8/18 colon-rectal biopsies. At t3, we found JCPyV in 7/
18 ileal biopsies and in 4/18 colon-rectal biopsies. At t4
the number of JCPyV-positive ileal specimens decreased
to 4/18, whereas the number of JCPyV-positive colon-
rectal biopsies remained constant (Table 4). From these
data we observed a numerical decrease in the number of
patients with JC viral load in both colon-rectal and ileal
biopsies after 16 months of treatment with infliximab,
although this decrease was not statistically significant
(p > 0.05). Moreover, a constant JC viral load value
was found in both type of biopsies during the follow-up
and the JCPyV load in ileal biopsies was shown to be
numerically higher that that observed in colon-rectal
biopsies, although the difference was not statistically
significant (p = 0.09) (data not shown).

JC viruria and viremia 1 years follow-up: MS patients
treated with natalizumab vs CD patients treated with
infliximab
Comparing the JCPyV loads in plasma samples obtained
from MS and CD patients during the follow up, we
observed that JC viremia in CD patients is numerically
higher than that of MS patient, although we did not find
a statistically significant difference (p = 0.07), probably
because the number of patients enrolled was too small
(Figure 2A).
Conversely, comparing the JCPyV loads in urine

samples of MS patients treated with natalizumab with
that of CD patients treated with infliximab, we observed
a persistent viruria in both Cohorts, although the
JCPyV viruria of patients treated with infliximab was sig-
nificantly higher than that of patients treated with



Table 4 JCPyV DNA detection in samples collected from 18 CD patients during 1 year of infliximab

Plasma (log10 gEq/mL)

Time* t0 t1 t2 t3 t4

JCPyV+ / JCPyV- 6 / 12 7 / 11 5 / 13 5 / 13 5 / 13

median JCPyV load (range) 4.93 5.30 3.08 3.63 4.24

(3.06-6.58) (3.78-5.59) (2.58-6.11) (2.76-5.35) (3.92-5.54)

Urine (log10 gEq/mL)

JCPyV+ / JCPyV- 6 / 12 10 / 8 6 / 12 6 / 12 6 / 12

median JCPyV load (range) 6.30 6.12 5.85 7.47 6.70

(4.85-8.85) (3.17-8.37) (4.30-8.15) (5.63-9.39) (3.85-7.85)

Ileum (log10 gEq/106 cells)

JCPyV+ / JCPyV- 10 / 8 7 / 11 4 / 14

median JCPyV load (range) 4.29 5.85 5.07

(3.54-6.57) (4.34-8.48) (3.81-7.15)

Colon rectum (log10 gEq/106 cells)

JCPyV+ / JCPyV- 8 / 10 4 / 14 4 / 14

median JCPyV load (range) 3.66 4.85 4.25

(3.10-4.67) (3.52-6.08) (3.38-4.78)

*We collected 90 plasma and 90 urine samples from CD patients at the following times of sampling: at the time of recruitment (t0) and at 4, 8, 12 and 16 months
from t0 (t1, t2, t3, and t4 respectively). 54 ileal and 54 colon–rectal biopsies were recruited at t0, t3 and t4 within the same cohort.
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natalizumab at t1 (p = 0.01) and at t3 (p = 0.05)
(Figure 2B).

JCPyV VP1 sequence analysis
We performed the JCPyV VP1sequence analysis by auto-
matic sequencing of PCR product corresponding to
JCPyV VP1 regions, in order to identify JCPyV genotype
featuring our enrolled Cohorts. In all 3 Cohorts we
observed a prevalence of genotypes 1A and 1B and it is
also important to note that in each patient we never
observed a co-infection with different strains of JCPyV.
In particular, among the 21 MS patients, we observed
JCPyV Type 1A, Type 1B and Type 4 in 10, 9 and 2
individuals, respectively. Moreover, JCPyV Type 1A was
also observed in 10/18 CD patients and 9/22 CIRDs
patients, whereas the other individuals (8/18 CD patients
and 13/22 CIRDs patients) showed a JCPyV genotype 1B
(data not shown).

JCPyV NCCR sequence analysis
The NCCR forms were classified into four types as pre-
viously described [35]. Type I-S has a single 98 base-pair
(bp) unit, also known as sequence composed of boxA
(25 bp), boxC (55 bp) and boxE (18bp). Type I-R has
repeats of this 98 bp unit, with various deletions, as seen
in the JCPyV Mad-1 (GenBank no: J02227) and Mad-4
[36,37] strains; both of these types have no 23- and/or
66 bp inserts, also known as boxB and boxD, respect-
ively (Figure 3A). Conversely, type II-S has a single 98
bp unit and one 23- and one 66 bp insert, as seen in the
archetype CY [38], also known as sequence composed of
boxes A (25 bp), B (23 bp), C (55 bp), D (66 bp) and E
(18 bp) (Figure 3B). Finally, type II-R has repeats of this
98 bp unit and inserts with various mutations, also
called rearranged NCCRs. Furthermore, in all NCCR
sequences a 69 bp sequence is always present, called
boxF, starting with the 207 nucleotide considering the
nucleotide numbering based on PML-associated variant
Mad-1 NCCR sequence [36].
In MS patients, the archetypal variant type IIS has

been found in all samples analyzed, with the exception
of 2 rearranged NCCR sequences type IIR isolated from
PBMCs of the only 2 MS patients, resulted STRATIFY
JCV® positive t0 and t3. These rearranged NCCR showed
a duplication of a 98bp unit and a 66bp insert, resulting
in a boxB deletion with a 37 T to G nucleotide trans-
version (37 T→G) into the Spi-B binding site, followed
by a duplication of the boxC and boxD insertion
(Figure 3C and Table 5B).
Moreover, all sequences found in the 14 urine samples

with JC viruria and collected at t0 from CIRDs patients,
showed archetype structure type IIS (Figure 3B), with
only a 217 G to A nucleotide transition (217 G→A) in
the boxF.
Regarding the sequences analysis of NCCR found in

plasma, urine and intestinal biopsies of patients with CD
treated with infliximab, the 72% of all sequences ana-
lyzed showed an archetypal structure type IIS. A NCCR
Type IIS with a 37 T→G within Spi-B binding site, and
a 217 G→A in the boxF, was found in 8/28 (29%)
plasma, 7/21(33%) ileal and 5/16 (32%) colon-rectal
biopsies. A rearranged JCPyV NCCR Type IIR with the
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Figure 3 (See legend on next page.)
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Figure 3 JCPyV NCCR sequence analysis in 21 MS and 18 CD patients. (A.) Type IR has repeats of 98bp unit, also known as sequence
composed by boxA (25 bp), boxC (55 bp) and boxE (18 bp), as seen in the JCPyV prototype Mad-1 [35,36], without 23- and/or 66-bp inserts, also
known as boxB and boxD respectively. (B.) Type IIS has a single 98 bp unit, with one 23- and one 66-bp insert, as seen in the archetype CY
[35,38]. The NCCR type IIS is also known as sequence composed by boxes A, B, C, D and E. Each 98bp unit is represented by an open box. The
23 bp and 66 bp inserts are represented as open boxes labeled “23 bp” and “66 bp,” respectively. The nucleotide numbering of Mad-1 NCCR is
indicated in black bold font, whereas the nucleotide numbering of CY NCCR is reported in grey bold font. In all NCCR sequences is present a
69 bp sequence, called box F, starting from nucleotide 207. (C.) A NCCR Type IIS was found in 8/28 plasma, 7/21 ileal and 5/16 colon-rectal
biopsies, collected from CD patients. A NCCR Type IIR with a boxD deletion was found in 4/21 ileal and 1/16 colon-rectal biopsies. Another NCCR
Type IIR, composed by a duplication of a 98 bp unit and a 66 bp insert, was found in 2/3 PBMCs of 2 MS patients. Finally, a NCCR Type IR
sequence was found in 2/16 colon-rectal biopsies. Dotted lines represent deletions or regions not present. Asterisks represent single nucleotide
point mutations or deletions. Black bold letters indicate nucleotides and underlined letters in grey bold font indicate the relative point mutations.
The types of NCCR are indicated. The main cellular factor binding sites are also reported. Ori: replication’s origin.
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two point mutation previously described and a boxD
deletion was found in 4/21 (20%) ileal and 1/16 (6%)
colon-rectal biopsies. Finally, a rearranged JCPyV NCCR
Mad-1-like type IR sequence, composed by repeats of
truncated 98bp unit, resulting in deletion of the boxB
followed by a tandem repeat sequence constituted by a
partial boxC duplication, a boxD deletion and an integral
boxE, was found in 2/16 (12%) colon-rectal biopsies. All
these rearranged sequences were found only in the
intestinal biopsies and plasma samples collected at t3
and t4 from seven pediatric CD patients treated with
infliximab. All these seven patients presented a value
of PCDAI> 40 at t0. The rearranged JCPyV NCCR
Mad-1-like type IR sequence was instead found at t4
(after 16 months of infliximab treatment) in 2 colon
rectal biopsies collected from 2/7 patients indicated
above (Figure 3C and Table 5A).
Table 5 NCCR analysis in samples collected from Crohn’s Dise

A. Crohn’s Dise

Samples N° JCPyV positive samples N° archetype* (%) (IIS)†

Urine 34 34 (100%)

Plasma 28 20 (71%)

Ileum 21 10 (47%)

Colon-rectum 16 8 (50%)

Total (%) 99 72 (72%)

B. Multiple Scler

Samples N° JCPyV positive samples N° archetype* (%) (IIS)†

Urine 13 13 (100%)

Plasma 7 7 (100%)

PBMC 3 1 (33%)

Total (%) 23 21 (91%)

* JCPyV archetype CY [38] with random occurrence of few point mutations and con
** T to G transversion at position nucleotide number 37 in the box A within Spi-B b
boxF considering the nucleotide numbering based on non-pathogenic JCPyV arche
† Jensen and Major (2001) NCCR forms classification is also reported [35].
Discussion
In the last decades, PML onset during treatment with
biological agents has made imperative to assess the risk
of PML associated with these therapies, in order to
achieve a well-informed risk/benefit decision-making.
However, the epidemiology of PML in such settings
remained difficult to define, because PML is rare and
likely underdiagnosed and because the nature of the risk
associated with biological therapy is widely debated [29].
Firstly, it has been important to understand whether the
specific inflammatory scenario of different immune-
mediated diseases could affect the JC virus reactivation
from its sites of latency. Several immune-mediated
diseases are characterized by common alterations of the
cell T helper (Th) 1 versus Th2 and interleukin (IL) -12/
TNF versus IL-10 balance. In particular, in RA, MS and
CD, this balance is skewed toward Th1 with an excess of
ase and Multiple Sclerosis patients

ase patients

37 T→G and
217 G→A** (IIS)†

N° rearranged NCCR sequences (%)

37 T→G , 217 G→A**
and boxD deletion (IIR)†

Mad1-like
sequence (IR)†

0 0 0

8 (29%) 0 0

7 (33%) 4 (20%) 0

5 (32%) 1 (6%) 2 (12%)

20 (21%) 5 (5%) 2 (2%)

osis patients

N° rearranged NCCR sequences (%)

duplication of a 98bp unit and 66bp insert (boxD)(IIR)†

0

0

2 (67%)

2 (9%)

stant G to A transition at position nucleotide number 217 in the boxF.
inding site, and G to A transition at position nucleotide number 217 in the
type CY [38].
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IL-12 and TNF production, whereas the SLE is generally
associated with a Th2 shift and an excessive production
of IL-10 [39]. In fact, it was over-documented that SLE
patients appear to have a particular susceptibility to the
development of PML [26-29]. In addition, MS patients
with natalizumab-associated PML were distinguished
from all other subjects because they had JCPyV-specific
CD4+ T cell responses uniquely dominated by IL-10
production. Thus, changes in T cell-mediated control of
JCPyV replication may be a risk factor for developing
PML [13]. Moreover, in MS and CIRDs patients, gluco-
corticoids treatment is associated with increased plasma
IL-10 secretion [39]. These observations suggested that
virus is kept at bay by cell-mediated immunity in healthy
subjects, although JCPyV-specific antibodies are present
in about 58% of healthy individuals [40-42]. On the basis
of our results, comparing the JCPyV DNA detection in
plasma at the baseline, we did not observe significant
differences among the three Cohorts, probably because
the number of patients enrolled was too small. Con-
versely, comparing baseline JCPyV DNA detection in
urine samples, we observed that CIRDs patients showed
a JC viruria significantly higher than that observed in
patients with MS or with CD (p<0.05) and in healthy
individuals. These data could lead us to conclude that
the CIRDs inflammatory scenario could favor the JCPyV
shedding in the urine but not the JC viremia appearing.
Taking into account the results obtained and the
assumptions previously made, we also observed that 7
out of 14 CIRDs patients, who shed JCPyV in the urine,
underwent concomitant therapy with glucocorticoids,
whereas no MS patients were treated with glucocor-
ticoids before natalizumab treatment. Moreover, it was
also well known that the standard treatment of CD
patients includes the use of budesonide and prednisone.
Therefore, it is reasonable to assume that the use of
glucocorticoids, as concomitant therapy in the treatment
of immune-mediated diseases, could have favored the
JCPyV reactivation in the kidney. In fact, as previously
mentioned, treatment with glucocorticoids is associated
with increased plasma IL-10 secretion and thus with an
imbalance of cell mediated immunity, that finally may
have determined the JCPyV shedding in urine, especially
in CIRDs patients. However, this assumption requires a
further systematic investigation on correlation between
use of glucocorticoids and prevalence of JC viremia
and viruria in patients affected by immune-mediated
diseases.
To date, there are no methods that can reliably predict

which patients have a higher risk of developing PML
and no clear-cut associations can be established between
JC viremia and viruria and PML. In the attempt to
bypass this problem, a new assay (STRATIFY JCV®) was
suggested to be a sensitive tool to identify JCPyV
seroconverted patients [23], especially among MS
patients treated with natalizumab. Therefore, regarding
the monitoring of the asymptomatic reactivation of
JCPyV in peripheral blood and urine of MS patients
treated with natalizumab for 1 year, some authors
[43,44] reported the frequent detection of JCPyV reacti-
vation in the urinary tract after therapy. In agreement
with these authors, in this study a significant difference
was observed in JCPyV viral load in urine when baseline
(t0) results were compared to data obtained at t3 (p = 0.05).
It can also be observed a significant association between JC
viruria at t3 and a positive STRATIFY JCV® after 1 year of
natalizumab respect to the 13 patients with persistent
negative STRATIFY JCV® (p = 0.04). As other Authors
have suggested [24], complementary tests of JCPyV DNA
in urine seems to be useful to stratify the PML risk, since
the detection of urinary viral DNA identifies JCPyV
infected subject when antibodies are still undetectable.
This phenomenon may depend on the inter-individual
difference mounting a humoral immune response against
JC virus or on the 2.5% of false negative estimated for the
STRATIFY JCV® test [23]. However, to date these obser-
vations were not replicated in other analyses [25]. Con-
versely, JCPyV DNA in plasma or PBMCs may not be
useful in PML risk stratification. It was debated whether
the detection of JCPyV in blood results in a higher likeli-
hood to develop PML, but it was often observed that
JCPyV DNA can be detected in blood in healthy indivi-
duals and that the JCPyV load in blood is usually very low
even in patients with PML diagnosis [45]. Moreover, no
PML cases have ever been reported in JCPyV seronegative
individuals [14], and the estimated PML incidence in
JCPyV seronegative patients is extremely low (0.09 cases
per 1000 patients) [12]. Thus, humoral immunity alone
seems to be not able to control JCPyV replication [46] as
well as cellular immunity, since JCPyV shedding in urine
of immunocompetent individuals is very common [40].
Although our results were obtained in a small cohort of
patients and need to be replicated and expanded, they
suggest that JCPyV replication with shedding in urine
could be not necessarily a sign of T cell dysfunction, but
instead reflects differences in anatomic location and/or ac-
cessibility to T cells, as other authors also suggested [25].
Finally, in CD patients we observed that the number

of patients with JC viremia and/or viruria remains con-
stant during the follow-up, but comparing the urinary
JCPyV loads obtained at every time of follow-up, we
observed that viruria significantly increased in patients
treated with infliximab at t3 respect to the value
obtained at t0 (p=0.03). This result puts in highlight a
higher viral replication in the renal tubular epithelial
cells with a shedding of the virus in the urine after 1
year of infliximab treatment. Moreover, a constant JC
viral load value was found in intestinal biopsies during
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the follow-up. Therefore, although infliximab was not
implicated in JCPyV reactivation directly, it seems to
interfere with the fine balance between the anti-
inflammatory activity of this biologic and the host
immune surveillance [33]. Since the use of infliximab in
CD patients blocks the TNF and interferes with the
recruitment of lymphocytes causing a decreasing of
interferon (IFN)-γ levels involved in the anti-viral state
control, JCPyV could leave its latent state within the
enteric glial cells [47] and could infect the intestinal
epithelium. Furthermore in patients affected by immune-
mediated diseases and treated whit biologics, JCPyV
reactivation has been observed to be associated with
increased plasmatic levels of monokine induced by IFN-γ
(MIG), which represents a T cell-attracting chemokine
released by eosinophils [48,49]. Conversely, JCPyV could
also restart its lytic cycle in other cell types, including the
CD34+ haematopoietic precursors, the B cells present in
BM and in circulation [50] and the renal tubular epithelial
cells [51,52]. This hypothesis could also be supported by
the fact that the median viremia reached the value of 5.30
log gEq/mL in the patients treated with infliximab at t1,
when the drug achieved its highest effectiveness. Finally,
regarding all intestinal biopsies examined, we can hypo-
thesize that JCPyV may undergo reactivation in the gut
with a spreading of virions in the bloodstream, according
to Selgrad and collegues who speculated that this neu-
rotropic virus may switch its latent state in the enteric
neurons on an active lytic infection [47].
The interfering of infliximab in the regulation of the

fine balance between anti-inflammatory drug benefit and
immune surveillance, was also evidenced by the rearran-
ged NCCR sequences found at t3 and t4 in plasma
samples and intestinal biopsies of 7 infliximab-treated
CD patients, who showed a PCDAI value >40 at t0. The
main part of these sequences showed a CY NCCR struc-
ture (Type IIS) with two nucleotide changes, the 37
G→A in the Spi-B binding site and the 217 G→A in the
boxF, whereas other 5 sequences showed a JCPyV NCCR
structure Type IIR characterized by the two nucleotide
changes mentioned above, and a 66bp insert deletion.
Moreover, a rearranged JCPyV NCCR sequence Type IR,
composed by repeats of truncated 98bp unit, was found
at t4 (after 16 months of infliximab treatment) in 2
colon rectal biopsies collected from 2 of the 7 patients
indicated above. Conversely, the rearrangement found in
PBMC samples of MS patients, treated with natalizumab
and resulted STRATIFY JCV® positive t0 and t3, under-
lines the role of these cells into delivering JCPyV
rearranged forms until the brain throughout the blood
stream. In fact, these rearranged NCCR (type IIR)
showed a duplication of a 98 bp unit and a 66 bp insert,
resulting in a boxB deletion with a 37 T→G nucleotide
change into the Spi-B binding site. All these rearranged
form could result neuro-invasive and they could increase
the risk of PML onset in patients treated with biologics:
in fact, we found the rearranged JCPyV NCCR sequen-
ces after 16 months of infliximab and 1 year of natalizu-
mab, respectively. This hypothesis could be supported
by the fact that natalizumab could mobilize CD34+
hematopoietic precursors and B cells, harboring JCPyV
in a latent state, and that Spi-B expression in these cells
could enhance the JCPyV NCCR rearrangement. In par-
ticular we observed that the 37 T→G nucleotide change
shifted the typical CY archetype Spi-B binding site (5′-
AAAAGGGAAGGTA-3′) to the characteristic one of
the PML-associated variant Mad-1 (5′-AAAAGGGAA
GGGA-3′). The finding of this nucleotide change could
enhance JCPyV replication because it has been demon-
strated that, the Spi-B-binding sites that actively bind
the Spi-B protein expressed in JCPyV susceptible cell
types, are present in Mad-1 NCCR sequences, but not in
the non-pathogenic archetype CY [53]. Additionally,
Spi-B have been shown to be up-regulated in glial cells,
B cells and hematopoietic progenitor cells in which
JCPyV can replicate [54]. Spi-B binding sites in the pro-
moter/enhancer of JCPyV variants are located directly
adjacent to TATA boxes that are essential for the
transcription of early and late viral genes. Recruitment
of the transcription complex TFIID to JC viral promoters
by Spi-B is an attractive model for the activation of
JCPyV gene expression in the absence of TAg protein
[55,56]. Furthermore, the shift of the typical CY arche-
type Spi-B binding site in the characteristic one of the
PML-associated variant Mad-1, in association with the
boxD deletion in 5 intestinal biopsies, let us to conclude
that JCPyV is attempting to enhance its virulence espe-
cially in those cells, such as intestinal cells, that are not
permissive to JCPyV replication. These results were
more emphasized by the JCPyV NCCR Mad-1-like type
IR sequence found in two colon-rectal biopsies, in which
an attempt to recombination could have taken place
during virus replication. This last rearrangement could
be also favored both by the unbalanced immunological
state of these patients and by the 16 months of
infliximab treatment. However, the 78% of sequences
isolated from the three Cohorts enrolled, including all
sequences collected from urine samples, showed a CY
archetype NCCR structure (Type IIS), with a 217 G→A
in the boxF. This point mutation is completely in agree-
ment with other literature data: in fact, this nucleotide
change seems to be a common feature of the European
strains as just described by Agostini and colleagues [6].
Moreover, we also observed a prevalence of genotypes

1A and 1B among all patients enrolled, without a JCPyV
strains co-infection in the same patient. In particular, in
the 2 MS patients with a rearranged NCCR sequence
type IIR in the PBMCs, we found the JCPyV Type 1A
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and the Type 4 respectively, whereas the JCPyV Type 1B
was observed in the two patients with the rearranged
NCCR sequence type IR in colon rectal biopsies.
Although other author found a significant association
between the JCPyV Type 2 and infliximab treatment in a
pediatric CD cohort [57], we did not observed a corre-
lation between rearranged JCPyV NCCR sequences and
a particular JCPyV genotype in each enrolled cohort.
Conversely, all genotypes isolated were in agreement with
the most common genotypes detected in the European
population [6,58].
However, future analyses of alterations and acquisi-

tions of unique transcription factor-binding sites will
probably offer more insight into the role of these factors
in viral pathogenesis. Moreover, B cells have been shown
to support the low levels of JCPyV infection and are
likely carriers of infectious virus to the brain during
reactivation and dissemination, leading to the develop-
ment of PML [32]. Thus, the further study of activation
of Spi-B gene expression in transitional B cells that
contain latent virus may be important to understand the
real role of viral reactivation in PML pathogenesis.

Conclusions
The mechanism underlying JC viral replication are
nevertheless still unknown, and the influence of natali-
zumab on JCPyV control is unclear. However, from these
preliminary data we can conclude that it is important to
understand whether the specific inflammatory scenario
in different immune-mediated diseases could affect the
JC virus reactivation from its sites of latency. In parti-
cular, an imbalance of cell-mediated immunity may have
led to a JCPyV urinary shedding significantly higher in
patients with CIRDs at t0 respect to MS and CD
patients. Moreover, for a more accurate PML risk strati-
fication in patients treated with natalizumab, testing
JCPyV viruria seems to be useful to identify patients
who harbor JCPyV but with an undetectable JCPyV-
specific humoral immune response. Moreover, since the
number of CD patients treated with infliximab showed a
JC viruria higher than that observed in patients with MS
during the follow-up, we could suppose that infliximab
encourages JCPyV reactivation respect to natalizumab.
For a better risk stratification in patients treated with

biologics, it may also be important to study the JCPyV
NCCR genomic regions. In particular, the rearrangement
found in the PBMCs of MS patients treated with
natalizumab underlying the role of these cells into
delivering JCPyV rearranged forms until the brain
throughout the blood stream. These rearranged form
could result neuro-invasive and they could increase the
risk of PML onset in patients treated with natalizumab.
This is supported by the fact that natalizumab could
mobilize CD34+ hematopoietic precursors and B cells,
harboring JCPyV in a latent state, and that Spi-B expres-
sion in these cells could enhance the JCPyV NCCR rear-
rangement. It’s important to understand the molecular
mechanisms involved in JCPyV latency and reactivation
in peripheral blood cells, because they represents the
main pieces in the puzzle of PML pathogenesis.
Moreover, infliximab could also be implicated into the

mobilization of CD34+ hematopoietic precursors and B
cells, harboring JCPyV in a latent state, although an
evident risk of PML onset after the use of this drug was
not observed [50]. Conversely, the issue of JCPyV NCCR
rearrangement in non-permissive cells, such as intestinal
cells in patients with CD treated with infliximab, and its
association with cancer is emerging [1]. This obsarvation
could be a great starting point to explore the possible JC
virus role in in the pathogenesis of colon cancer, consi-
dering also the nature of Polyomaviruses, the oncogenic
viruses par excellence. Finally, we can highlight that our
rearranged NCCR sequences could be considered a
marker of the JCPyV virulence during the mAb treat-
ment, although none of our examined patients devel-
oped PML, and further studies on larger cohorts should
be performed. In conclusion, since the number of pa-
tients affected by autoimmune disease and treated with
biological agents, continues to rise [59], we could take
into account that the follow-up of JCPyV DNA detection
and the subsequent JCPyV NCCR sequences analysis
may be important in order to reduce the risk of PML
onset. Further investigation into the molecular inter-
actions that occurs between Spi-B, protein cofactors,
and the JCPyV NCCR in cells that support latent infec-
tion will offer additional insight into molecular patho-
genesis, reactivation from latency in lymphocytes and
PML development. Finally, in individuals treated with
immunomodulatory drugs, an impairment of the immu-
ne surveillance could be an important risk factor for the
JCPyV reactivation and the PML onset. Therefore, it is
important to focus all our efforts to find the cellular
pathways, finely regulated by the host immune system,
that lead to the reactivation of the virus in conditions of
immunosuppression, since it is virtually impossible to
control the JCPyV infection.

Methods
Enrolled patients features and study schedule
In this perspective observational study, three dynamic
cohorts of autoimmune diseases patients were enrolled:

1. Twenty-one outpatients with a diagnosis of MS
(11 males, 10 females) (Cohort1) were enrolled at
the Department of Neurology and Psychiatry
(Sapienza University of Rome, Italy) between March
2012 to April 2013. Patient’s mean age (± standard
deviation) was 35.05 ± 8.12 years; mean disease
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duration was 98 ± 88 months with a mean
Expanded Disability Status Scale (EDSS) at
enrollment of 2.05 ± 1.07. Among the 21 patients,
13 (62%) previously underwent immunomodulating
therapies (interferon, glatiramer acetate); 1 patient
(5%) was treated with immunosuppressive drugs
(mitoxantrone) and the other 7 (33%) individuals
were not previously treated at all. No significant
differences were observed concerning the type of
previous therapy and disease duration. All patients
fulfilled the Italian Agency of Drug criteria for
natalizumab treatment, i.e. they either were affected
by a particularly severe disease course in the year
prior to therapy (marked clinical worsening, high
relapse rate, rapid disability accumulation),
or they showed a lack of response to previous
immunosuppressive or immunomodulatory
therapies. The therapeutic program of the
patients of this cohort consisted of 300 mg
intravenous (IV), infused over approximately 1 hour,
every 4 weeks (1 infusion a month). 78 urine,
78 plasma and 78 PBMCs samples were collected at
baseline (t0) and after 4 (t1), 8 (t2), and 12 (t3)
months of therapy. Only for Cohort1, after the
activation of a centralized service supported by
Biogen Idec (STRATIFY JCV®), 2-step virus-like
particle-based enzyme-linked immunosorbed
assay (ELISA) was performed at t0 and t3,
to detect specific anti-JC virus antibodies [23] in
serum of the 21 enrolled subjects treated for a
12-month period.

2. Twenty-two outpatients affected by CIRDs
(7 males, 15 females) (Cohort2), referred to the
Department of Internal Medicine and Medical
Disciplines, Rheumatology Unit (Sapienza University
of Rome, Italy), were enrolled from January 2013 to
April 2013. After obtaining informed consent, basic
demographic data including gender, age, diagnosis,
date of diagnosis, concomitant medications and
disease activity measures were collected at a single
time point, just before the initiation of biologic
therapy and recorded on a standardized form
(Table 2). Patient’s mean age (± standard deviation)
was 54.68 ± 10.79 years and mean disease duration
was 112.82 ± 97.44 months. Patients with RA, PsA,
and AS, classified according to standard criteria
[60-62] and designated to start biologic treatment,
were consecutively enrolled. Each patient was
evaluated by the same rheumatologist. For RA and
PsA clinical evaluation included: swollen (SJC) and
tender joint count (TJC), patient and physician
global assessment on a visual analogue scale
(VAS, 0-100 mm), and HAQ [63]. The HAQ scores
range from 0-3, with a higher score indicating a
higher level of disability [64]. A blood drawing
was also performed to evaluate ESR (mm/h) and
CRP (mg/l). Disease activity was assessed by the
DAS28-CRP and/or the DAS28-ESR, with a high
score indicating more active disease [63].
Current disease activity in patients with AS
was measured by the Bath Ankylosing
Spondylitis Disease Activity Index (BASDAI),
ranging from 0 (no activity) to 10 (maximum
activity) [65]. 22 urine, 22 plasma and
22 PBMCs samples collected only at baseline
(t0) were utilized to compare the baseline
JCPyV DNA quantitative detection in each samples
type of these individuals with those of MS and
CD patients.

3. Eighteen patients (10 males, 8 females; mean age ±
standard deviation: 14.61 ± 4.36 years) (Cohort3) with
refractory active CD and thus aimed at infliximab
treatment, referred to the Pediatric Gastroenterology
and Liver Unit (Sapienza University of Rome, Italy)
from January 2010 to December 2012, were enrolled.
Inclusion criteria were: CD diagnosis confirmed with
usual clinical, endoscopic, radiologic, and/or histologic
criteria for at least 6 months; and active luminal or
fistulizing disease despite adequate standard
treatments. Exclusion criteria were contraindications
to infliximab treatment, such as a history of
tuberculosis or positive skin test/chest radiogram in
the absence of adequate antibiotic prophylaxis,
congestive heart failure, demyelinating syndrome,
sepsis or abscesses, symptomatic bowel stenoses,
history of previous or present cancer, or failure to give
informed consent. After enrollment, clinical
characteristics of CD disease were recorded, clinical
activity was measured with the Pediatric CD Activity
Index (PCDAI) [66], collected retrospectively during
the visit immediately before infusions according to the
Frenz et al. protocol [67], and fistula were assessed
according to the Present et al. [68] assessment system.
The therapeutic program of the patients of this cohort
consisted of three consecutive infusions of infliximab
(5 mg/kg) at 0, 2, and
6 weeks for the induction phase. The first infusion
was given within 7 days of enrollment into the study.
Infliximab was administered intravenously during a
period of 2 h, and patients were monitored for heart
frequency and for signs of adverse reactions. From
each patient, blood samples were taken before
infusion, after 8 weeks the beginning of therapy and
every 8 weeks thereafter, to determine the activity and
nutritional indexes as well as serum variables of renal
and hepatic function. All patients were offered a
maintenance therapeutic program consisting of
repeated infusions of infliximab every
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8 weeks for 16 months. The first re-treatment
infusion was administrated 8 weeks after the last
baseline infusion. Clinical effectiveness was evaluated
at week 6: remission was defined by a PCDAI score
of less than 10 (for luminal disease) or if all fistulae
openings present at baseline were closed
(for fistulizing disease). Improvements were
determined based on the physician's global evaluation
of amelioration compared with baseline [69]. We
collected 90 plasma and 90 urine samples from these
patients at the following times: recruitment (t0) and at
4, 8, 12 and 16 months from t0 (t1, t2, t3, and t4,
respectively). PBMCs samples were not collected in
this Cohort because of the small amount of available
whole blood. Moreover,
54 ileal and 54 colon–rectal biopsies were collected at
t0, t3 and t4.

4. Finally, we enrolled 19 healthy individuals
(9 male, 10 females; mean age ± standard deviation:
35.94 ± 6.56 years) (Control Cohort) as control
group. For the Control Cohort, 19 urine,
19 plasma and 19 PBMCs samples were obtained
from healthy individuals, only at the moment
of enrollment (t0).
Clinical specimens processing and JCPyV DNA extraction
This study was carried out on a total of 186 plasma, 186
urine and 96 PBMCs samples and 108 intestinal biopsies
collected at different times from the three cohort as
mentioned above. DNA for molecular analysis was
extracted from 500 μl of each urine sample, collected
without preservatives, using the DNeasy® Blood & Tissue
Kit (QIAGEN, S.p.A, Italy) according to the manu-
facturer’s instructions and stored at -20°C until use.
Blood samples, collected in 4-mL Vacuntainer® tubes
containing EDTA (BD Becton Dickinson S.p.A, Italia),
were centrifuged at 1,376 g/sec for 10 minutes and DNA
was extracted from 200 μL of plasma using the DNeasy®
Blood & Tissue Kit (QIAGEN, S.p.A, Milan, Italy) and
stored at -20°C until use. Peripheral blood mononuclear
cells (PBMCs) were isolated from whole blood using
the standard Ficoll Hypaque density gradient centri-
fugation technique [70]; the number of viable leu-
kocytes was determined by trypan blue exclusion.
PBMCs DNA extraction was performed on 106 cells
by the QIAmp® DNA Blood Kit (QIAGEN S.p.A,
Milan, Italy) according to the manufacturer’s instruc-
tions and DNA was stored at -20°C until use. DNA
yield of all samples was determined by measuring its
concentration in the eluate by absorbance at 260 nm
and then 0.1-1 μg of total DNA was directly used for
PCR amplification assays.
JCPyV T-Ag real-time PCR (Q-PCR)
Extracted DNA of each samples was analyzed using Q-
PCR for the detection and quantification of the JCPyV
genome using a 7300 Real-Time PCR System (Applied
Biosystems, USA), following a published protocol [71].
Of DNA, 500 ng was used as a template in each reac-
tion, and a 54-bp amplicon in the JCPyV T antigen
region was detected. Each sample was analyzed in dupli-
cate, and the viral load results were given as the mean of
the two positive reactions. Each run contained a negative
control composed of the reaction mixture without DNA
template. A positive control consisted of serial dilutions
(range, 105 gEq/ml–102 gEq/ml) of a plasmid containing
the entire JCPyV genome, on the results of which a
standard curve was performed. For urine and plasma
specimens, the JCPyV DNA load was expressed as
genome equivalents (gEq)/ml of sample and as genome
equivalents (gEq)/106 cells of sample for the biopsies. To
correct for the variable amount of DNA in different
tissue samples, each sample was subjected to simulta-
neous TaqMan PCR for the housekeeping gene Glyceral-
dehyde-3-phosphate-dehydrogenase (GAPDH, Accession
no. J04038), targeting the region between exons 6 and 8.
Results were considered acceptable only in the presence
of GAPDH positivity [72].

JCPyV NCCR PCR
DNA yield was determined by measuring its concentra-
tion in the eluate by absorbance at 260 nm, and then, 0.1
to 1 μg of total DNA was directly used in PCR amplifica-
tion. β-globin PCR was performed on extracted DNA to
assess the efficacy of nucleid acid extraction [73]. General
precautions, conditions for PCR analysis, and nested-PCR
procedures were performed as published [74]. β-Globin
-positive samples were amplified in a GeneAmp® PCR
System 9700 (Perkin-Elmer Cetus, Emeryville, CA), and
all assays included positive (purified recombinant plasmid
DNA) and negative (all the PCR components except the
template) controls to exclude false-positive and false-
negative results [75]. Nested-PCR employed two pairs of
primers that anneal to the invariant regions flanking the
NCCR of JCPyV [74]. Primers BKTT1 (5′-AAG GTC
CAT GAG CTC CAT GGA TTC TTC C-3′) and BKTT2
(5′-CTA GGT CCC CCA AAA GTG CTA GAG CAG C-
3′) amplified a 724-bp DNA fragment in JCPyV (Mad-1)
[76]. The second pair, JC1 (5′-CCT CCA CGC CCT TAC
TAC TTC TGA G-3′) and JC2 (5′-AGC CTG GTG ACA
AGC CAA AAC AGC TCT-3′), amplified a portion of
the first round PCR product, generating a fragment of 308
bp [77]. Two nanograms of recombinant pGem-1 plasmid
DNA containing the complete JCPyV genome, cloned as
EcoR1 fragments, were used as positive controls. The PCR
products were analyzed on 2% agarose gels by ethidium
bromide staining.
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JCPyV VP1 PCR
For JCPyV genotyping a 215 bp fragment was amplified
from the VP1 major capsid protein gene using primers
JLP-15 (5′-ACA GTG TGG CCA GAA TTC ACT ACC-
3′) and JLP-16 (5′-TAA AGC CTC CCC CCC AAC
AGA AA-3′) [6]. After initial denaturation at 95°C for 9
min, followed by 40 cycles at 95°C for 40 s, annealing at
63°C for 40 s and extension at 72°C for 40 s, the ampli-
fication protocol was concluded with a final extension at
72°C for 7 min. PCR products were analyzed using 2%
agarose gel electrophoresis and visualized using ethi-
dium bromide staining [54].

Sequencing of JCPyV NCCR and VP1 regions
The PCR product corresponding to JCPyV NCCR and
VP1 regions were purified prior to sequencing to remove
the excess of primers with QIAquick PCR purification
kit, according to QIAGEN protocol [74]. DNA sequen-
cing was performed by automatic DNA sequencer
(Applied Biosystem, model 370 A), according to the
manufacturer′s specifications (Amplicycle Kit, Applied
Biosystem). Sequences were organized and analyzed
using the Genetic Computer Group Sequence Analysis
software package. In particular, all sequences obtained
from the amplification of the NCCR region were
compared to the JCPyV NCCR sequence of prototype
Mad-1 (GenBank: J02227) [36] and of archetype CY
[38], whereas those obtained from the amplification of
the VP1 region were classified into known genotype/
ssubtype analysing the single nucleotide polymorphisms
(SNPs) within the amplified VP1 region. To detect the
SNPs, by which we have classified our isolates, we
aligned our isolated with those reported by Jobes and
colleagues in 2001 [78].Sequence alignments were per-
formed with ClustalW2 at the EMBL-EBI website using
default parameters [79].

Data analysis
Data were summarized as medians and ranges or as
mean ± standard deviation, as appropriate. If Z test indi-
cated a non-normal distribution, we used non-parametric
tests such as Mann–Whitney U test and Kruskal–Wallis
test. Categorical data were analyzed by using χ2 test and
Student's t test. P values <0.05 were considered statisti-
cally significant.

Abbreviations
MS: Multiple sclerosis; CIRDs: Chronic inflammatory rheumatic diseases;
CD: Crohn’s disease; PML: Progressive multifocal leukoencephalopathy;
JCPyV: Polyomavirus JC; TAg: Large T antigen; tAg: Small t antigen; VP: Viral
capsid protein; NCCR: Non-coding control region; mAbs: Monoclonal
antibodies; VLA-4: Very late antigen-4; TNF-α: Tumor necrosis factor alpha;
RA: Rheumatoid arthritis; VCAM-1: Vascular cell adhesion molecule 1;
BM: Bone marrow; FDA AERS: Food and drug administration adverse event
reporting system; SLE: Systemic lupus erythematosus; PBMC: Peripheral blood
mononuclear cells; Cohort1: Cohort of MS patients; Cohort2: Cohort of CIRDs
patients; Cohort3: Cohort of CD patients; q-PCR: Quantitative real time PCR;
MIG: Monokine induced by IFN-γ; EDSS: Kurtzke expanded disability status
scale; ELISA: Enzyme-linked immunosorbent assay; AS: Ankylosing spondylitis;
PsA: Psoriatic arthritis; HAQ: Health assessment questionnaire;
ESR: Erythrocyte sedimentation rate; CRP: C-reactive protein; DAS28: Disease
activity score with a 28-joint count; DMARDs: Disease modifying anti-
rheumatic drugs; std dev: Standard deviation; PCDAI: Pediatric CD activity
index; gEq: Genome equivalents; bp: Base pair; 37 T→G: 37 T to G nucleotide
transversion; 217 G→A: 217 G to A nucleotide transition; Th: Cell T helper;
IL: Interleukin; INF: Interferon; GAPDH: Glyceraldehyde-3-phosphate-
dehydrogenase; SJC: Swollen joint count; TJC: Tender joint count; VAS: Visual
analogue scale; BASDAI: Bath ankylosing spondylitis disease activity index.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
VP, AB, LN, ATP designed the experiments; RS, GV, MM, SP, AF, FF, GDN,
SC5 recruited patients and collected clinical data; AB, EA, DMR, SC1,
performed experiments and data collection; AB, EA, DMR, SC1, SC7 were
involved in data analysis; VP, AB, RS, LN, GV, ATP interpretation of the data
and drafting the manuscripts. All the authors revised and approved the
final manuscripts.

Acknowledgements
This work was supported by MIUR grant.

Author details
1Department of Public Health and Infectious Diseases, Sapienza University,
P.le Aldo Moro, 5, 00185 Rome, Italy. 2Department of Internal Medicine and
Medical Disciplines, Rheumatology, Sapienza University of Rome, Rome, Italy.
3Department of Medico-Surgical Sciences and Biotechnologies, Section of
Neurology, Sapienza University of Rome, Rome, Italy. 4Department of
Neurology and Psychiatry, Sapienza University of Rome, Rome, Italy.
5Department of Pediatrics, Pediatric Gastroenterology and Liver Unit,
Sapienza University of Rome, Rome, Italy. 6Department of Public Health and
Infectious Diseases, Institute Pasteur, Cenci-Bolognetti Foundation, Sapienza
University of Rome, Rome, Italy. 7Department of Biomedical, Surgery and
Dental Sciences, University of Milan, via Pascal 36, 20123 Milan, Italy. 8San
Raffaele Pisana Scientific Institute for Research, Hospitalization and Health
Care, Rome, Italy. 9Sbarro Institute for Cancer Research and Molecular
Medicine, Center for Biotechnology, College of Science and Technology,
Temple University, Philadelphia, Pennsylvania, USA.

Received: 4 July 2013 Accepted: 27 September 2013
Published: 30 September 2013

References
1. Bellizzi A, Nardis C, Anzivino E, Rodìo DM, Fioriti D, Mischitelli M, Chiarini F,

Pietropaolo V: Human polyomavirus JC reactivation and pathogenetic
mechanisms of progressive multifocal leukoencephalopathy and cancer
in the era of monoclonal antibody therapies. J Neurovirol 2012, 18:1–11.

2. Padgett BL, Walker DL, Zu Rhein GM, Echroade RJ, Dessel BH: Cultivation of
papova-like virus from human brain with progressive multifocal
leukoencephalopathy. The Lancet 1971, 1:1257–1260.

3. Kean JM, Rao S, Wang M, Garcea RL: Seroepidemiology of human
polyomaviruses. PLoS Pathog 2009, 5:e1000363.

4. Brew BJ, Davies NW, Cinque P, Clifford DB, Nath A: Progressive multifocal
leukoencephalopathy and other forms of JC virus disease. Nat Rev Neurol
2010, 6:667–679.

5. Del Valle L, Khalili K: Detection of human polyomavirus proteins, T-antigen
and agnoprotein, in human tumor tissue arrays. J Med Virol 2010,
82:806–811.

6. Agostini HT, Deckhut A, Jobes DV, Girones R, Schlunck G, Prost MG, Frias C,
Pérez-Trallero E, Ryschkewitsch CF, Stoner GL: Genotypes of JC virus in
East, Central and Southwest Europe. J Gen Virol 2001, 82:1221–1331.

7. Tan CS, Koralnik IJ: Progressive multifocal leukoencephalopathy and
other disorders caused by JC virus: clinical features and pathogenesis.
Lancet Neurol 2010, 9:425–437.

8. Weissert R: Progressive multifocal leukoencephalopathy. J Neuroimmunol
2011, 231:73–77.



Bellizzi et al. Virology Journal 2013, 10:298 Page 17 of 18
http://www.virologyj.com/content/10/1/298
9. Major EO: Progressive multifocal leukoencephalopathy in patients on
immunomodulatory therapies. Annu Rev Med 2010, 61:35–47.

10. Carson KR, Focosi D, Major EO, Petrini M, Richey EA, West DP,
Bennett CL: Monoclonal antibody-associated progressive multifocal
leucoencephalopathy in patients treated with rituximab, natalizumab,
and efalizumab: a review from the Research on Adverse Drug
Events and Reports (RADAR) project. Lancet Oncol 2009, 10:816–824.

11. Bellizzi A, Anzivino E, Rodio DM, Palamara AT, Nencioni L, Pietropaolo V:
New insights on Human Polyomavirus JC and pathogenesis of
progressive multifocal leukoencephalopathy. Clin Dev Immunol 2013.
doi:10.1155/2013/839719.

12. Bloomgren G, Richman S, Hotermans C, Subramanyam M, Goelz S, Natarajan
A, Lee S, Plavina T, Scanlon JV, Sandrock A, Bozic C: Risk of natalizumab-
associated progressive multifocal leukoencephalopathy. N Engl J Med
2012, 366:1870–1880.

13. Perkins MR, Ryschkewitsch C, Liebner JC, Monaco MC, Himelfarb D, Ireland
S, Roque A, Edward HL, Jensen PN, Remington G, Abraham T, Abraham J,
Greenberg B, Kaufman C, LaGanke C, Monson NL, Xu X, Frohman E, Major
EO, Douek DC: Changes in JC virus-specific T cell responses during
natalizumab treatment and in natalizumab-associated progressive
multifocal leukoencephalopathy. PLoS Pathog 2012, 8(11):e1003014.
doi:10.1371/journal.ppat.1003014.

14. Sørensen PS, Bertolotto A, Edan G, Giovannoni G, Gold R, Havrdova E,
Kappos L, Kieseier BC, Montalban X, Olsson T: Risk stratification for
progressive multifocal leukoencephalopathy in patients treated with
natalizumab. Mult Scler 2012, 18(2):143–52.

15. Berger JR, Houff S: Opportunistic infections and other risks with newer
multiple sclerosis therapies. Ann Neurol 2009, 65:367–377.

16. Ransohoff RM: Thinking without thinking about natalizumab and PML.
J Neurol Sci 2007, 259:50–52.

17. Zohren F, Toutzaris D, Klarner V, Hartung HP, Kieseier B, Haas R:
The monoclonal anti-VLA-4 antibody natalizumab mobilizes
CD34+hematopoietic progenitor cells in humans. Blood 2008,
111:3893–3895.

18. Tan CS, Ellis LC, Wuthrich C, Ngo L, Broge TA Jr, Saint-Aubyn J, Miller JS,
Koralnik IJ: JC virus latency in the brain and extraneural organs of
patients with and without progressive multifocal leukoencephalopathy.
J Virol 2010, 84:9200–9209.

19. Andreoletti L, Lescieux A, Lambert V, Si-Mohamed A, Matta M, Wattré P,
Belec L: Semiquantitative detection of JCV-DNA in peripheral blood
leukocytes from HIV-1-infected patients with or without progressive
multifocal leukoencephalopathy. J Med Virol 2002, 66:1–7.

20. Marzocchetti A, Tompkins T, Clifford DB, Gandhi RT, Kesari S, Berger JR,
Simpson DM, Prosperi M, De Luca A, Koralnik IJ: Determinants of survival
in progressive multifocal leukoencephalopathy. Neurology 2009,
73:1551–1558.

21. Sabath BF, Major EO: Traffic of JC virus from sites of initial infection to
the brain: the path to progressive multifocal leukoencephalopathy.
J Infect Dis 2002, 186:S180–186.

22. Rudick RA, O’Connor PW, Polman CH, Goodman AD, Ray SS, Griffith NM,
Jurgensen SA, Gorelik L, Forrestal F, Sandrock AW, Goelz S: Assessment of
JC virus DNA in blood and urine from natalizumab-treated patients.
Ann Neurol 2010, 68:304–310.

23. Gorelik L, Lerner M, Bixler S, Crossman M, Schlain B, Simon K, Pace A,
Cheung A, Chen LL, Berman M, Zein F, Wilson E, Yednock T, Sandrock A,
Goelz SE, Subramanyam M: Anti-JC virus antibodies: implications for PML
risk stratification. Ann Neurol 2010, 68:295–303.

24. Laroni A, Giacomazzi CG, Grimaldi L, Gallo P, Sormani MP, Bertolotto A,
McDermott JL, Gandoglia I, Martini I, Vitello G, Rinaldi F, Barzon L, Militello V,
Pizzorno M, Bandini F, Capello E, Palù G, Uccelli A, Mancardi GL, Varnier OE:
Urinary JCV-DNA testing during Natalizumab treatment may increase
accuracy of PML risk stratification. J Neuroimmune Pharmacol 2012,
7:665–672.

25. Mancuso R, Saresella M, Hernis A, Marventano I, Ricci C, Agostini S, Rovaris
M, Caputo D, Clerici M: JC virus detection and JC virus-specific immunity
in natalizumab-treated multiple sclerosis patients. J Transl Med 2012,
10:248. doi:10.1186/1479-5876-10-248.

26. Calabrese LH, Molloy ES, Huang D, Ransohoff RM: Progressive multifocal
leukoencephalopathy in rheumatic diseases: evolving clinical and
pathologic patterns of disease. Arthritis Rheum 2007,
56:2116–2128.
27. Molloy ES, Calabrese LH: Progressive multifocal leukoencephalopathy: a
national estimate of frequency in systemic lupus erythematosus and
other rheumatic diseases. Arthritis Rheum 2009, 60:3761–3765.

28. Kothary N, Diak IL, Brinker A, Bezabeh S, Avigan M, Dal Pan G: Progressive
multifocal leukoencephalopathy associated with efalizumab use in
psoriasis patients. J Am Acad Dermatol 2011, 65:546–551.

29. Molloy ES, Calabrese LH: Progressive multifocal leukoencephalopathy
associated with immunosuppressive therapy in rheumatic diseases:
evolving role of biologic therapies. Arthritis Rheum 2012, 64:3043–3051.

30. Kumar D, Bouldin TW, Berger RG: A case of progressive multifocal
leukoencephalopathy in a patient treated with infliximab. Arthritis Rheum
2010, 62:3191–3195.

31. Marshall LJ, Major EO: Molecular regulation of JC virus tropism: insights
into potential therapeutic targets for progressive multifocal
leukoencephalopathy. J Neuroimmune Pharmacol 2010, 5:404–417.

32. Marshall LJ, Moore LD, Mirsky MM, Major EO: JC virus promoter/enhancers
contain TATA box-associated Spi-Bbinding sites that support early viral
gene expression in primary astrocytes. J Gen Virol 2012, 93:651–661.

33. Bellizzi A, Anzivino E, Ferrari F, Di Nardo G, Colosimo MT, Fioriti D, Mischitelli
M, Chiarini F, Cucchiara S, Pietropaolo V: Polyomavirus JC reactivation and
noncoding control region sequence analysis in pediatric Crohn’s disease
patients treated with infliximab. J Neurovirol 2011, 17:303–313.

34. Kurtzke JF: Rating neurologic impairment in multiple sclerosis: an
expanded disability status scale (EDSS). Neurology 1983, 33:1444–1452.

35. Jensen PN, Major EO: A classification scheme for human polyomavirus
JCV variants based on the nucleotide sequence of the noncoding
regulatory region. J Neurovirol 2001, 7:280–287.

36. Frisque RJ, Bream GL, Cannella MT: Human polyomavirus JC virus genome.
J Virol 1984, 51:458–469.

37. Padgett BL, Walker DL, ZuRhein GM, Hodach AE, Chou SM: JC papovavirus
in progressive multifocal leukoencephalopathy. J Infect Dis 1976,
133:686–690.

38. Yogo Y, Kitamura T, Sugimoto C, Ueki T, Aso Y, Hara K, Taguchi F: Isolation
of a possible archetypal JC virus DNA sequence from
nonimmunocompromised individuals. J Virol 1990, 64:3139–3143.

39. Elenkov IJ, Chrousos GP: Stress hormones, proinflammatory and
antiinflammatory cytokines, and autoimmunity. Ann N Y Acad Sci 2002,
966:290–303.

40. Egli A, Infanti L, Dumoulin A, Buser A, Samaridis J, Stebler C, Gosert R, Hirsch
HH: Prevalence of polyomavirus BK and JC infection and replication in
400 healthy blood donors. J Infect Dis 2009, 199:837–846.

41. Koralnik IJ, Du Pasquier RA, Kuroda MJ, Schmitz JE, Dang X, Zheng Y,
Lifton M, Letvin NL: Association of prolonged survival in HLA-A2
progressive multifocal leukoencephalopathy patients with a CTL
response specific for a commonly recognized JC virus epitope.
J Immunol 2002, 168:499–504.

42. Du Pasquier RA, Kuroda MJ, Zheng Y, Jean-Jacques J, Letvin NL,
Koralnik IJ: A prospective study demonstrates an association
between JC virus specific cytotoxic T lymphocytes and the early
control of progressive multifocal leukoencephalopathy. Brain 2004,
127:1970–1978.

43. Chen Y, Bord E, Tompkins T, Miller J, Tan CS, Kinkel RP, Stein MC, Viscidi RP,
Ngo LH, Koralnik IJ: Asymptomatic reactivation of JC virus in patients
treated with natalizumab. N Engl J Med 2009, 361:1067–1074.

44. Sadiq SA, Puccio LM, Brydon EW: JCV detection in multiple sclerosis
patients treated with natalizumab. J Neurol 2010, 257:954–958.

45. Ryschkewitsch CF, Jensen PN, Monaco MC, Major EO: JC virus
persistence following progressive multifocal leukoencephalopathy in
multiple sclerosis patients treated with natalizumab. Ann Neurol 2010,
68:384–391.

46. Sweet TM, Del Valle L, Khalili K: Molecular biology and immunoregulation
of human neurotropic JC virus in CNS. J Cell Physiol 2002,
191:249–256.

47. Selgrad M, De Giorgio R, Fini L, Cogliandro RF, Williams S, Stanghellini V,
Barbara G, Tonini M, Corinaldesi R, Genta RM, Domiati-Saad R, Meyer R,
Goel A, Boland CR, Ricciardiello L: JC virus infects the enteric glia of
patients with chronic idiopathic intestinal pseudo-obstruction. Gut 2009,
58:25–32.

48. Comar M, Secchiero P, De Lorenzo E, Martelossi S, Tommasini A, Zauli G:
JCV+ Patients with inflammatory bowel disease show elevated plasma
levels of MIG and SCF. Inflamm Bowel Dis 2012, 18:1194–1196.



Bellizzi et al. Virology Journal 2013, 10:298 Page 18 of 18
http://www.virologyj.com/content/10/1/298
49. Dajotoy T, Andersson P, Bjartell A, Löfdahl CG, Tapper H, Egesten A: Human
eosinophils produce the T cell-attracting chemokines MIG and IP-10
upon stimulation with IFN-gamma. J Leukoc Biol 2004, 76:685–691.

50. Tan CS, Dezube BJ, Bhargava P, Autissier P, Wüthrich C, Miller J, Koralnik IJ:
Detection of JC virus DNA and proteins in the bone marrow of
HIV-positive and HIV-negative patients: implications for viral latency
and neurotropic transformation. J Infect Dis 2009, 199:881–888.

51. Randhawa P, Baksh F, Aoki N, Tschirhart D, Finkelstein S: JC virus infection
in allograft kidneys: analysis by polymerase chain reaction and
immunohistochemistry. Transplantation 2001, 71:1300–1303.

52. Lindberg RL, Achtnichts L, Hoffmann F, Kuhle J, Kappos L: Natalizumab
alters transcriptional expression profiles of blood cell subpopulations of
multiple sclerosis patients. J Neuroimmunol 2008, 194:153–164.

53. Marshall LJ, Dunham L, Major EO: Transcription factor Spi-B binds unique
sequences present in the tandem repeat promoter/enhancer of JC virus
and supports viral activity. J Gen Virol 2010, 91:3042–3052.

54. Monaco MCG, Sabath BF, Durham LC, Major EO: JC virus multiplication in
human hematopoietic progenitor cells requires the NF-1 class D
transcription factor. J Virol 2001, 75:9687–9695.

55. Gallant S, Gilkeson G: ETS transcription factors and regulation of
immunity. Arch Immunol Ther Exp (Warsz) 2006, 54:149–163.

56. Schmidlin H, Diehl SA, Nagasawa M, Scheeren FA, Schotte R, Uittenbogaart
CH, Spits H, Blom B: Spi-B inhibits human plasma cell differentiation by
repressing BLIMP1 and XBP-1 expression. Blood 2008, 112:1804–1812.

57. Comar M, Delbue S, Lepore L, Martelossi S, Radillo O, Ronfani L, D'Agaro P,
Ferrante P: Latent viral infections in young patients with inflammatory
diseases treated with biological agents: prevalence of JC virus genotype
2. J Med Virol 2013, 85:716–722.

58. Mischitelli M, Fioriti D, Anzivino E, Bellizzi A, Barucca V, Boldorini R,
Miglio U, Sica S, Sorà F, De Matteis S, Chiarini F, Pietropaolo V: Viral
infection in bone marrow transplants: is JC virus involved? J Med
Virol 2010, 82:138–145.

59. Major EO: Reemergence of PML in natalizumab-treated patients: new
cases, same concerns. N Engl J Med 2009, 361:1041–1043.

60. Arnett FC, Edworthy SM, Bloch DA, McShane DJ, Fries JF, Cooper NS, Healey
LA, Kaplan SR, Liang MH, Luthra HS, Medsger TA Jr, Mitchell DM, Neustadt
DH, Pinals RS, Schaller JG, Sharp JT, Wilder RL, Hunder GG: The American
Rheumatism Association 1987 revised criteria for the classification of
rheumatoid arthritis. Arthritis Rheum 1988, 31:315–324.

61. Taylor W, Gladman D, Helliwell P, Marchesoni A, Mease P, Mielants H,
CASPAR Study Group: Classification criteria for psoriatic arthritis.
Development of new criteria from a large international study.
Arthritis Rheum 2006, 54:2665–2673.

62. van der Linden S, Valkenburg HA, Cats A: Evaluation of diagnostic criteria
for ankylosing spondylitis. A proposal for modification of the New York
criteria. Arthritis Rheum 1984, 27:361–368.

63. Fries JF, Spitz PW, Young DY: The dimensions of health outcomes: the
Health Assessment Questionnaire, disability and pain scales. J Rheumatol
1982, 9:789–793.

64. Lesuis N, Befrits R, Nyberg F, van Vollenhoven RF: Gender and the
treatment of immune-mediated chronic inflammatory diseases:
rheumatoid arthritis, inflammatory bowel disease and psoriasis: an
observational study. BMC Med 2012, 10:82.

65. Garrett S, Jenkinson T, Kennedy LG, Whitelock H, Gaisford P, Calin A: A new
approach to defining disease status in ankylosing spondylitis: the Bath
Ankylosing Spondylitis Disease Activity Index. J Rheumatol 1994,
21:2286–2291.

66. Best WR, Becktel JM, Singleton JW: Rederived values of the eight
coefficients of the Crohn's Disease Activity Index (CDAI). Gastroenterology
1979, 77:843–846.

67. Frenz MB, Dunckley P, Camporota L, Jewell DP, Travis SP: Comparison
between prospective and retrospective evaluation of Crohn's disease
activity index. Am J Gastroenterol 2005, 100:1117–1120.

68. Present DH, Rutgeerts P, Targan S, Hanauer SB, Mayer L, van Hogezand RA,
Podolsky DK, Sands BE, Braakman T, DeWoody KL, Schaible TF, van Deventer
SJ: Infliximab for the treatment of fistulas in patients with Crohn's
disease. N Engl J Med 1999, 340:1398–1405.

69. Lavagna A, Bergallo M, Daperno M, Sostegni R, Costa C, Leto R, Crocellà L,
Molinaro G, Rocca R, Cavallo R, Pera A: Infliximab and the risk of latent
viruses reactivation in active Crohn's disease. Inflamm Bowel Dis 2007,
13:896–902.
70. Bøyum A, Løvhaug D, Tresland L, Nordlie EM: Separation of leucocytes:
improved cell purity by fine adjustments of gradient medium density
and osmolality. Scand J Immunol 1991, 34(Suppl 6):697–712.

71. Delbue S, Branchetti E, Boldorini R, Vago L, Zerbi P, Veggiani C, Tremolada S,
Ferrante P: Presence and expression of JCV early gene large T Antigen in
the brains of immunocompromised and immunocompetent individuals.
J Med Virol 2008, 80:2147–2152.

72. Costa C, Bergallo M, Sidoti F, Astegiano S, Terlizzi ME, Mazzucco G,
Segoloni GP, Cavallo R: Polyomaviruses BK- and JC- DNA quantitation in
kidney allograft biopsies. J Clin Virol 2009, 44:20–23.

73. Saiki RK, Scharf S, Faloona F, Mullis KB, Horn GT, Erlich HA, Arnheim N:
Enzymatic amplification of β-globin genomic sequences and restriction
site analysis for diagnosis of sickle cell anemia. Science 1985,
230:1350–1354.

74. Pietropaolo V, Videtta M, Fioriti D, Mischitelli M, Arancio A, Orsi N,
Degener AM: Rearrangement patterns of JC virus noncoding control
region from different biological samples. J Neurovirol 2003, 9:603–611.

75. Kwok S, Higuchi R: Avoiding false positive with PCR. Nature 1989,
339:232–238.

76. Flaegstad T, Sundsfjord A, Arthur RR, Pedersen M, Traavik T, Subramani S:
Amplification and sequencing of the control regions of BK and JC virus
from human urine by polymerase chain reaction. Virology 1991,
180:553–560.

77. Markowitz RB, Thompson HC, Mueller JF, Cohen JA, Dynan WS: Incidence
of BK virus and JC virus viruria in human immunodeficiency virus-
infected and uninfected subjects. J Infect Dis 1993, 167:13–20.

78. Jobes DV, Friedlaender JS, Mgone CS, Agostini HT, Koki G, Yanagihara R,
Ng TCN, Chima SC, Ryschkewitsch CF, Stoner GL: New JC virus (JCV)
genotypes from papua new guinea and micronesia (type 8 and type 2E)
and evolutionary analysis of 32 complete JCV genomes. Arch Virol 2001,
146:2097–2113.

79. ClustalW2 - multiple sequence alignment. http://www.ebi.ac.uk/Tools/
msa/clustalw2/.

doi:10.1186/1743-422X-10-298
Cite this article as: Bellizzi et al.: Human Polyomavirus JC monitoring
and noncoding control region analysis in dynamic cohorts of
individuals affected by immune-mediated diseases under treatment
with biologics: an observational study. Virology Journal 2013 10:298.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.ebi.ac.uk/Tools/msa/clustalw2/
http://www.ebi.ac.uk/Tools/msa/clustalw2/

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Results
	Clinical outcome
	Baseline (t0) JCPyV DNA detection in plasma and urine samples
	Anti–JCPyV antibodies in serum and longitudinal assessment of JCPyV DNA in urine, plasma and PBMCs samples collected from MS patients
	Longitudinal assessment of JCPyV DNA in urine and plasma samples and intestinal biopsies collected from CD patients
	JC viruria and viremia 1 years follow-up: MS patients treated with natalizumab vs CD patients treated with infliximab
	JCPyV VP1 sequence analysis
	JCPyV NCCR sequence analysis

	Discussion
	Conclusions
	Methods
	Enrolled patients features and study schedule
	Clinical specimens processing and JCPyV DNA extraction
	JCPyV T-Ag real-time PCR (Q-PCR)
	JCPyV NCCR PCR
	JCPyV VP1 PCR
	Sequencing of JCPyV NCCR and VP1 regions
	Data analysis
	Abbreviations

	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


