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ABSTRACT.

Objective. The SAPHO syndrome (synovitis, acne, pustulosis, hyperostosis, and osteitis) is a rare
disorder that mainly affects bone and skin. Chronic multifocal osteitis is the main diagnostic feature.
Genetic studies of HLA genes have shown no role for these class II antigens, whereas studies of 2
mouse models (cmo and Lupo) point to a role of the PSTPIP2 gene. We analyzed the PSTPIP2 gene
in patients with SAPHO syndrome.

Methods. In a cohort of 38 patients with SAPHO we analyzed PSTPIP2 and 2 other candidate genes,
NOD2/CARDIS5 (Crohn’s disease occurs in about 10% of SAPHO patients), and LPIN2 (clinical
similarities of SAPHO with Majeed syndrome).

Results. Rare variants of the 3 genes observed in patients with SAPHO were not specific or were not
found more frequently compared to controls, suggesting no major pathogenetic role of these genes
in the SAPHO syndrome.

Conclusion. We found no association between PSTPIP2, NOD2, and LPIN2 variants and the SAPHO
syndrome. (First Release Dec 23 2009; J Rheumatol 2010;37:401-9; doi:10.3899/jrheum.090456)
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The SAPHO syndrome (synovitis, acne, pustulosis, hyper-
ostosis, and osteitis) is a rare disorder that mainly affects
bone and skin, with multifocal osteitis as the main diagnos-
tic feature. The broad spectrum of clinical features in the
SAPHO syndrome, and their highly varied combinations,
raise diagnostic difficulties, especially in patients with only
bone lesions!3. This results in a probable underestimation
of the frequency of the disease. Several factors have been
implicated in the development of the SAPHO syndrome,
such as Propionibacterium acnes infection*3 and impaired
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immune responses, but the etiopathogenesis is still largely
unknown. Despite the pathological characteristics that the
SAPHO syndrome shares with some spondyloarthropathies,
such as axial skeleton involvement, skin lesions, and inflam-
matory bowel disease (IBD)*11, some authors underline the
absence of certain typical features of spondyloarthropathies,
such as a strong association with HLA-B27, familial segre-
gation, male predominance, and typical radiographic
lesions!?.

We recently reported strong humoral and cellular
proinflammatory responses in a group of 29 patients with
SAPHO syndrome, as shown by high interleukin 8 (IL-8)
and IL-18 plasma levels and hyperproduction of the 2
cytokines by purified polymorphonuclear neutrophils
(PMN) ex vivo. P. acnes-specific PMN deactivation was
also observed!!. We and others have found that anti-tumor
necrosis factor-o therapies (infliximab and etanercept) can
be beneficial in patients with refractory SAPHO
syndrome!!-13-16,

Genetic factors have been implicated in SAPHO syn-
drome, based on familial clustering!”-19. However, genetic
studies of class II HLA antigens revealed no role for
HLA-B27, HLA-Cw6, or HLA-DR?:10:20,

The recent description of mutated genes in 2 mouse mod-
els, cmo (chronic multifocal osteomyelitis, p.Leu98Pro)?!
and Lupo (macrophage infiltration, paw osteolysis, and ear
necrosis, p.Jle282Asn)??, that share some manifestations
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with the human SAPHO syndrome has provided new
insights into the molecular basis of the SAPHO syndrome.
These 2 models involve nonsynonymous homozygous
mutations in the proline serine threonine phosphatase inter-
acting protein 2 gene (pstpip2). Moreover, low levels of pst-
pip2 have been linked to abnormal macrophage functions,
suggesting that pstpip2 mutations might be related to the
bone destruction and skin inflammation observed in cmo
and Lupo mice??23,

SAPHO-related human diseases point to other possible
candidate genes. Majeed syndrome is an autoinflammatory
bone disease that shares with SAPHO syndrome features of
chronic recurrent multifocal osteitis and inflammatory der-
matosis?>24. Recently, LPIN2 mutations have been impli-
cated in this disease3-2%; lipin 2 catalyzes the transformation
of phosphatidic acid (PA) into diacylglycerol. As the intra-
cellular PA concentration regulates the mTOR (mammalian
target of rapamycin), cell cycle, and RANKL (receptor acti-
vator of nuclear factor-kB) pathway?, a lipin 2 abnormality
might account for the altered bone proliferation observed in
Majeed syndrome.

Because of the high prevalence (10%) of chronic IBD in
patients with SAPHO!028-30 we also studied the main gene
involved in Crohn’s disease (CD), NOD2/CARD15. NOD2
is an intracellular receptor of muramyl dipeptide (MDP),
which is the minimal common component in the peptido-
glycans of Gram-negative and Gram-positive bacteria; this
molecule is thus thought to serve as a general sign of bacte-
rial infection®!*2. NOD2 gene mutations lead to intestinal
tolerance breakdown, and this might result in increased
microbial translocation and a strong inflammatory response
in the gut of patients with IBD33-3. Interestingly, in vitro
studies have shown that NOD2-activating agonists can
induce IL-8 production by monocytes and dendritic cells>.

We investigated whether SAPHO syndrome is associated
with PSTPIP2, LPIN2, or NOD2 polymorphism in 38
French patients.

MATERIALS AND METHODS

Patients and phenotyping. The study population consisted of consecutive
patients attending the Rheumatology Department, Bichat teaching hospital,
Paris, France. We studied 38 patients with the SAPHO syndrome (36 unre-
lated patients and 2 affected siblings of 2 families) who had typical osteoar-
ticular involvement (with at least one site of condensing and/or hyper-
trophic osteitis) and who met the diagnostic criteria proposed by
Benhamou, et al*®. A standardized questionnaire was completed for each
patient, which included the date of birth, gender, family history, geograph-
ic origin, age at onset, age at diagnosis, smoking habits (smoker/ex-smok-
er or non-smoker), the number and location of bone lesions, the number of
involved joints (peripheral and/or axial), skin lesions (acne, palmoplantar
pustulosis, psoriasis vulgaris), and intestinal involvement (CD and/or ulcer-
ative colitis). Patients with associated inflammatory diseases such as IBD
and pyoderma gangrenosum were excluded. The patients all had rheumatic
disease, with at least one osteoarticular inflammatory site, identified by
physical examination and/or magnetic resonance imaging. Specific treat-
ments included nonsteroidal antiinflammatory drugs, prednisone, and/or
methotrexate. No patient was receiving biological therapies. Patients were

informed of the purpose of the study and gave their written informed con-
sent. All the procedures were conducted in accord with our institutional eth-
ical guidelines.

As a control group, 162 unaffected and unrelated west European
Caucasians were screened for the polymorphisms found in the patients.
These subjects were recruited from CEPH (Centre d’Etude du
Polymorphisme Humain), which maintains a database for genetic markers
that have been typed in the CEPH reference family resource for linkage
mapping3’-8,

Genetic analysis. Genomic DNA was isolated from peripheral blood leuko-
cytes by using the QIAamp DNA Blood Midi kit (QIAGEN GmbH, Hilden,
Germany) following manufacturer’s recommendations.

Coding sequences and intron-exon junctions of PSTPIP2 (GenBank
NM_024430), LPIN2 (GenBank NM_014646), and NOD2 (GenBank
AF_178930) were direct sequenced.

Polymerase chain reaction (PCR) and sequencing conditions for PST-
PIP2,NOD2, and LPIN2 are available on request. Primers are described in
Table 1. Purified PCR amplification products were sequenced using the
BigDye Terminator Cycle Sequencing Kit v.1.1 (Applied Biosystems,
Foster City, CA, USA) according to manufacturer’s instructions, and were
resolved on an ABI 3100 automated sequencer (Applied Biosystems).
Sequence data were aligned with SeqScape 2.0 software and compared to
the published sequences of PSTPIP2, LPIN2, and NOD?2.

Statistical analysis. Chi-square test was used for case-control association
analysis. The Mann-Whitney test and ANOVA, respectively, were used to
compare qualitative and quantitative variables between groups. The thresh-
old of statistical significance was set at p < 0.05. Correlations between clin-
ical or biological variables and presence of one or several variants were
sought using the Spearman coefficient or Mann-Whitney test.

RESULTS

Clinical description of patients. We investigated 38 patients
(30 female, 8 male) with SAPHO syndrome. The syndrome
was sporadic in 34 cases and familial in 4 cases (2 families).
Mean age at onset was 31.3 + 2.3 years (range 12-65).
Osteitis was unifocal in 17 patients (44.7%) and multifocal
in 21 patients (55.26%). The mean number + SEM of bone
lesions was 1.9 = 0.3 (range 1-8), and the mean number of
involved joints [anterior chest wall (ACW), pelvis, or distal
joints] was 1.9 + 0.3 (range 1-5). Skin lesions were present
in 34 (89%) patients and consisted of palmoplantar pustulo-
sis in 19 cases (50%), severe acne in 8 cases (21%), and pso-
riasis vulgaris in 20 cases (52.6%). Thirteen patients (34%)
had 2 concomitant skin lesions (Appendix 1). No patient had
detectable rheumatoid factor, anti-citrullinated cyclic pep-
tide antibodies, antinuclear antibodies, or anti-extractable
nuclear antigen antibodies, as described!!, in spite of elevat-
ed autoantibody frequency observed in other forms of
inflammatory rheumatism3°#%, No patient had CD.

Genetic analysis. Twenty-six variants of PSTPIP2, NOD2,
and LPIN2 were found in the 38 patients (Table 2), 4 of which
were new. The frequency of variants was studied in 162 con-
trols if the relevant data were not available in the dbSNP data-
base (http://www.ncbi.nlm.nih.gov/SNP/snpLocus.html).

1. PSTPIP2 variants. The PSTPIP2 gene has different alter-
native splicings (exon 1, exon 2, exon 10, exon 11), as
described*! and/or in databases (Figure 1). The AE2 and

—| Personal non-commercial use only. The Journal of Rheumatology Copyright © 2010. All rights reserved. |—

402

The Journal of Rheumatology 2010; 37:2; doi:10.3899/jrheum.090456

Downloaded on March 20, 2024 from www.jrheum.org


http://www.jrheum.org/

Tirte . Primers used for PSTPIFZ. LPINZ. and MODE pene asalysis,

Serermed

Exion

Farward Frimer

Heverse Primer

Size ol
MR
Pradusi, hp

PITTIFD

E o ®m o3 om o o o

= & kA

LI

40
ik

o

-~ %

2 o =

DOGCTT 00T TOO GO0 AGT OT AT
S TTC OCACCTOTT TIGTCT

AU Che] T AT T G T AL
AAD AR T DRCA G OR300 AT
T THT Taa, TTT TA OCALTT ACT O
CTT AR OUT Cad AT AN CTHGT
AT AATCAG ADG GOC CTG TOC

CTTTIC AN 10 T T O T

(i DA COT GTG GOT GTA TCT GOG MG CAD

TITCTT Akl T LACHCTA R AAA
OOGECT ChA ADD CAT GTT TTT AdG
G TG R0 AT T ATT T
TIT GO TUA GG GAG CTT TOT TG
AT TEET Al TE, AT R CTiG
TR ACC CTT ATT CTTITT GAAT

TELA AT OO 0% TAL vl TOMIG

TIC Thl GlA OCT Cadk AdD TAT GOT A

] T G TTT CTT G000 THTA
O T TIC ATT TG ATTSTTT
TIT AT CTG TOA G TOA G0
AT DA A ATT GO A TTA
ST TAT T AT COT4HIT TETC
0T TAD ACA AT KTU CARITA
FliA TTT TAGC0T TEA ATT TOT G0
T AT TOU T 0 TOT CF

TTC A CTA GCA TAG ARG TTA 00
W TTTCOT Al Gl G0 TGET
TUT TERA, UL Tl AFU At W TOTC
G GAT AT AGT TGT TOT GTA, 4,
R T T Tl TC W AT A T
Aok skl AT, okl TG TGS GGT TT
Ak A AT R TR T T
TETEOTG TG MGT GOT TOT GG

Toh BTG ACA T TOA Chll O

CT AT AGT CUT STa €08 CF
T A ADC ATG GO AAL TC

Ca Tas TOA GTA A6 CTTEOC AT
T A T CUFT T Ca €A T

CIT TCT GTG GG ACT CTACTC T
CETCTC ATOGAT (HGT OTC CAN

GUT CAG ACACTT CTT CAR TTG TS
AT TN D0 ATO AT GaA SGTCT
ACAGACGGCCTOCTTTICT

g Dl Gl CTO TTAGTT CATGIC
GRA TIT TOC CUT OUA T GTT A
A TGT GAG TTC ATC ATC TTEC
AT o TR T AT COT G0
T T ARG T THE TUT AAT

T A T G0 A O T
GG A TTG TTC CTT GIT TGS
TIC Al CTO CTiGTA 80T TG TE
AN RCA AT T Ol O sl
GG TEA TOA TTA CAT QAT GO T
TN GTT CAT afd Sal Ol Al AT
A LR, AT ATT TOT AL DT TT
7T TETCOAG GiA CAS ATT TaGGa
TG 00 AT TTC OO TTA Ol

R ANA TG A0 CAA TCK ATA TC
S0 00T T TTA {O0T L0 T
AT TAT Tah GUA GAT GU&GE
W00 TTC Al T, T TR T 0T
w00 TTC AAk Gl TTC AAT AGC AT
AN DT CTT CAT T TGO CAT Al

AR5 ATT TAT TCA TAG AGG ATG ACTT
TTOCT A ADA ACA DT 10 TOTA
TR AAL CTE ACA CTG TOT ATOC
AFTEAD TICCTT R TOT 0T
ATTGOT TOD TTT AT TAT 00

CCA TOS OGT TAT GTG GAk CACT
GO CAC CAT CAT CTT OTTCUTT
ATA TOT Tk AT G0 TAC A0GG

AT AT WETT TTT AT AU, TR0 A O
Toeh ATA GTA OOC AGT TTA GAA ATA TG

Aol T 0 TR O A0A AdA

AT ARG CTGEOCA ANA TOA ACTT

A G, GG GAT TG CAT ChA
DA CTE 40T A0 A U T

A CUG LAG AT TAC ADC ATT GTTC
Ch CAT CTE AT TETOTT 020

G TAD #0C OO0 Tk AGT &K

AN AT AL 0 BOT O T

TG GTA TOT Gl G AGE Aas,

AL AT U A, A TG AGG
ALFT T 00 v i T CTT
TTA ADT AT GAT CT0 CAC TOA LT
T e O AAE TTG &l TG TE
T AR AT AT T ()
CTTOTE AGA TOT CTG GCA CTCA
CAC AT TAl ODT T TG TGIT
TR GAL TG CTC AGG ANT O0
CTAAAT COT Ak Al TOC Cas G
CCTOCT OO TET TCA DT QAT

A A T A Gtd) ATTSTGA
AL Ak TOD T T €k A
GAT OCT CAL AT TOT GOT ATTC
AL TG TER D00 A CFC TG

£12

i

H

FREEESIEEREFESGH

k]

3
2
e
i
B
wr
547

128
1

180
Lk

—| Personal non-commercial use only. The Journal of Rheumatology Copyright © 2010. All rights reserved. |—

Hurtado-Nedelec: Genetic factors in SAPHO

Downloaded on March 20, 2024 from www.jrheum.org

403


http://www.jrheum.org/

Table 2. Gene variants observed in 38 patients with the SAPHO syndrome and in 162 healthy controls.

Variant SAPHO, Controls, dbSNP
n =78 (%) n =324 (%) Database, %

PSTPIP2
¢.248-20 T>C Intron 4 rs688547 70) 29 (9) 7
c.516+7 A>G Intron 7 NDS 8 (10) 43 (13) NA
¢.663 T>C; p.Cys221Cys Exon 10 NDS 2(3) 10 (3)
¢.964 A>G; p.Asn322Asp (variant AE11, Exon 14 12276199 709) 43 (13) NA
¢.867 A>G, p.Pro289Pro) (Exonl4)
¢.1005+26 G>T; (variant AE11, ¢.934 3’UTR rs58786055 70) 43 (13) NA
G>T, p.Gly322Cys) (Exon 14)
¢.1005+45 T>C 3'UTR rs57589400 709) 42 (12)

LPIN2 n =78 (%) n=2324 (%)
c.288+63 G>A Intron 3 157226624 35 (45) ND NA
c.1168+44 T>C Intron 7 rs3826637 26 (33) ND 31
¢.991 G>T, p.Ala331Ser Exon 7 NDS 1(1) 0 (0) 1 hit, Infevers*
c.1456+29 A>G Intron 9 rs16944068 4(5) ND NA
c.1793+27 C>G Intron 13 NDS 1(1) ND
c.1938+14 G>A Intron 14 NDS 1(1) ND
c.1801 G>A; p.Glu601Lys Exon 14 NDS 1(1) 0 (0) 1 hit, Infevers*
¢.2223 C>T; p.Ala741Ala Exon 17 rs17555442 2(2) ND 2
c.2546+51 T>A Intron 19 rs3737514 9 (11) ND 8

NOD2/CARD15 n =78 (%) n =206 (%)"

c.74-25 G>T Intron 1 rs2076753 18 (23) 68 (33) 37
¢.534 C>G; p.Serl178Ser Exon 2 1s2067085 33 (42) 79 (38) 41
¢.802 C>T; p.Pro268Ser Exon 4 152066842 SNP5 20 (26) 57 (28) 31
¢.1377 C>T; p.Argd59Arg Exon 4 152066843, SNP6 20 (26) 59 (29) 31
c.1761 C>T; p.Arg587Arg Exon4 151861579, SNP7 29 (37) 83 (40) 37
¢.1833 C>T; p.Ala611Ala Exon 4 rs61736932 23) 5(1) NA
¢.2050 C>T; p.Arg684Trp Exon 4 1s5743276 1(1) 0 NA
¢.2104 C>T; p.Arg702Trp Exon 4 155743277 SNP8 3 (4) 94) NA
¢.2264 C>T; p.Ala755Val Exon 4 rs61747625 1(1) 0 NA
¢.2863 G>A,; p.Val955lle Exon 9 rs5743291 4(5) 21 (10) 10
¢.3095 G>A; p.Gly1032Asp Exon 12 New 1(1) 0 —

* According to Infevers database: http:/fmf.igh.cnrs fr/ISSAID/infevers. T According to Lesage, et al*® and
Moll, et al'3. n : allele number; NA: not available; ND: not done; NDS: not described.

Transcript Predicted protein
WZI2
Full length mRNA,Wu et al, 1998 ﬂuﬂsaﬂd-:_mu
W23z
Alternative E1, NSTOO000282045 Y ] 332 AA

Wil

AEZ mRMA, Wu et al, 1938 0L A8

|

AE10 mAMA, Wu ot al, 1998 208 AA
waaz
AE11 mANA, BCO35395 asvose2 [T I SN 12 4
Potential coiled
domain

Figure 1. PSTPIP2 transcripts and predicted proteins. Alternative segments are represented by a shaded box and potential coiled
domains by a white box.
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AE10 isoforms are in-frame, whereas the AE1l isoform
encodes a different COOH-terminal part, starting at amino
acid 246. AE11 (BC035395, protein Q9H939-2) has been
reported in databases but has not been confirmed at the pro-
tein level. AE10 lacks the tryptophan 206 that is believed to
be essential for PEST-type PTP binding.

All the coding sequences of PSTPIP2 were analyzed and
plotted on the full-length cDNA (NM_024430). Among the
6 sequence variations, 2 were intronic (c.248 —-20 T>C,
c.516+7 A>G), one was synonymous (c.663 T>C,
p.Cys221Cys), one was nonsynonymous (c.964 A>G,
p.Asn322Asp), and 2 were located in the 3’ untranslated
region (c.1005+26 G>T and c.1005+45 T>C). The
¢.1005+26 G>T may induce a nonconservative substitution
of the last amino acid of the AEI1 isoform (c.934 G>T,
p-.Gly312Cys). Five variants were linked to a common
haplotype (haplotype H: ¢.248C-c.516G-c.964G-c.1005+
26T-c.1005+46C). This haplotype was found to be het-
erozygous in 5 patients and homozygous in one patient. Its
frequency in our SAPHO patient population was 9% (7/76).
One patient had the ¢.663 T>C, p.Cys221Cys allele in the
heterozygous state, and the remaining 31 patients were
wt/wt. As all but one of these single-nucleotide polymor-
phisms (SNP) (c.663 T>C, p.Cys221Cys) were reported in
dbSNP, but with no frequency information, the 162 controls
were screened for these variants. We observed a similar
allele frequency for all SNP (see Table 2). In particular, hap-
lotype H showed a frequency of 13% (43/324) in controls,
which was not significantly different from the frequency in
SAPHO patients (chi-square test = 0.928).

2. LPIN2 variants. Among the 2 heterozygous sequence
variations, 6 affected intronic regions of the LPIN2 gene
(c.288+63 G>A, c.1168 T>C, ¢.1456+29 A>G, c.1793+27
C>G@G, c.1938+14 G>A, and ¢.2546+51 T>A) and one was
a synonymous substitution (c.2223 C>T, p.Ala741Ala).
All but 2 had been described (c.1793+27 C>G and
c.1938+14 G>A). These 2 intronic variants were not pre-
dicted to be deleterious, based on splice site prediction
software (http://www.fruitfly.org/seq_tools/splice.html and
http://genome.cbs.dtu.dk/services/NetGene2; accessed 5
November 2009) and were not screened for in controls.
Finally, 2 heterozygous nonsynonymous substitutions
were found in SAPHO patients (p.Ala331Ser and
p.Glu601Lys; Table 2). These 2 variants were not
described in dbSNP and were not found by direct sequenc-
ing in any of the 162 controls. However, they were men-
tioned in the “infevers” database (autoinflammatory muta-
tion online registry), in 2 patients with psoriasis*?. These
2 mutations do not affect the same region as the putative
nonsynonymous mutation described in Majeed syndrome
(p.Ser734Leu)?32% and were not predicted to be deleteri-
ous by the various prediction programs (Appendix 2).
However, those substitutions affected residues conserved

through evolution. The 2 SAPHO patients with these 2
variants also had psoriasis.

3. NOD?2 variants. A total of 11 variants were found in 38
patients. Ten had been described*, and the new variant was
p.Gly1032Asp. The frequencies of the NOD2 variants are
reported in Table 3. Variants of the NH,-terminal part of the
protein showed a frequency similar to that found in the SNP
database (c.74 -25 G>T, c¢.534 C>G, ¢.802 C>T, c.1377
C>T). They are all located within the CARD and NBD
domains of NOD2 (Figure 2). The SNP showed a high fre-
quency (between 23% and 42%), and most of the SAPHO
patients and controls had at least one variant in the het-
erozygous state. The second part of the NOD2 protein bore
fewer variations (frequency below 4%), except for
p-Val9551le (10%). This latter variant has been considered
neutral*3. Six rare variants were observed in the SAPHO
patients: one (p.Ala611Ala) was synonymous (considered a
neutral variant in previous studies) and 5 were nonsynony-
mous (p.Arg684Trp, p.Arg702Trp, p.Ala755Val, p.Val9551le,
p.Gly1032Asp). One variant (p.Arg702Trp, SNP8) has been
linked to CD (DCM, disease-causing mutation)**, and 2 oth-
ers have been potentially linked to CD (p.Arg684Trp and
p.Ala755Val)®3. Finally, one patient had a new variant
(p-Gly1032Asp), in the heterozygous state, which affected
the COOH-terminal part of the NOD2/CARDIS5 protein.
Only one of them affected a conserved amino acid
(p-Ala755Val) (Appendix 2). Protein impact prediction soft-
ware clearly identified p.Arg702Trp and p.Arg684Trp as
probably deleterious. The rare variant p.Gly1032Asp identi-
fied here does not affect a conserved residue and was not
predicted to be deleterious.

4. Rare NOD?2 variants. Five SAPHO patients had rare
NOD?2 variants (p.Arg684Trp, p.Ala755Val, p.Gly1032Asp)
and/or a DCM (p.Arg702Trp) in the heterozygous state
(Table 3). Four patients had one variant, and one patient had
2 variants (p.Arg702Trp and p.Ala755Val); DNA from these
subjects’ parents was not available to confirm that variants
affected both alleles of the NOD2 gene. The frequency of
rare variants and DCM in the SAPHO population was not
significantly different from reported frequencies in healthy
controls (6/76 = 8% vs 21/206 = 10%)*3**. The numbers of
rare variants and NOD2 DCM did not differ significantly
between our SAPHO and CD patients and controls studied
by Lesage, et al (chi-square = 0.96; Table 3).
Familial studies. Three genes were analyzed in 4 patients
from 2 pedigrees (Family 1, P1, P2, P3, and Family 2, P4;
Figure 3). Both families were Sephardic Jews from North
Africa. No specificities were found in terms of bone or skin
lesions.

In family 1 the 3 SAPHO patients were siblings. Their
parents had no clinical signs. The 2 affected girls (P1 and
P2) had SAPHO syndrome, and P1 also had psoriatic arthri-
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Table 3. Proportions of patients with 0, 1, 2, or 3 disease-causing mutations (DCM) or rare NOD?2 variants in

this study and in previous Crohn’s disease studies.

DCM or Rare NOD?2 Variant.
1 2 3
Controls, n = 103 (%) 82 (80) 21 (20) 0 (0) 0 (0)
Crohn’s disease, n = 458%* (%) 229 (51) 145 (31) 81 (17) 3(1)
SAPHO, n = 38 (%) 33 (86) 4 (13) 1(3) 0 (0)

* Reported by Lesage, ef al, 200243
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Figure 2. Distribution of the variants along the NOD2 protein sequence
and percentage of mutated alleles observed among the 38 patients with the
SAPHO syndrome.

tis. Their brother, P3, had SAPHO syndrome and psoriasis.
Another brother had ulcerative colitis but not SAPHO syn-
drome. Age at onset and clinical characteristics of these
patients are reported in Table 4. No rare variants of NOD2,
PSTPIP2, or LPIN2 were found in P1, P2, and P3.

In family 2 the patient (P4) had a sister with the SAPHO
syndrome and a brother with CD. The parents were free of
SAPHO signs. DNA from the affected sister was not avail-
able. Patient P4 had a typical form of SAPHO syndrome,
with no clinical signs of CD. Disease was moderate, and
onset occurred at age 27 years. No rare variants were detect-
ed in P4, including NOD2 DCM.

DISCUSSION
SAPHO syndrome is an uncommon form of inflammatory
spondyloarthritis of unknown cause. Susceptibility genes

may be involved, as rare familial clusters have been report-
ed. Because previous studies showed no HLA gene involve-
ment!%-20 we chose to undertake an association study with 3
candidate genes: (1) PSTPIP2 gene involved in murine
autoinflammatory bone disorders similar to those seen in the
human SAPHO syndrome; (2) the LPIN2 gene involved in
Majeed syndrome (autosomal recessive inheritance), which
is also close to the SAPHO syndrome; and (3) the NOD2
gene associated with CD.

PSTPIP2 was involved in the cmo and Lupo mouse mod-
els?!22, which share some features of human SAPHO syn-
drome. Bone lesions in ¢mo mice resemble those observed
in SAPHO syndrome, with both acute and chronic inflam-
matory processes, abnormal bone resorption, and deformi-
ties. The main difference with the SAPHO syndrome is the
location of the lesions: long bones (limbs and clavicles) are
affected by the inflammatory process in 75% of SAPHO
patients but are spared in cmo mice!®!1124, In addition, skin
lesions in cmo mice are seen only in the ears, also affecting
the cartilage, while palmoplantar pustulosis and severe acne
are the most common inflammatory skin disorders in the
syndrome!?23. Gastrointestinal inflammation (CD or ulcer-
ative colitis) has also been reported in patients with the
SAPHO syndrome!%-2>-27 but not in cmo mice?!. The Lupo
mouse model has a phenotype primarily affecting the distal
appendages, with edematous and swollen toes that, in
advanced stages, can adhere together and become osteolytic
with localized necrosis. Such features are never observed in
SAPHO patients. Analysis of the PSTPIP2 coding sequence
revealed no specific variants in the 38 SAPHO patients stud-
ied, thus confirming results obtained in 10 SAPHO
patients*. A rare common haplotype, with a potential non-
synonymous substitution of an alternatively spliced form
(AE11 isoform), had the same frequency in our patients as in
our healthy controls. Thus, to date, no human diseases have
been linked to an abnormal PSTPIP2 protein (also known as
macrophage actin-associated tyrosine phosphorylated pro-
tein, MAYP).

We also studied LPIN2, as it is involved in Majeed syn-
drome, a condition that shares with SAPHO syndrome the
presence of chronic recurrent multifocal osteomyelitis.
However, dyserythropoietic anemia and neutrophilic der-
matosis are not seen in SAPHO syndrome?32°, SNP of the
LPIN2 gene were similarly frequent in the patients and con-

—| Personal non-commercial use only. The Journal of Rheumatology Copyright © 2010. All rights reserved. |—

406

The Journal of Rheumatology 2010; 37:2; doi:10.3899/jrheum.090456

Downloaded on March 20, 2024 from www.jrheum.org


http://www.jrheum.org/

Family 1 Family 2
[ | |
3
SAPHOD SAPHD SAPHO (270} SAPHD SAPHO Crohn's
PsA Psariasis Disease

Figure 3. Pedigree of the 2 SAPHO syndrome families.

Table 4. Familial cases of the SAPHO syndrome. Ethnicity: all Sephardic
Jews from North Africa.

Family 1 Family 2
P1 P2 P3 P4
Bone lesions
ACW Yes Yes Yes (2) Yes
Vertebrae Yes No No No
Pelvis No No Yes No
Distal bones No No No No
Mandible No No No No
Total bone foci 2 1 3 1
Articular lesions
Anterior chest pain  Yes (2) Yes Yes No
Pelvis — No Yes No
Distal joints — No — No
Total articular lesions 2 1 2 0

trols*?. LPIN2 haplotype analysis was not possible in our
study because the parents’ DNA was not available.
Nevertheless, we found 2 rare variants (p.Ala331Ser and
p.Glu601Lys) in the heterozygous state in 2 SAPHO
patients with psoriasis, an association observed in almost
50% of SAPHO patients. These 2 variants are listed in the
“infevers” database*2; they affect residues conserved
through evolution but were not predicted to have a deleteri-
ous effect on protein function. The “infevers” database cur-
rently lists 5 rare LPIN2 variants found in patients with pso-
riasis (p.Ala331Ser, P348Leu, Lys387Glu, Leu504Phe,
Glu601Lys). Moreover, the LPIN2 locus had been weakly
associated to psoriasis susceptibility locus, PSORS10%.
This suggests that LPIN2 may account for the psoriasis
component of SAPHO in these 2 patients. However, the role
of LPIN2 in the inflammatory phenotype of the Majeed syn-
drome and in psoriasis is still unclear. Lipin 2 has a putative
role in fat metabolism and mitosis and, more interestingly, it
may control inflammation following oxidative stress*’. This

latter property could be of particular importance in SAPHO
syndrome, as we have observed PMN hyperactivation in this
setting!!.

Finally, we also studied the NOD?2 gene, as it is involved
in CD (present in 10% of SAPHO patients), as well as in
chronic recurrent osteomyelitis, a childhood form of the
SAPHO syndrome*®. However, rare variants and described
DCM were not found in excess relative to the controls.

Altogether, we did not find a higher frequency of SNP in
the 3 tested genes in the SAPHO syndrome versus healthy
controls. Moreover, these genes were not specifically
involved in familial cases of the SAPHO syndrome, as no
rare variants were described in the 4 studied probands. Our
findings therefore show no involvement of these 3 genes in
the pathogenesis of SAPHO syndrome. However, this nega-
tive result could be due to limited statistical power, as only
38 SAPHO patients could be tested and as we focused on
SNP in coding regions and exon/intron junctions.

Recent studies suggest that SAPHO syndrome could be
related to PMN dysfunction. Ferguson, et al*’ recently
reported a SAPHO-like family (a child and his mother) with
subnormal PMN intracellular production of reactive oxygen
species (ROS). We failed to detect such ROS underproduc-
tion with 2 other biological approaches (extracellular ROS
assay and chemoluminescence) in 29 SAPHO patients!!.
Intracellular ROS production thus needs to be investigated
in non-familial SAPHO patients to confirm its possible role.
Another recent study showed a high level of IL-18 produc-
tion by whole-blood leukocytes in 9 children with a severe
SAPHO-like phenotype due to mutations in the IL/RN gene
encoding the IL-1-receptor antagonist>". Finally, we report-
ed that P. acnes stimulated IL-8 release by PMN from
SAPHO patients (6-fold vs controls), further supporting a
role of PMN dysregulation in this disease'!. Interestingly, in
our present study, we also found that PMN from patients
with at least one rare PSTPIP2, NOD2, or LPIN2 variant
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had an intermediate capacity to release IL-8 on bacterial
stimulation (3- to 4-fold increase, n = 9) compared with
patients without rare variants (6-fold increase, n = 27, data
not shown). Even if the 3 genes are not associated with
SAPHO pathogenesis, they might influence the clinical
course by modulating PMN IL-8 production on bacterial
stimulation. Indeed, the 9 SAPHO patients with intermedi-
ate IL-8 production after bacterial stimulation had earlier
clinical onset than patients with no rare variants (22.7 + 2.8
yrs vs 34.8 + 2.3 yrs, respectively), but the sample was too
small for meaningful statistical analysis. This observation
needs to be confirmed in a larger population in order to
detect a potential link between rare PSTPIP2, NOD2, or
LPIN2 variant and PMN IL-8 production, and between IL-8
production and the clinical course of patients with SAPHO.

Appendic }. Presenosabsence {2 of skin lesiors in patients with
SaPHO symdrome.

Patiend  Spvere dcne PV Peacisy FPasiesd Severy pone FFP Eecias

1 :-c F x 3 e w4
a * M a1 W ¥ K
3 * 22 = ® &
4 = x4 23 x ® oW
k] o o = 24 o o .
i x N a5 ! SOE
3 o K 6 = £
i ® o 27 b ®o#
q ® £ ! | x ¢
1o . K 19 ‘! ® K
1 - S an = N
i *® - 1l . ® X
13 ® N 3z b ®
T = £ X £ 1] s ¥
15 b W K 14 x A
1% * WK 5 £ ® X
17 ® £ X £ ! ® &
18 *® P 37 . ®OM
18 W P % s P
TUITAL 1%
= BN P - T

PPP: Falplaner pesnalosis

REFERENCES

1. Van Doornum S, Barraclough D, McColl G, Wicks I. SAPHO: rare
or just not recognized? Semin Arthritis Rheum 2000;30:70-7.

2. Shibakuki R, Seto T, Uematsu K, Shimizu K, Seki N, Nakano M, et
al. Pulmonary adenocarcinoma associated with SAPHO syndrome
difficult to differentiate from multiple bone metastasis. Intern Med
2006;45:543-6.

3. Karadag-Saygi E, Gunduz OH, Gumrukcu G, Akyuz G. SAPHO
syndrome: misdiagnosed and operated. Acta Reumatol Port
2008;33:460-3.

4. Colina M, Lo Monaco A, Khodeir M, Trotta F. Propionibacterium
acnes and SAPHO syndrome: a case report and literature review.
Clin Exp Rheumatol 2007;25:457-60.

5. Grassin Delyle L, Vittecoq O, Bourdel A, Duparc F, Michot C, Le
Loet X. Chronic destructive oligoarthritis associated with
Propionibacterium acnes in a female patient with acne vulgaris:
septic-reactive arthritis? Arthritis Rheum 2000;43:2843-7.

6. Kotilainen P, Merilahti-Palo R, Lehtonen OP, Manner I, Helander I,
Mottonen T, et al. Propionibacterium acnes isolated from sternal
osteitis in a patient with SAPHO syndrome. J Rheumatol
1996;23:1302-4.

7. Pillon P, Pajon A, Juvin R, Gaudin P, Tourne Y, Pasquier B, et al.
Tibial hyperostosis and Propionibacterium acnes [French]. Rev
Rhum Mal Osteoartic 1992;59:349-51.

8. Schaeverbeke T, Lequen L, de Barbeyrac B, Labbe L, Bebear CM,
Morrier Y, et al. Propionibacterium acnes isolated from synovial
tissue and fluid in a patient with oligoarthritis associated with acne
and pustulosis. Arthritis Rheum 1998;41:1889-93.

9. Chamot AM, Benhamou CL, Kahn MF, Beraneck L, Kaplan G,
Prost A. Acne-pustulosis-hyperostosis-osteitis syndrome. Results of
a national survey. 85 cases [French]. Rev Rhum Mal Osteoartic
1987;54:187-96.

10. Hayem G, Bouchaud-Chabot A, Benali K, Roux S, Palazzo E,
Silbermann-Hoffman O, et al. SAPHO syndrome: a long-term
follow-up study of 120 cases. Semin Arthritis Rheum 1999;
29:159-71.

11. Hurtado-Nedelec M, Chollet-Martin S, Nicaise-Roland P,
Grootenboer-Mignot S, Ruimy R, Meyer O, et al. Characterization
of the immune response in the Synovitis, Acne, Pustulosis,
Hyperostosis, Osteitis (SAPHO) syndrome. Rheumatology
2008;47:1160-7.

12. Rohekar G, Inman RD. Conundrums in nosology: Synovitis, acne,
pustulosis, hyperostosis, and osteitis syndrome and spondylarthritis.
Arthritis Rheum 2006;55:665-9.

13. Moll C, Hernandez MYV, Caiiete JD, Gomez-Puerta JA, Soriano A,
Collado A, et al. Ilium osteitis as the main manifestation of the
SAPHO syndrome: response to infliximab therapy and review of

Agpasha 1. Mais charsciervics £ th rers v anis identi fod in pataats adch B4 FHC svmd onie

[ Froiin  Muisiden AA Cossemailen Gramibam Scord' SIFTY Paseer® Pami® | Pabphes”
dal L1E)
FETFIFI  (OAWIRT O013C  Hode 198 MA' KA’ Febologedl Probably demagrg
AT
AFINI (AW DRI Cepserved! 8% bl dkoagry Mandcldoen ookl Beem
FEMET
ESilE  Consrvd " L1 Maa caragrg Mo énkeierios Mearal Bavign
WOOZ  FAICIR RERAW  Ronaowened 0B Pabudegi: Dlemiens Padwligged Frobably daragemg
AT
EIQW  Wonasneneel® Patbodagi: Dedcicrions Fotwdiggcal  Frobably demagergg
ATERY el " 44 P damagny  Doldcrious ol Hangn

QI Wonomseresd® 84

Pom daringrg BLA Pebningicsd Nemgn

8 Cormslered sa pafalogical iTihe Cewntham sone B> |00 lapcluae, peasme jpdhpebalaws_bperaas? SRR 9008
b Pt pe e o oo’ < o e s et bl B ong ool s venpSoneFonn, e Mg SaenbE poh o e SIS IRFR,

b gt boa bea havandlaala e S Bl assrisabde.

. Aasp with s mophadars, e rdake sind Pave soemopon ol sapersee

—| Personal non-commercial use only. The Journal of Rheumatology Copyright © 2010. All rights reserved. |—

408 The Journal of Rheumatology 2010; 37:2; doi:10.3899/jrheum.090456

Downloaded on March 20, 2024 from www.jrheum.org


http://www.jrheum.org/

14.

15.

16.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

the literature. Semin Arthritis Rheum 2008;37:299-306.

Wagner AD, Andresen J, Jendro MC, Hulsemann JL, Zeidler H.
Sustained response to tumor necrosis factor alpha-blocking agents
in two patients with SAPHO syndrome. Arthritis Rheum
2002;46:1965-8.

Olivieri I, Padula A, Ciancio G, Salvarani C, Niccoli L, Cantini F.
Successful treatment of SAPHO syndrome with infliximab: report
of two cases. Ann Rheum Dis 2002;61:375-6.

Sabugo F, Liberman C, Niedmann JP, Soto L, Cuchacovich M.
Infliximab can induce a prolonged clinical remission and a decrease
in thyroid hormonal requirements in a patient with SAPHO
syndrome and hypothyroidism. Clin Rheumatol 2008;27:533-5.
Darley CR, Currey HL, Baker H. Acne fulminans with arthritis in
identical twins treated with isotretinoin. J R Soc Med 1984;
77:328-30.

Eyrich G, Langenegger T, Bruder E, Sailer H, Michel B. Diffuse
chronic sclerosing osteomyelitis and the synovitis, acne, pustulosis,
hyperostosis, osteitis (SAPHO) syndrome in two sisters. Int J Oral
Maxillofac Surg 2000;29:49-53.

Gonzalez T, Gantes M, Bustabad S, Diaz-Flores L. Acne fulminans
associated with arthritis in monozygotic twins. J Rheumatol
1985;12:389-91.

Queiro R, Moreno P, Sarasqueta C, Alperi M, Riestra JL, Ballina J.
Synovitis-acne-pustulosis-hyperostosis-osteitis syndrome and
psoriatic arthritis exhibit a different immunogenetic profile. Clin
Exp Rheumatol 2008;26:125-8.

Ferguson PJ, Bing X, Vasef MA, Ochoa LA, Mahgoub A,
Waldschmidt TJ, et al. A missense mutation in pstpip2 is associated
with the murine autoinflammatory disorder chronic multifocal
osteomyelitis. Bone 2006;38:41-7.

Grosse J, Chitu V, Marquardt A, Hanke P, Schmittwolf C,
Zeitlmann L, et al. Mutation of mouse Mayp/Pstpip2 causes a
macrophage autoinflammatory disease. Blood 2006;107:3350-8.
Ferguson PJ, El-Shanti HI. Autoinflammatory bone disorders. Curr
Opin Rheumatol 2007;19:492-8.

Majeed H, El-Shanti H, Al-Rimawi H, Al-Masri N. On mice and
men: An autosomal recessive syndrome of chronic recurrent
multifocal osteomyelitis and congenital dyserythropoietic anemia.
J Pediatr 2000;137:441-2.

Al-Mosawi ZS, Roya KKA-S, Ijadi-Maghsoodi, El-Shanti HI,
Ferguson PJ. A splice site mutation confirms the role of LPIN2 in
Majeed syndrome. Arthritis Rheum 2007;56:960-4.

Ferguson PJ, Chen S, Tayeh MK, Ochoa L, Leal SM, Pelet A, et al.
Homozygous mutations in LPIN2 are responsible for the syndrome
of chronic recurrent multifocal osteomyelitis and congenital
dyserythropoietic anaemia (Majeed syndrome). J] Med Genet
2005;42:551-7.

Fang Y, Vilella-Bach M, Bachmann R, Flanigan A, Chen J.
Phosphatidic acid mediated mitogenic activation of mTOR
signaling. Science 2001;294:1942-5.

Bognar M, Blake W, Agudelo C. Chronic recurrent multifocal
osteomyelitis associated with Crohn’s disease. Am J Med Sci
1998;315:133-5.

Girelli CM, Scarpellini M. Gastric Crohn’s disease and SAPHO
syndrome. Clin Exp Rheumatol 2001;19:356.

Kotilainen PM, Laxen FO, Manner IK, Gullichsen RE, Saario RM.
An aseptic inflammation of the clavicle in a patient with Crohn’s
disease. A potential manifestation of the SAPHO syndrome. Scand
J Rheumatol 1996;25:112-4.

Inohara N, Ogura Y, Fontalba A, Gutierrez O, Pons F, Crespo J, et
al. Host recognition of bacterial muramy! dipeptide mediated
through NOD2. Implications for Crohn’s disease. J Biol Chem
2003;278:5509-12.

Kobayashi KS, Chamaillard M, Ogura Y, Henegariu O, Inohara N,
Nunez G, et al. Nod2-dependent regulation of innate and adaptive
immunity in the intestinal tract. Science 2005;307:731-4.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Peyrin-Biroulet L, Vignal C, Dessein R, Simonet M, Desreumaux P,
Chamaillard M. NODs in defence: from vulnerable antimicrobial
peptides to chronic inflammation. Trends Microbiol 2006;14:432-8.
Wehkamp J, Harder J, Weichenthal M, Schwab M, Schaffeler E,
Schlee M, et al. NOD2 (CARD15) mutations in Crohn’s disease are
associated with diminished mucosal alpha-defensin expression. Gut
2004;53:1658-64.

Fritz JH, Girardin SE, Fitting C, Werts C, Mengin-Lecreulx D,
Caroff M, et al. Synergistic stimulation of human monocytes and
dendritic cells by Toll-like receptor 4 and NOD1- and
NOD2-activating agonists. Eur J Immunol 2005;35:2459-70.
Benhamou CL, Chamot AM, Kahn MF. Synovitis-acne-pustulosis
hyperostosis-osteomyelitis syndrome (SAPHO). A new syndrome
among the spondyloarthropathies? Clin Exp Rheumatol
1988;6:102-12.

Murray JC, Buetow KH, Weber JL, Ludwigsen S,
Scherpbier-Heddema T, Manion F, et al. A comprehensive human
linkage map with centimorgan density. Cooperative Human
Linkage Center (CHLC). Science 1994;265:2049-54.

Dausset J, Cann H, Cohen D, Lathrop M, Lalouel JM, White R.
Centre d’etude du polymorphisme humain (CEPH): collaborative
genetic mapping of the human genome. Genomics 1990;6:575-7.
Stinton LM, Fritzler MJ. A clinical approach to autoantibody testing
in systemic autoimmune rheumatic disorders. Autoimmun Rev
2007;7:77-84.

Gomez-Puerta JA, Burlingame RW, Cervera R. Anti-chromatin
(anti-nucleosome) antibodies: Diagnostic and clinical value.
Autoimmun Rev 2008;7:606-11.

Wu Y, Dowbenko D, Lasky LA. PSTPIP 2, a second tyrosine
phosphorylated, cytoskeletal-associated protein that binds a
PEST-type protein-tyrosine phosphatase. J Biol Chem
1998;273:30487-96.

Milhavet F, Cuisset L, Hoffman HM, Slim R, El-Shanti H,
Aksentijevich I, et al. The infevers autoinflammatory mutation
online registry: update with new genes and functions. Hum Mutat
2008;29:803-8.

Lesage S, Zouali H, Cezard JP, Colombel JF, Belaiche J, Almer S,
et al. CARD15/NOD?2 mutational analysis and genotype-phenotype
correlation in 612 patients with inflammatory bowel disease. Am J
Hum Genet 2002;70:845-57.

Hugot JP, Zaccaria I, Cavanaugh J, Yang H, Vermeire S,
Lappalainen M, et al. Prevalence of CARD15/NOD2 mutations in
Caucasian healthy people. Am J Gastroenterol 2007;102:1259-67.
Jansson A, Renner ED, Ramser J, Mayer A, Haban M, Meindl A, et
al. Classification of non-bacterial osteitis: Retrospective study of
clinical, immunological and genetic aspects in 89 patients.
Rheumatology 2007;46:154-60.

Asumalahti K, Laitinen T, Lahermo P, Suomela S, Itkonen-Vatjus
R, Jansen C, et al. Psoriasis susceptibility locus on 18p revealed by
genome scan in Finnish families not associated with PSORS1.

J Invest Dermatol 2003;121:735-40.

Boverhof DR, Burgoon LD, Tashiro C, Chittim B, Harkema JR,
Jump DB, et al. Temporal and dose-dependent hepatic gene
expression patterns in mice provide new insights into
tcdd-mediated hepatotoxicity. Toxicol Sci 2005;85:1048-63.
Girschick HJ, Zimmer C, Klaus G, Darge K, Dick A, Morbach H.
Chronic recurrent multifocal osteomyelitis: what is it and how
should it be treated? Nat Clin Pract Rheumatol 2007;3:733-8.
Ferguson PJ, Lokuta MA, El-Shanti HI, Muhle L, Bing X,
Huttenlocher A. Neutrophil dysfunction in a family with a SAPHO
syndrome-like phenotype. Arthritis Rheum 2008;58:3264-9.
Aksentijevich I, Masters SL, Ferguson PJ, Dancey P, Frenkel J, van
Royen-Kerkhoff A, et al. An autoinflammatory disease with
deficiency of the interleukin-1-receptor antagonist. New Engl J
Med 2009;360:2426-37.

—| Personal non-commercial use only. The Journal of Rheumatology Copyright © 2010. All rights reserved. |—

Hurtado-Nedelec: Genetic factors in SAPHO

409

Downloaded on March 20, 2024 from www.jrheum.org


http://www.jrheum.org/

