
patients with history of relapse showed higher Th17 response to MPO/
PR3 (p¼0.047) compared to patients without history of relapse. In
addition, remission patients with persistence of hematuria also
presented higher responsiveness compare to those without hematuria
(p¼0.012). We did not find significant differences with other param-
eters as ANCA titers, proteinuria, CPR or renal function.
Conclusion: Th17 response to MPO or PR3 measured by ELISpot or
supernatant concentration of IL17 after PBMC cell culture are higher in
acute phase in AAV patients. Higher ELISpot responses were noticed
in patients who relapsed or who presented hematuria during the
remission phase, as surrogate markers of higher disease activity.
Disclosures: This study was suported by Programa Comitè de
Recerca-HUB de Formació Post-Residencia en Recerca and by
Convocatòria d’Ajuts per la Recerca Clı́nica 2016 (IDIBELL biomedical
investigation institute).
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Background: ANCA-producing B lymphocytes are a main pathogenic
driver in ANCA-associated vasculitis (AAV). We assume that inflamed
tissue is a site where such ANCA-producing B cells emerge and/or hide.
Methods: The repertoire of immunoglobulin variable region light chain
(IgVL) genes in inflamed tissue and peripheral blood leukocytes (PBL)
of patients suffering from granulomatosis with polyangiitis (GPA) or
eosinophilic granulomatosis with polyangiitis [(EGPA); n¼8, here
combined as AAV] was determined. Nasal tissue samples and
corresponding PBL were subjected to RNA isolation, amplification,
next generation sequencing and data analysis employing bio-math-
ematical tools.
Results: As result, unique sequences (inflamed tissue: n¼92.101;
PBL: n¼68.586) were filtered out. While no difference was found
between IgVL genes of inflamed tissue and PBL, overall VJ gene usage
seemed restricted to distinct VJ gene families. However, increased
usage of downstream Jkappa genes was seen, indicative of secondary
VJ rearrangements by leapfrogging. Further, a pattern of negative
selection was prevalent in the FWR of the IgVL gene repertoire of both
EGPA and GPA samples. In contrast, positive selection was detected
in the CDR1 or CDR2 of individual samples representing either
inflamed tissue or PBL of GPA. Moreover, higher amounts of a
consensus glycosylation site [N(X) S/T] were observed in IgVL genes of
inflamed tissue (3-20%) in comparison to PBL (4-5%). The presence of
this glycosylation site in IgVL genes derived from inflamed tissue
correlated with the vascular damage index (r¼ 0.9, p<0.01).
Interestingly, 18 IgVL genes were detected in inflamed tissue of AAV
that were identical to those of known anti-proteinase 3 (PR3)
antibodies in terms of VJ gene usage and amino acid sequence of
the CDR3. Similarly, in PBL of GPA 48 IgVL genes were observed
which were identical to those of known anti-PR3 antibodies.
Conclusion: In summary, by applying high-throughput methods.
Genetic features linked to an autoimmune B cell response such as
Fab glycosylation sites and signs indicative of ANCA auto-reactivity
were found in the IgVL gene repertoire of inflamed tissue in AAV.
Disclosures: This work was supported by the German Research
Foundation (RTG 1727 to PL, AM).

208. GALACTOSE DEFICIENT IGA1 (GD-IGA1) IN SKIN AND
SERUM FROM PATIENTS WITH SKIN-LIMITED AND
SYSTEMIC IGA VASCULITIS

Matthias Neufeld1, Karen Molyneux2, Sarah Mayer-Hain1,
Jonathan Barratt2, Yusuke Suzuki3 and Cord Sunderkötter4
1University of Münster, Dermatology Münster, Germany, 2University
of Leicester Leicester, England, 3Juntendo University, Nephrology
Tokyo, Japan, 4University Hospital Halle, Dermatology Halle (Saale),
Germany

Background: IgA vasculitis (IgAV) in the skin is characterized by
perivascular IgA deposition. Besides the systemic form of IgAV with
IgA nephritis (IgAVN, formerly referred to as Henoch-Schönlein
purpura), there is a skin-limited form of IgAV without clinical involve-
ment of other organs. The reasons for this restriction to the skin are
unknown. Systemic IgAV is associated with deposition of galactose
deficient IgA1 (GD-IgA1) in glomerular capillary walls and the
mesangium, as in IgA nephropathy. We investigated if GD-IgA1 is
also detectable in cutaneous vessels in patients with IgAV and if there
is a difference between skin-limited IgAV and systemic IgAV with
regard to dermal deposition and serum levels of GD- IgA1.
Methods: Immunohistochemical detection of GD-IgA1 using a spe-
cific antibody (KM55) was performed on skin biopsies from 12 patients
with skin-limited IgAV and 4 patients with systemic IgAV. Serum GD-IgA1
concentrations in 15 patients each with skin-limited and systemic IgAV
and in 11 healthy subjects were measured using a KM55-based ELISA.
Results: All skin samples from 12 skin-limited IgAV as well as from 4
systemic IgAV patients showed deposition of GD-IgA1 in postcapillary
venules. In serum, average levels of GD-IgA1 were significantly higher in
patients with systemic IgAV and renal involvement than in patients with
skin-limited IgAV. The latter had higher levels than healthy subjects, but
the difference was not significant in our sample of 15 and 11 subjects.
Conclusion: Restriction of vasculitis to cutaneous vessels in skin-
limited IgAV cannot be explained by an absence of GD-IgA1 in
perivascular IgA deposits. However, the significantly higher average
serum levels of GD-IgA1 in systemic IgAV indicate that high concen-
trations of serum GD-IgA1 in serum may be causally related to extra-
cutaneous involvement and could potentially be used as a predictive
marker for renal involvement in patients presenting with cutaneous IgA
vasculitis. Skin-limited IgAV, systemic IgAV and IgAN (which is not
associated with cutaneous vasculitis) appear to share a GD-IgA1-
mediated pathogenesis and may be variants of the same disease.
Disclosures: None
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209. INHIBITION OF PEPTIDYLARGININE DEIMINASE 4
LIMITS NEUTROPHIL EXTRACELLULAR TRAP FORMATION
AND INFLAMMATION IN EXPERIMENTAL ANTI MPO-ANCA

Kitching1 and

Monash Medical
Melbourne, Austrailia

(NETs) are implicated in the
(GN). Peptidylarginine

deiminase 4 (PAD4) facilitates the generation of neutrophil extracellular
traps (NETs) through the citrullination of histones, which triggers cell
death via expulsion of DNA together with the neutrophil enzymes MPO
and PR3. This study investigates the contribution of PAD4 and NET
participation in experimental MPO-ANCA GN using PAD4-/- animals

and therapeutic intervention with the pan PAD inhibitor BB-Cl Amidine
(BB-CLA) and the specific PAD4 inhibitor GSK484.
Methods: A 20 day experimental model of anti-MPO GN was induced
in PAD4 -/- mice and wild-type (WT) litter mate controls by
myeloperoxidase (MPO) immunisation and GN triggered using a
subnephritogenic dose of anti-glomerular basement membrane globu-
lin (anti GBM Ig), [n¼ 7 (WT) and n¼ 8 (PAD4-/-)]. Therapeutic
intervention with pan PAD inhibitor BB-Cl Amidine [n¼ 6 (vehicle)
and n¼ 6 (BB-CLA, 1mg/kg/daily)] and the PAD4 specific inhibitor
GSK484 [n¼7 (vehicle) and n¼ 7 (GSK484, 4mg/kg/daily)] was
administered after the establishment of autoimmunity to MPO until
termination of the experiment.
Results: NET production was abrogated in PAD4-/- animals,
accompanied with a significant reduction in glomerular MPO depos-
ition, segmental necrosis, and glomerular leukocyte influx of neutro-
phils, CD4þ T cells and macrophages (all P<0.05 compared to WT
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