Panel A. Forest Plot of correlation of measured HCQ blood levels with assessed adherence

Below Threshold HCQ levels At Level HCQ levels

Study Events  Total Events Total OR 95%-Cl Weight
Frances, 2012 Good 8 30 32 270 —_— 2.70 [1.11; 6.58] 24.7%
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Panel B. Forest Plot of correlation of measured HCQ levels with SLEDAI scores

Below Threshold level Above Threshold level

Mean difference [95% CI] Weights

n Mean SD n Mean SD

Costedoat-Chalumeau, 2006, Good 23 124 7.5 120 17 16 —— 10.70 [7.62,13.78] 18.98%
Costedoat-Chalumeau, 2007, Poor 14 8.8 80 189 3.1 48 —_— 5.70 [1.45, 9.95] 17.18%
Durcan, 2015, Poor 304 25 3.1 382 22 26 . 0.32 [-0.12,0.76] 21.42%
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SLEDAI scores but due to the limited number of studies and
heterogeneity we did not find significant correlation. Findings
support the clinical utility of measuring HCQ levels in SLE
patients. Future larger studies should investigate standards for
HCQ level interpretation and target levels needed to minimize
SLEDAI scores.
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Forest plot showing correlation of HCQ blood levels with A) Assessed Adherence B) SLEDAI scores

Background Pentraxin3 (PTX3) is overexpressed in kidneys of
patients developing lupus nephritis (LN). Active LN is associ-
ated with reduced anti-PTX3 antibodies. However, abnormal-
ities of B cell differentiation against PTX3 have not been
characterized in systemic lupus erythematosus (SLE).

The aim of our study is to characterize PTX3-specific
(PTX3+4) B cells in peripheral blood of SLE patients with or
without LN and healthy donors (HD).

Methods SLE patients without LN, biopsy-proven LN and
matched HD were analyzed. Active LN was defined as
proteinuria >0.5 g/day or CrCl <60 ml/min/1.73 m? with
active urinary sediment. Peripheral B cells were analyzed for
direct PTX3 binding by flow cytometry using PTX3 labeled
with cyanine 5 (Cy5) and phycoerythrin (PE).

Results Initially, a flow cytometry based assay to identify
PTX3 +B cells was developed by demonstrating simultaneous
binding of PTX3-Cy5 and PTX3-PE. Specificity of B cells was
validated by blocking experiments using unlabeled PTX3 (fig-
ure 1). We could identify circulating PTX3 +B cells in HD
and patients. Notably, LN patients showed a significantly
diminished number of PTX3 +B cells (SLE vs. LN p=0.033;
HD vs. LN p=0.008). This decrease was identified in naive
and memory B cell compartments (naive: SLE vs. LN
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Identification of PTX3+ B cells among CD19+CD20+ B cells. (A) Three representative dot plots of the PTX3-specific B cells

before and after blocking with unlabeled PTX3. Only B cells staining positive for both PTX3-Cy5 and PTX3-PE were considered (light gray square). (B)
Quantification of PTX3 biding among B cells before and after blocking of PTX3. Footnotes: Cy5, cyanin 5; PE, phycoerythrin

p=0.028;

HD vs.

LN p=0.0001;

p=0.038, HD vs. LN p=0.011) (figure 2).
Conclusions Decreased PTX3 +B cells in LN within the naive
and memory compartment suggest their negative selection at

memory: SLE vs.

LN

early stages of B cell development potentially related to a
decreased regulatory function. PTX3 +B cells could candidate
for autoantigen-defined regulatory B cells as a striking abnor-
mality of LN patients
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Abstract 222 Figure 2 PTX3+ B cells are decreased in patients with lupus nephritis and are mainly confined to CD27-1gD+ B cells. (A) Absolute
numbers of PTX3+ B cells (cell/mL) within left) total; middle) naive or right) memory B cells in HD (n=22) and SLE (n=26) and LN (n=12) patients. (B)
Frequencies of PTX3+ B cells (left), naive (middle) and memory (right) are decreased in LN (n=12) in comparison with HD (n=22) and SLE (n=26). (C)
Distribution of CD27 and IgD expression by PTX3+ B cell subsets are shown. Enrichment in the naive pool with decreases in the other subsets was
found in HD (n=22) and SLE (n=26), but not in LN (n=12). (D) Pie charts of percentages of PTX3+ CD27IgD subsets within the PTX3+ B cell pool are
consistent with distribution of absolute numbers. Mann-Whitney U test. (*<0.05, **<0.01, ***<0.001). Footnotes: SLE, systemic lupus
erythematosus; HD, healthy donors; LN, lupus nephritis; PTX3 pentraxin3
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