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a fusion protein combining a novel immunomodulatory domain from histidyl-tRNA synthetase (HARS) and a human IgG1l Fc. ATYR1923 is in early clinical testing for pulmonary
sarcoidosis, an inflammatory condition that can lead to lung fibrosis. To date, little is known about the role of NRP2 in immune regulation and disease, in particular very little is known about . Day 0 Day 3 Day 5 Day 7 .
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the expression of NRP2 in sarcoidosis patients. We sought to characterize NRP2 expression patterns on immune cells implicated in the pathology of sarcoidosis. 72hours:S0ng/mill-4 - 120hours: SOng/mill-4 468 hours: 50 ng/milLt
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Using RNAscope® technology, we demonstrate that NRP2 mRNA is present in both skin and lung samples obtained from sarcoidosis patients. NRP2 expression was readily detectable in ] o] : &
granulomas with positive signals predominantly localized within the inner structure of the granuloma where Langham’s giant cells (myeloid origin) reside. This finding was confirmed in both ﬁ i “3 ; ;] § 100000
lung and skin samples from sarcoidosis patients. We thus sought to investigate which immune cells express NRP2. : \ : : * \ Z 50000
In vitro, we show that NRP2 is highly inducible in key immune cells following immunomodulatory insults such as lipopolysaccharide (LPS) or other toll-like-receptor ligands (TLR). R T o~ A
Interestingly, NRP2 expression on macrophages was only induced following activation of toll-like receptors found on the cell surface (TLR1, TLR2, TLR4, TLR5, TLR6), but not by CD1A+CD1E. S Viature D o’s"é@(’éﬁ’éﬁ’ ©
endosomal TLR ligands (TLR3, TLR7/8, TLR9). In addition to detecting NRP2 on the cell surface of macrophages, we also confirm its presence on dendritic cells, T cells and T regulatory @*“%@ﬁ\‘@
cells using either cell lines or primary cells. 0,5{”\;,5\."’\0‘5‘
In vivo, .multl-color ﬂpw cytometry Was u.sed to immunophenotype ether !ungs or spleens isolated from LPS_ .Challenged anlm_als. We confirmed our in vitro findings demonstrating that Figure 10. Histogram representation of NRP2 expression detected on the cell surface of primary
expression of NRP2 is present and inducible on the cell surface of various immune cells (macrophages, dendritic cells, neutrophils, and T cells). human DCs at Day 0, 3, 5 and 7 generated from CD14+CD16- monocytes. Bar graph
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We report for the first time that NRP2 is expressed in samples obtained from lung and skin of sarcoidosis patients. We clearly show that NRP2 expression can be detected on key immune Granulomas Granuloma representanon © mean values +/- S
cells known to play an important role in inflammation and granuloma formation. These findings highlight the potential of ATYR1923 to exert its effect on various immune cells directly : : :
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related to the pathology of the target patient population. Figure 7. NRP2 Expression in Granuloma from Sarcoid A) Lung and B) Skin biopsies.
Representative image of NRP2 ISH staining (red dots) in lung granulomas (A) and skin Day 0 Day 4 Day 6
granulomas (B). A total of four lung samples and four skin samples were analyzed. NRP2 T e A e -
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from either lung or skin samples.
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Figure 1. Granuloma Formation in Pulmonary Sarcoidosis 3 : : : *
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domain from histidyl-tRNA synthetase (HARS) and a human IgG1 Fc binds to the NRP2 receptor in , 0@ Br\mg% 2 ] L : 2 50000- human inducible Tregs on Day 0, 4 and 6 generated from CD4+ naive T cells. Bar graph
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Figure 1. An unknown antigen activates (A) interstitial DCs, (B) alveolar macrophages (AMs), and (C) alveolar epithelial cells type Il (AEC-II). This process is possibly initiated by TLR-2 ligands. (A) The gure 8. Histogra | feprese tation o expression detected on the cell surface of various A) Immune Cells B) Immune Cells
: " : . . S L . L : . : . vitro generated primary macrophages cells (MO, M1, M2a) generated from CD14+CD16- BALF LUNG
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formation. Tregs infiltrating the granuloma fail to diminish the exaggerated immune response, thereby contributing to granuloma persistence and integrity. N oo oa
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