Biallelic CXCR2 loss-of-function mutations define a distinct congenital neutropenia entity
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Supplementary Figure S1. Identification of germline biallelic CXCR2 mutations in four patients
with severe congenital neutropenia. (A) Visualization with Integrative Genomic Viewer (IGV)
of the homozygous CXCR2 whole-gene deletion identified in patient P1 by targeted
sequencing. Comparison of CXCR2 and CXCR4 coverages for P1 and a healthy control DNA
(Ctrl). (B) Sanger sequencing confirmation of the CXCR2 mutations identified by targeted
sequencing and exome-sequencing (KAPA HyperExome probes, Roche). Arrows indicate
mutation positions. Mutation nomenclature is based on the reference sequence
NM_001557.3. The CADD scores are indicated for missense mutations. (C) Ribbon
representation of human CXCR2 (PDB code 6flfl) with the mapping of the four CXCR2
mutations identified herein (Argl44Cys, Arg212Trp, Argl84Ter and Arg289Cys) and the

His323fs mutation reported by Auer et al.*
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Supplementary Figure S2. CXCR2 and CXCR4 expression levels. (A) Cell-surface CXCR2
immunostaining for monocytes from the patients P1, P2, and P3, one heterozygous carrier
(mother), and a healthy donor (Control). Monocyte CXCR2 expressions, compared to the
Control, were 52% lower and absent for P1’s mother and P1, respectively; 87% and 71% lower
for P2 and her mother, respectively; and 61% and 37% lower for P3 and her mother,
respectively. (B) Cell-surface CXCR4 immunostaining on neutrophils, monocytes and CD4* T
lymphocytes from P1 and P3.



A B
P1 neutrophils
= 100 4
s P 0,':042 CControls ]
ry EParents 2 801
< Wpatients 2 |
o g 007
5 ha 1
e
e & 20
o = ]
% g 20 -
c 5 |
g z
4 0
e 10 10 10 10
Cell surface CXCR1
CXCL8:  2nM 5nM [[] 1sotype [llControl [[llPatient
C D
80- —P1— —P3— 60~ P1 P3
s [JControl F (JControl
> i T OMother = 1 1 L EMother
z 60 W Patient @ W Patient
) { T e 407
5 &
2 40+ 8
oo 1)
o
5 £ 20
< c
2 20q o
P >
< &
0 T T 0 T T
fMLP: 10nM 10 nM CXCL12: 50nM 50 nM 50 nM 50 nM
AMD: — 10 um — 10 pm

Supplementary Figure S3. Chemotaxis responses and CXCR1-expression level. (A) Dose-
dependent CXCL8-induced chemotaxis of neutrophils. Results from two separate assays with
samples from patient P1 (yellow dots) and one assay with a sample from P3 (blue dots). Each
sample from patients was simultaneously assessed with samples from one heterozygous
carrier (parent) and one healthy control. Statistical analyses were computed, using the
Friedman test followed by Dunn's multiple comparison test. *0.005<p<0.05; **p<0.005; ns:
not significant. (B) Cell-surface CXCR1 immunostaining of neutrophils from P1 and a healthy
control. (C) N-formylmethionine-leucyl-phenylalanine (fMLP)-induced chemotaxis of
neutrophils from Controls, P1 and P3 and their mothers. (D) CXCL12-induced chemotaxis of
CD4* T lymphocytes from Controls, P1 and P3 and their mothers. AMD3100 (AMD) is a specific
competitive CXCR4 antagonist. Chemotaxis assays were performed and analyzed as described
in legend of Figurel. For lymphocyte chemotaxis assay, incubation time was 4 hours and cells
were labelled for immunophenotyping before counting them by flow cytometry.



