Effect of MTX on neutrophil ROS and CD177 in RA / U. Kaundal et al.

Supplementary Table S1. Assessment of normality in the variables used in the study.

Normality testing DHR unstimulated DHR PMA, Luminol PMA Lumiol fmlp CD177 MFI CDI1b MFI  CD64 MFI

Variable MFI stimulated, MFI stimulated, MFI stimulated, MFI

KS test p-value <0.001 0.046 0.151 <0.001 0.008 0.387 0.15

Skewness - - 0.7 - - 03 1.7

Kurtosis - - -0.12 - - -0.8 52
Non-normal Non-normal Normal Non-normal Non-normal Normal Non-normal

KS: Kolmogorov-Smirnov test.

100000 = Cells alone Supplementary Fig. S1.
4 Luminol alone Representative plot indicating

v PMA stimulated : : e
80000 - . fMLP stimulated chemiluminescence  Kkinetic

profile of neutrophils. ROS
production of RA neutrophils
using luminol as a substrate
for chemiluminescence assay
after stimulation with PMA
and fMLP, compared to unsti-
mulated and cells alone.

60000

Relative
Luminescence Intensity (RLU)

40000 -

20000 -

0

1000000 a
800000
600000
400000

200000

AUC of
unstimulated neutrophils

0

sx10-P s ~ 2.5x10%:° = >
o p=048 L~ @ P05
T 5x10%4 ns - ns ~ = 6 05 =
< 8 =067 022 o § 2010 p=0.58
=5 ax10% =
o3 €3 1.5¢10%
S £ 3x10° é £
g o B 1.0x10
ST 2x10° 58 !
35 & o
3 43
E 1x108 E 5.0%10°
£ & %
7] 2]
0 T T 0.0 T
d_ﬁ? F &
G ) &
G &

Supplementary Fig. S2. Representative violin plots showing total ROS production in neutrophils
of different groups using Luminol. The quantified area under curve (AUC) for total ROS production
of (a) Unstimulated neutrophils (b) PMA stimulated neutrophils (¢) fMLP stimulated neutrophils for
naive patients (Naive-RA), methotrexate treated patients (MTX-RA) and healthy controls (HC). ROS
production was assessed by measuring chemiluminescence every 1 minute for 60 minutes by the lu-
minol assay. The median in the graph is represented by the bold horizontal dashed line within the box,
and the non-bold horizontal dotted lines indicate interquartile range.

Two-tailed Mann-Whitney U-test was used for analysis; *p<0.05; **p<0.01; ***p<0.001.
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