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Figure. S1.

GO (a) and KEGG (b) enrichment analysis of different expression genes between pretreatment
and resistant samples.
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Comparison of each immune cell infiltration abundance between pretreatment and resistant

Figure. S2.
samples.
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Figure. S3.

Comparison of the infiltration levels of neutrophils between pretreatment and resistant groups (a),
and early progression and long benefit groups (b) by Xcell.
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(a) Neutrophils were sorted with CD66b microbeads (the graphical model figure was created using
Figdraw). (b) Flow cytometry gating strategy diagram.
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Figure. S5.

(a) The pseudotime value according neutrophil trajectories detected by Monocle2. The gene
expression value of CD52 (b), SI00A12 (¢) and CXCR1 (d) mapped in the trajectory.
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Figure. S7.

(a) The UMAP plot of normal epithelial cell and tumor cell. (b) Copykat algorithm was performed
to distinguish normal epithelial cell and tumor cell. (¢) The UMAP plot of CD8 T cell, CD4 T cell
and Treg. (d) Heatmap of marker genes.
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Figure. S8.
Communication patterns among different cell types.
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The enriched pathways in pretreatment and resistance in CellChat.
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The comparison of significant ligand-receptor pairs in CXCR1" neutrophil as outputs (a) and
inputs (b).
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Figure. S12.

GO (a) and KEGG (b) enrichment analysis of different expression genes between long benefit and

early disease progression groups.
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Figure. S13.

Comparison of each immune cell infiltration abundance between early progression and long

benefit groups.

14



a H1975_OR b PC9_OR

Osimertinib+Re

=R 6 7 8 9 10 1] !
| =12 3 4 5 6.7 8

Figure. S14.

Original figures of tumor mass in different treatment groups. (a) H1975_ OR cell line derived
xenografts. (b) PC9_OR cell line derived xenografts.

a MACS b
- - N B
5 3.0M = ) 30M = )
Tumor Ly6g" b p . . /.
3 20M 3 20M o 5
1%} 2. uw
l 1.0M = : 1M =
0= A .} 04
T T T T T L B L B B A L B |
— 0 1.0M 2.0M 3om 4.0M 100 102 104 108
FSC-A Comp-FVS510-A
Flow cytometry Cell suspension ﬂ
8
10
j 40M = 40M =
107 j
10° 4 30M 3oM =
g 105 j ks I
<
I =9 amd = S aom o
'_1. w w
3
10
j 1.0M = 1.0M =
102 '!
10" 4 0~ 9
[
*© LA B B B AN BRI L IR B I B IR I B T T T T
10° 102 104 10° 10° 102 10? 10° 108 ° 1.om 20M oM “oM
CXCR1 Ly6g FSC-A

Figure. S15.

(a) Neutrophils in tumor were sorted with microbeads (the graphical model figure was created using
Figdraw). (b) Flow cytometry gating strategy diagram.

15



PBS
|
BCL2
BCL2L1
coL2
CHUK|
cxcLs
o)
ICAM1
IKBKB
IKBKG
IL6
MMPY
MYD88
NFKB1
NFKB2
NFKBIA
NFKBIB
NFKBIZ
REL
RELA
RELB
RIPK1
s0Cs1
socs3
TNFAIP3
TNFRSF1A
TOLLP
TRAF1
TRAF2
TRAF3

Osimertinib Reparixin Osimertinib+Reparixin b tight junction organization{

|

epithelial cell morphogenesis{

(@]
IS}
o
&
%
°
®
%

o
o

|
o
N

I
o
S

epidermis development

epithelial cell migration

regulation of cell-cell adhesion

cell junction assembly-|

neutrophil migration|

neutrophil homeostasis |

neutrophil extravasation|

neutrophil chemotaxis{

positive regulation of non-canonical NF-kappaB signal transduction|

epithelial to mesenchymal transition

positive regulation of cytokine production

mesenchyme development|

Exp mesenchymal cell proliferation |
W

[ epithelial cell
. Group
I' endothelium development;
-2 Osimertinib
cell [ osimertinib+Reparixin
mesenchyme morphogenesis | B Reparixin
positive regulation of canonical NF-kappaB signal transduction-
NF-kappa B signaling pathway
Osimertinib
P=0.023 — Osimertinib+Reparixin
. P=0.006 — Reparixin

Il H‘ ‘H”H\‘\‘ \ ! 1IN ‘\H “II\ ‘IH‘ " \‘ ] \‘\‘H\ MH‘\' I\H“WH

Rank in Ordered Dataset

5000 10000 15000 20000

Running Enrichment Score

-
o

|
(4]

Ranked List Metric
o o

Figure. S16.

(a) Heatmap showing the expression profiles of NF-kB related genes. (b) GO enrichment analysis
of differently expressed genes. (¢) GSEA enrichment analysis of NF-kB signaling pathway in
different treated groups.
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Figure. S17.

The univariate and multivariate Cox regression analysis was performed to analyze the impact of
baseline neutrophil infiltration on the progression free survival. High-risk group was defined as
pretreatment tumors samples with > median CXCR 1" neutrophil infiltration level. Low-risk group
was defined as pretreatment tumors samples with < median infiltration level.
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Figure. S18.

The univariate and multivariate Cox regression analysis was performed to analyze the impact of
baseline neutrophil infiltration on the overall survival. High-risk group was defined as pretreatment
tumors samples with > median CXCR1" neutrophil infiltration level. Low-risk group was defined
as pretreatment tumors samples with < median infiltration level.
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Table S1.

Baseline demographic and characteristics of all included and analyzed patients.

Characteristics

Overall (n=25)

Analyzed (n=17)

Age, median (range)
<65
>65
Gender (%)
Female
Male
Smoking status (%)
Never
Ever
Pathological types (%)
Adenocarcinoma
Others
EGFR mutation type (%)
T790M
Exon 19 deletion
L858R
Others
Disease stage (%)
111
v
Brain metastases (%)
No
Yes
Bone metastases (%)
No
Yes

64 (43-78)
15 (60.0)
10 (40.0)

10 (40.0)
15 (60.0)

17 (68.0)
8 (32.0)

25 (100.0)
0 (0.0)

25 (100.0)
13 (52.0)
9 (36.0)

2 (8.0)

4 (16.0)
21 (84.0)

18 (72.0)
7(28.0)

17 (68.0)
8 (32.0)

63 (43-76)
10 (58.8)
7(41.2)

8 (47.1)
9 (52.9)

13 (76.5)
4(23.5)

17 (100.0)
0 (0.0)

17 (100.0)
11 (64.7)
6(35.3)

0 (0.0)

2 (11.8)
15 (88.2)

14 (82.4)
3 (17.6)

11 (64.7)
6 (35.3)
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Table S2.

Summary of clinicopathological parameters of 22 patients in sScCRNA sequencing cohort.

Sample ID "sl;ils;;lee Age Sex lslil:t(:) l;iyng Histology Gene mutation g«;‘si;::nt 3" EGFR-TKI
P1 Lung 56 Male Yes Lung adenocarcinoma T790M/19del No Osimertinib
P2 Lung 70 Female | No Lung adenocarcinoma T790M/L858R No Osimertinib
P3 Lung 68 Male No Lung adenocarcinoma T790M/L858R Yes Osimertinib
P4 Lung 61 Female | No Lung adenocarcinoma T790M/19del No Almonertinib
P5 Lung 62 Male No Lung adenocarcinoma T790M/19del No Osimertinib
P6 Lung 59 Male No Lung adenocarcinoma T790M/L858R Yes Osimertinib
P7 Lung 67 Female | No Lung adenocarcinoma T790M/L858R No Furmonertinib
P8 Lung 55 Female | No Lung adenocarcinoma T790M/19del Yes Osimertinib
P9 Lung 49 Female | No Lung adenocarcinoma T790M/19del No Furmonertinib
P10 Lung 60 Male Yes Lung adenocarcinoma T790M/19del Yes Osimertinib
P11 Lung 65 Female | No Lung adenocarcinoma T790M/19del Yes Osimertinib
P12 Lung 48 Female | No Lung adenocarcinoma T790M/L858R No Osimertinib
P13 Lung 66 Female | No Lung adenocarcinoma T790M/L858R No Almonertinib
P14 Lung 71 Male Yes Lung adenocarcinoma T790M/19del Yes Osimertinib
P15 Lung 63 Female | No Lung adenocarcinoma T790M/19del Yes Osimertinib
P16 Lung 66 Female | No Lung adenocarcinoma T790M/L858R No Furmonertinib
P17 Lung 57 Female | No Lung adenocarcinoma T790M/L858R Yes Osimertinib
P18 Lung 58 Male Yes Lung adenocarcinoma T790M/L858R Yes Osimertinib
P19 Lung 64 Female | No Lung adenocarcinoma T790M/19del Yes Almonertinib
P20 Lung 45 Male No Lung adenocarcinoma T790M/19del No Osimertinib
P21 Lung 73 Male Yes Lung adenocarcinoma T790M/19del Yes Osimertinib
P22 Lung 72 Female | Yes Lung adenocarcinoma T790M/L858R Yes Furmonertinib
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Movie S1.
Intravital Imaging of CXCR1" neutrophils in mouse in HI975_ OR model.

Movie S2.
Intravital Imaging of CXCR1" neutrophils in mouse in PC9_OR model.
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