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Supp. Figure 1 Gating Strategy for Innate Immune Cells in the Blood
Total events were selected using forward scatter (FSC-A) and side scatter (SSC-A) parameters.
CD45* leukocytes were gated to exclude non-immune cells. Among CD45* cells, neutrophils were
identified as CD11b*Ly6G" cells, while the CD11b*Ly6G~ subset was further analyzed for
eosinophils and monocytes. Eosinophils were gated based on SiglecF (SigF) expression, and
monocytes were identified as CD115"Ly6C* cells.



A

n‘!

¥ .

[

. Rk |
] ¥ |
K

[ S |

—

ol

ey ey ey
' " . “

Comp s M 4004 CORLS

o s ] 19 i i
] a3
i g
i w } SV 5 wq
3 1 :
SR ol d
| ¥4 i
| a— . 1
| e 8
o s - 0
L0l b PR o s o Lot a0 St o S T
Con awet 4 marte Come i COIM

Comp 0305 & S

-
B s
£ wes
= -
& Pon Sunarnc Cole s 7
PEm H
5 el
e
iy
W C04 36w 4
- .
Y L ecnr NS | SRR —————
g W w ot L R S M
L new

¢ 1 lg
g
- PV i
« o § 1 = &
§ < 1 P
, 3 un
-
3 » | S | i
i M
t R | "
M | H
{ T
4 o 4 “©o
i an s i o S Lot e IR o bt
- . r w e oW ,A o
Comp-Aiwas Pk 7908 - WHCH G Al P #1845 18

Supp. Figure 2 Gating Strategy for Innate Immune Cells of the Lung Tissue
Total events were selected using forward scatter (FSC-A) and side scatter (SSC-A) parameters to
remove debris. Single cells were identified using SSC-A vs. SSC-H and FSC-A vs. FSC-H plots.
Viable CD45* immune cells were gated to exclude dead cells and non-immune populations.



Among CD45" cells, neutrophils were identified as CD11b"Ly6G*, while the negative subset was
further analyzed for macrophages, eosinophils, dendritic cells, and monocytes. Macrophages were
classified into total macrophages (MerTK*CD64"), tissue-resident (TR) alveolar macrophages
(CDl1l1c*SiglecF*), monocyte-derived macrophages (CD11c SiglecF Ly6C*), and interstitial
macrophages (CD11c SiglecF Ly6C-). Eosinophils were identified as
MerTK CD64 SigF*CD11b*. DCs were classified as MHCII'CD11c", further subdivided into type
1 conventional DCs (cDC1; CD11b") and type 2 conventional DCs (¢cDC1; CD11b"). Monocytes
were subdivided into Ly6Ch inflammatory monocytes and Ly6C¥ patrolling monocytes.
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Supp. Figure 3 Quantification of Innate Immune Cell Populations in the Lung

(A) Macrophage populations, including total macrophage counts, percentage of total macrophages
among CD45" cells, percentage of total macrophages that are tissue-resident alveolar
macrophages, and percentage of total macrophages that are interstitial macrophages. (B)
Eosinophil populations, including total eosinophil counts and percentage of CD45" cells. (C)
Dendritic cell populations, including total dendritic cell counts, percentage of CD45" cells, and
percentage of total dendritic cells that are cDC1 or cDC2. Statistical significance is shown as *p <
0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001.
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Supp. Figure 4 Lung Tissue DEPs in Ahr*" and 4hr” Mice Exposed to Cannabis Smoke vs
Air

(A) Venn diagram displaying the total number of DEPs in Ahr™- and Ahr” mice exposed to
cannabis smoke compared to air-exposed controls. (B) Bar graph quantifying the number of DEPs
that are upregulated or downregulated in each genotype. (C, D) Volcano plots illustrating the
distribution of DEPs in (C) Ahr*~ and (D) Ahr mice. The horizontal dotted line indicates the
statistical significance threshold (p<0.05).
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Supp. Figure S Labelled Network Analysis of Top 15 Upregulated and Downregulated
Pathways in Lung Tissue

(A) Network analysis of the top 15 upregulated pathways in lung tissue following cannabis smoke
exposure. (B) Network analysis of the top 15 downregulated pathways in lung tissue following
cannabis smoke exposure. Beige pathway nodes are labeled with the GO term they represent, while
the protein nodes are color-coded based on the genotype in which they are differentially expressed.
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Supp. Figure 6 Levels Adhesion Molecules involved in Diapedesis in Lung Tissue of Ahr*”
and Ahr”" Mice Exposed to Air or Cannabis Smoke.

Normalized counts of (A) Pecaml, (B) Esam, and (C) Icam?2 in lung tissue. Data are presented as
mean = SEM, with individual data points shown. Statistical significance is denoted by *p < 0.05,
and **p <0.01.
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Supp. Figure 7 EV DEPs in Ahr*- and Ahr”"Mice Exposed to Cannabis Smoke vs Air

(A) Venn diagram displaying the total number of DEPs in Ahr™- and Ahr” mice exposed to
cannabis smoke compared to air-exposed controls. (B) Bar graph quantifying the number of DEPs
that are upregulated or downregulated in each genotype. (C, D) Volcano plots illustrating the
distribution of DEPs in (C) Ahr*~ and (D) Ahr mice. The horizontal dotted line indicates the
statistical significance threshold (p<0.05).



A EV Upregulated Pathways

fibrinolysis . Ahr+"
= . A Ahr*
A
9 g om:m ey s 5 @ Both
% . - =
n-q-uvo voguhbon of wound holliw . WOuRg heating A
regulation of hemostasis coagutation a
-~
Jation of 1 of rosp 1o wounding blocd coagulaton
roguiation dbbodooagulo‘ lmdmm hemostasts 4
° regulation of body flukd lovels -
o ik
A
Coagulation _— £ i
o
S
L}
B EV Downregulated Pathways
W a -
Protein Metabolism B Ahr+-
chaperone-mediated protein folding 4 Ahr
"w fructose 6-phosphate metabolic process 2
A A . A @ Both
A A
A pasitive regulation of es(abllshment o( qotembcahzabon A A
proteasome-ﬁ:dﬁlod wiqmundopenaenxprdeqcalabohc m ydrate catabojic p mcess
a A posilive regulation of protoolysl& A a A
'°gg°"s° © mem'mw Atransport along microtubule
endophsguc rehwlurl%  Goigi veSHORKEMINBLARRASESA! htmeﬁﬁuar transport
A A LA e -
A

glutathione metabolic process
i
m

Glutathione »
Metabolism /
tRNA aminoacylation for prolel\n (ranslatfn
tRNA;mlnoawiamn “~

A
ino aeld activation
tRNA Activation

Supp. Figure 8 Labelled Network Analysis of Top 15 Upregulated and Downregulated
Pathways in EVs.

(A) Network analysis of the top 15 upregulated pathways in EVs following cannabis smoke
exposure. (B) Network analysis of the top 15 downregulated pathways in EVs following cannabis
smoke exposure. Beige pathway nodes are labeled with the GO term they represent, while the
protein nodes are color-coded based on the genotype in which they are differentially expressed.
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Supp. Figure 9 Proteasome Subunits in EVs From Ahr*” and Ahr” Mice Exposed to Either
Air or Cannabis Smoke.

Normalized counts for (A) Psmb7, (B) Psmc6, (C) Psmdl, (D) Psmd2, (E) Psmd3, (F) Psmd6, (G)
Psmd7, (H) Psmdl11, and (I) Psmd13. Data are presented as mean = SEM, with individual data
points shown. Statistical significance is denoted by *p < 0.05, **p < 0.01, and ***p < 0.001.
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Supp. Figure 10 BALF DEPs in Ahr*- and Ahr”Mice Exposed to Cannabis Smoke vs Air

(A) Venn diagram displaying the total number of DEPs in Ahr* and Ahr’ mice exposed to
cannabis smoke compared to air-exposed controls. (B) Bar graph quantifying the number of DEPs
that are upregulated or downregulated in each genotype. (C, D) Volcano plots illustrating the
distribution of DEPs in (C) Ahr™ and (D) Ahr mice. The horizontal dotted line indicates the
statistical significance threshold (p<0.05).
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Supp. Figure 11 Labelled Network Analysis of Top 15 Upregulated and Downregulated
Pathways in BALF.

(A) Network analysis of the top 15 upregulated pathways in BALF following cannabis smoke
exposure. (B) Network analysis of the top 15 downregulated pathways in EVs following cannabis
smoke exposure. Beige pathway nodes are labeled with the GO term they represent, while the
protein nodes are color-coded based on the genotype in which they are differentially expressed.

13



Ahr*'-
Ahr’-
A Serpinata B Serpinalb c Serpinatd

*
500+ ok

800 * 400-
w [} [ J .VJ_
£ 600- ve E 300- ‘ °e § % °e
8 3 o o o
o o N 22 2 © 300- e
g 400 S-BAm |[* : $+5% B
§ ol |2 § z 200 3
S 200- S 100 =
2 ~ s o S 100- )
0 T T 0 T ] 0 T T
Air Cannabis Air Cannabis Air Cannabis

Supp. Figure 12 Levels of A1AT Variants in BALF of Ahr"” and Ahr” Mice Exposed to Air
or Cannabis Smoke.

Normalized counts of (A) Serpinala, (B) Serpinalb, and (C) Serpinald in BALF. Data are
presented as mean = SEM, with individual data points shown. Statistical significance is denoted
by *p < 0.05, and **p < 0.01.
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