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Fig. S1. Active cigar ette smoke exposur e assembly

Mice are exposed to the actively generated smokKecajarettes delivered over one hour,
once per day, 5 days/week, for 4-6 months. Airii#h flow rate) feeds into a timer
controlled 2-way valve that directs the flow of gas glass combustion chamber
containing a lit cigarette (not shown) or to a lsgtube. Both paths feed into a common
output leading to an exposure chamber capablewdihg up to 10 mice. Smoke in the
exposure chamber is directed through an exhaustgtre atmosphere.
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Fig. S2. Increased macrophage, dendritic cell, and neutrophil in response to

cigar ette smoke.

Total lung single cell suspensions were stainel Récific Blue-B220, APC-CD11c,
PE-CD11b, and APC-Cy7-Grl antibodies and analyzeftbly cytometry. Upper panel
shows the percentage of CDI#¥Gr1" neutrophils gated from B22DD11¢ population.
Lower panel shows the percentage of COCIz118°" alveolar macrophages and
CD11¢CD11b lung dendritic cells from B220- population. Dagpresent 3 different
experiments with five mice each experiment.

Fig. S3
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Fig. S3. Increased lung volume and decr eased density in responseto cigarette

smoke.

Mouse micro-CT scan was obtained at Baylor Coll&gdedicine mice phenotyping

core facility using 35-micron resolution (n=10 iach group) protocol. Lung volume and
average density were calculated using Amira 3.dftlvare. Data shown are meants.e.m.
***P<0.001, determined by student t test.
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Fig. $4. Cytokine profilein BALF of air- or smoke-exposed mice.

Cytokine concentration of BAL fluid from 4-monthr &@ir cigarette smoke exposed mice
were measured using Milliplex kit for (n=5 in eagtoup). Data shown are meants.e.m..
*P<0.05, **P<0.01, **P<0.001, determined by studlérest.

Fig. Sb
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Fig. S5. Morphology of alveolar macrophagein response to smoke.

Representative HEMA3 stain of BALF cells that weodlected following 4 months of
air or smoke exposure in wild type (WT), IL-17A-oegpressingCcl0-1117a) mice, and
IL-17A deficient (I17a”) mice. Data represents at least two differeneerpents with
4-8 mice each experiment. Scale bafurs0
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Fig. S6. Mmp9 expression in BALF of smoke-exposed mice.

Mmp9 mMRNA expression from total BALF cells of air andske exposed mice (n = 4-8
/ group; data normalized to 18S expression). Diadava are meanzs.e.m.
**P<0.01,*P<0.05, determined by one-way ANOVA test.

Fig. S7
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Fig. S7. Inflammatory cytokine production after lung APC adoptive transfer.
Cytokine concentration in BALF of WT recipient mifmlowing adoptive transfer of air
or smoke exposed lung APCs; cytokines were meadwyrddilliplex kit. (n = 4~5/

group). Data shown are meanzs.e.m. *P<0.05, **P¥0n8, no significance, determined
by student t test.
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Fig. S8. Short-term cigar ette smoke exposur e activates APC and IL-17A production.
(A) Representative IL-17A intracellular staining o€dlls isolated from lungs of mice
exposed to 6-8 weeks of cigarette smoke. Dataegresentative of 2 independent
studies, n=4 / group / stud§B) Splenic CD4 T cells were cultured for 3 days witbuse
lung APCs isolated from air- or smoke-exposed atsnmathe presence of soluble anti-
CD3 antibody (jug/ml). IL-17A was quantified from culture supernata (n = 4, data
represent two independent experiments). SK, snid&ta shown are meanzs.e.m.
***P<(0.001, determined by one-way ANOVA test.

Fig. S9
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Fig. S9. Enhanced SPP1 expression in human lung macrophage.

(A) SPP1 mRNA expression in control (n=7) and emphygskeimg macrophages (n=7) as
determined by quantitative PCR (normalized to 188 ession). **P<0.01, determined
by Mann-Whitney tes{B) Correlation of lung macrophages SPP1 mRNA exprasss
shown in (A) and emphysema disease severity (FE&&6)trol n=7; emphysema n=7).
Statistics are derived by linear regression.
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Fig. S10. SPP1 siRNA inhibitsIL-17A and | FN-y cytokine production.

(A) Emphysema lung DCs @B) macrophages were transfected with 10ng of SPP1 or
scramble control siRNA. After 24 hrs, lung DCs andcrophages were cultured with
allogenic human PBMC CDA4 T cells plugdiml anti-CD3 for 3 days. The concentration
of IFN-y and IL-17 present in the cell culture supernateag measured by Milliplex.
Data are representative of three independent enpats.

TableS1



Characteristics Controls Emphysema

No. 13 13
Age (mean + SEM) 63+4 662
Male (No.) 11 11
Lung Function
%FEV1 (mean + SEM) 92+5 66+4
GOLD stages 0 [-111
Smoking Status, No.
Never 1 -
Former 6 7
Current 6 6
PPY, (mean + SEM) 32+6 65+7
Quitting years, (mean + SEM) 13+6 5+3

Table S1. Demogr aphics of study participants.

No., number; SEM, Standard Error; %FEV1, ForcediiEtpry Volume in 1 second %
predicted; GOLD, Global initiative Obstructive Lubgsease; PPY, pack-year of
smoking where one pack/day/year equals 1 PPY;iQuiyears, the number of years
since smoke cessation.



