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Figure S1: Effects of combination treatment with anti-IL-17A antibody and 4-PBA on
ER stress, IL-17A production, expression of TNF-a and IL-1B, and nuclear
translocation of NF-kB in lung tissues of LPS-instilled mice. Representative immunoblots
of GRP78 (A), CHOP (C), IL-17A (E), IL-1B (G), TNF-a (I), and NF-kB p65 (K) in lung
tissues from SV, LV, LCON-Ab+V, LIL17-Ab+V, or LPS-instilled mice given intraperitoneal
injections of anti-IL-17 antibody (5 mg/kg) and 4-PBA (200 mg/kg) (LIL17-Ab+P) and
densitometric analysis of GRP78 (B), CHOP (D), IL-17A (F), IL-1B (H), TNF-a (J), and NF-
kB p65 (L). Sampling was performed at 48 hours after the instillation of LPS. Bars represent
mean + SEM from 5 mice/group. #P < 0.05 versus SV; *P < 0.05 versus LV or LCON-Ab+V.
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Figure S2: Levels of IL-1p and TNF-a in macrophages and neutrophils of the lung from
LPS-instilled mice. (A and D) Representative histogram for the expression of IL-1B (A) and
TNF-a (D) in lung cells from LPS-instilled mice. (B and C) Fluorescence intensity for IL-1
in macrophages (B) and neutrophils (C) from the lung of LPS-instilled mice. (E and F)
Fluorescence intensity for TNF-a in macrophages (E) and neutrophils (F) from the lung of
LPS-instilled mice. Data are presented as the ratio of the levels of IL-1 and TNF-a in each
group relative to those in SV mice. Sampling was performed at 48 hours after the instillation

of LPS. Bars represent mean + SEM from 5 mice/group. #P < 0.05 versus SV; *P < 0.05

versus LV; §P < 0.05 versus LCON-AbD.

D

Cell counts

Counts

Counts

Counts

Counts

Counts

[Macrophage] [Neutrophil]
F4/80+CD11b+ LY6C/6G+CD11b+
: sv| i sv
g MFI 6.31 gs MFI 350.64
& 8
e e .' "“‘
;\o“ 102 16° ?:a° 10! s w?
2 LV| . \'
2 MFI 32.75 22 MFI 1610.68
2 i
o -3
e I
s|o° 102 107 RWO 1! 12 w0?
2 LP| . LP
2 MFI110.21 Es MFI 961.49
& a8
o L R L
sw" 1w 1o 10? 1w’
s LIL17 Ab| ¢  LIL17-Ab
MFI 8.27 | , MFI1029.75
8 '58
: %
3 Ll 2
am" 830‘ 1! 102 w
e LCON Ah s LCON-Ab
MFI 18.75 MFI 1586.73
8 Eﬁ
& a8
e e
g @ 1! 102 0
F
2 500
2 400
£ 300
2 200
i 100
&

o




A SV SrhiL-17
GRP 78 -
actin|  ——r——
B 2 59
[1]
c 41 #
S 34
2 21
©
s 1
14 0-
SV SrhlL-17
G SV SrhiL-17
ATF-4 —
LaminB | -
H > 4.
2 3] #
3
o 2/
2
s 1
€ ol
SV  SrhiL-17

Figure S3: Changes of ER stress and UPR in lung tissues of rhIL-17A-instilled mice.
Representative immunoblots of GRP78 (A), CHOP (C), XBP-1 (E), ATF-4 (G), ATF-6 (I)
and p-elF2a (K) in lung tissues of SV and SV mice and saline-instilled mice given
intratracheal instillation of thIL-17A of 5 pg/mouse (SrhIL-17) and densitometric analyses of
GRP78 (B), CHOP (D), XBP-1 (F), ATF-4 (H), ATF-6 (J), and p-elF2a (L). Sampling was
performed at 24 hours after the instillation of rhIL-17A. Bars represent mean + SEM from 5
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Figure S4: Levels of CHOP and caspase-3 in lung tissues of LPS-instilled mice and LPS-
stimulated NHBE cells. Representative immunoblots of CHOP (A) and caspase-3 (C) in
lung tissues of SV, LV, LPS-instilled mice given intratracheal instillation of rhIL-17A of 5
ug/mouse (LrhIL-17) and densitometric analyses of CHOP (B) and caspase-3 (D). Bars
represent mean + SEM from 5 mice/group. "P < 0.05 versus SV. (E) Representative
immunoblot of CHOP in LPS-stimulated NHBE cells. (F) Densitometric analyses of CHOP
are presented as the relative ratio of the protein to actin. The relative ratio of CHOP in control
group is arbitrarily presented as 1. Cells were stimulated with 100 pg/ml of LPS and/or 100
ng/ml of IL-17A for 12 hours. Bars represent mean £ SEM from 3 independent experiments.

Con, control. *P < 0.05 versus Con.
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Figure S5: Effects of thapsigargin on the production of IL-17A in lung tissues of saline-
instilled mice. Representative immunoblots of GRP78 (A), CHOP (C), and IL-17A (E) in

lung tissues from mice without any treatment (CON), saline-instilled mice given injections of

vehicle (SV), or saline-instilled mice given intraperitoneal injection of thapsigargin of 20

ug/mouse (STG) and densitometric analysis of GRP78 (B), CHOP (D), and IL-17A (F).

Sampling was performed at 8 hours after the injection of thapsigargin. Bars represent mean +

SEM from 5 mice/group. “P < 0.05 versus CON.
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Figure S6: Effects of thapsigargin on ER stress in lung tissues of LPS-instilled mice.
Representative immunoblots of GRP78 (A) and CHOP (C) in lung tissues from saline-
instilled mice given injections of DMSO and vehicle (SDV), LPS-instilled mice given
administrations of DMSO and vehicle (LDV), LPS-instilled mice given intratracheal
instillation of thapsigargin (20 pg/mouse) and injections of vechicle (LTV), or LPS-instilled
mice given intratracheal instillation of thapsigargin (20 pg/mouse) and intraperitoneal
injections of 4-PBA (200 mg/kg) (LTP) and densitometric analyses of GRP78 (B) and CHOP
(D). Sampling was performed at 48 hours after the instillation of LPS. Bars represent mean +

SEM from 5 mice/group. "P < 0.05 versus SDV; P < 0.05 versus LDV; P < 0.05 versus

LTV.
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Figure S7: Effects of thapsigargin on the features of LPS-induced lung injury. (A)
Cellular changes in BAL fluid from LPS-instilled mice. Representative H&E stained sections
of the lungs from SDV (B), LDV (C), LTV (D), and LTP (E). Bars indicate 100 um. (F) EBD
assay of lung tissues of LPS-instilled mice. Representative immunoblots of IL-17A (G), KC
(D), IL-1B (K) and TNF-o. (M) in lung tissues from LPS-instilled mice and densitometric
analyses of IL-17A (H), KC (J), IL-1p (L), and TNF-o (N). Sampling was performed at 48
hours after the instillation of LPS. Bars represent mean + SEM from 5 mice/group. “P < 0.05

versus SDV; P < 0.05 versus LDV; P < 0.05 versus LTV.
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Figure S8: Effects of anti-IL-17A antibody on thapsigargin-induced ER stress in the
lung tissues of LPS-instilled mice. Representative immunoblots of GRP78 (A) and CHOP
(C) in lung tissues from SV, LV, LPS-instilled mice given intratracheal instillation of
thapsigargin of 20 pg/mouse (LTG), LPS-instilled mice given instillation of thapsigargin and
intraperitoneal injections of isotype control monoclonal antibody of 5 mg/kg (LTG-CON-ADb),
or LPS-instilled mice given instillation of thapsigargin of 20 pg/mouse and injections of anti-
IL-17A antibody of 5 mg/kg (LTG-IL17-Ab) and densitometric analyses of GRP78 (B) and
CHOP (D). Sampling was performed at 48 hours after the instillation of LPS. Bars represent
mean + SEM from 5 mice/group. “P < 0.05 versus SV; P < 0.05 versus LV; "P < 0.05 versus
LTG or LTG-CON-AD.
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Figure S9: Effects of combination treatment with anti-IL-17A antibody and TAK-242 on
ER stress, IL-17A production, expression of TNF-a and IL-1B, and nuclear
translocation of NF-kB in lung tissues of LPS-instilled mice. Representative immunoblots
of GRP78 (A), CHOP (C), IL-17A (E), IL-1B (G), TNF-a (I), and NF-kB p65 (K) in lung
tissues from SV, LV, LCON-Ab+V, LIL17-Ab+V, or LPS-instilled mice given intraperitoneal
injections of anti-IL-17 antibody (5 mg/kg) and TAK-242 (200 pg/mouse) (LIL17-Ab+T) and
densitometric analysis of GRP78 (B), CHOP (D), IL-17A (F), IL-1B (H), TNF-a (J), and NF-
kB p65 (L). Sampling was performed at 48 hours after the instillation of LPS. Bars represent
mean = SEM from 5 mice/group. #P < 0.05 versus SV; *P < 0.05 versus LV or LCON-Ab+V.
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Figure S10: Effects of 4-PBA on HDAC activity in lung tissues of LPS-instilled mice.
HDAC activity (arbitrary fluorescent units [AFU]) was determined in lung tissues of SV, LV,

LP as described in Materials and Methods. Bars represent mean £ SEM from 5 mice/group.
#P < 0.05 versus SV.



