SUMMARY OF PRECISION-CUT LUNG SLICE DONOR TISSUES
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600 pm 600 pm

Dissect portion -R¥EXI [MXL Take biopsy Slice cores Culture slices with
of lung agarose cores treatment for 7 days

Sample ID: 19-H-11

1.73E-02
FAP Prolyl endopeptidase FAP -1.926 1.49E-02 Fold change vs. DMSO
600 pm SPOCK1 Testican-1 -1.846 3.48E-02 (all proteins donor avg)
XVERWTPERX [IVI &*==XYVIH XS EWWIWW XLI SPON2 Spondin-2 -1.646 3.37E-03 Log, FC
ANGPTL4 Angiopoietin-like protein 4 -1.481 2.76E-02 Collagen type XVII alpha 1 chain
ADAMTS7 A disintegrin and metalloprotei ith thromb din motifs 7 1.461 2.78E-02 Collagen type XVl alpha 1 chain
ISsintegrin and metalloproteinase wi rompospondin motrts -1. . =
Sample ID; 19-H-12 Sample ID: 19-H-13 ’ g g Collagen type XVIII alpha 1 chain
PLOD2 Procollagen-lysine, 2-oxoglutarate 5-dioxygenase 2 -1.434 4.73E-02 Collagen type XIV alpha 1 chain
COL11A2 Collagen type Xl alpha 2 chain -1.416 2.11E-02 Collagen type IV alpha 5 chain
PMRK F] PMUYMH GLVSQEXSKVETL]I COL7AL Collagen type VI alpha 1 chain -1.368 4.50E-02 Collagen type VI alpha 3 chain
LOXL1 Lysyl oxidase homolog 1 -1.343 2.20E-02 Collagen type Il alpha 1 chain
MSR GYX PYRK WPMGIW R I TSSPIH [ IPPW SERPINE1 Plasminogen activator inhibitor-1 -1.328 1.67E-03 Collagen type lll alpha 1 chain
PRSS23 Serine protease 23 -1.240 3.61E-02 Collagen type VI alpha 2 chain
600 um 600 pm APOH Beta-2-glycoprotein 1 -1.125 3.65E-02 CO”agen type Vi alpha 6 chain
- _ Collagen type | alpha 1 chain
Figure 2 5VSXIS Q MG EREP ] WMW WXYH ] HIWMKR — — OLFML2B Olfactomedin-like protein 2B -1.106 3.96E-03 Collagen type IV alpha 3 chain
ALKS5i (R-268712; 1 uM)/DMSO (continuous treatment) ) MHIRXMUGEXMSR DDX21 Nucleolar RNA helicase 2 1026 4.01£:02 Collagen type | alpha 2 chain
LAMA-1 Laminin subunit alpha-1 -0.983 3.49E-02 Collagen type IV alpha 1 chain
99 PROTEINS WERE EXPRESSED AT SIGNIFICANTLY DIFFERENT LEVELS GAP43 Neuromodulin -0.977 4.64E-02 Collagen type VI alpha 1 chain
IN ALKSI-TREATED VS. VEHICLE-TREATED SAMPLES MRC?2 C-type mannose receptor 2 -0.965 1.61E-02 Collagen type IV alpha 2 chain
COLSA C ¢ h i ) 3 28E-02 Collagen type XV alpha 1 chain
S5YERXMaGEXMSR SJ TVSXIMRW JVSQ TVIGMWMSR GYX PYRR*'WPMGI GSRHMXMSRIH QIHME WEQTPIW Collanen e X1 aloha 1 chain
. . ROCK2 Rho-associated protein kinase 2 -0.923 4.65E-02 9 yp P
by proteomic analysis _ Collagen type IV alpha 4 chain
il Sioyean 0520 SOrE08 Collagen type Xll alpha 1 chain
u -R XSXEP TVSXIMRW VITVIWIRXIH F] b YRMUY I TIEXMHIW [ YbikleXoBR %M | H o Y SO
: L . ) . ollagen type V alpha 2 chain
Proteomic profiling by hyper reaction monitoring across all precision-cut lung slice conditioned PXDN Peroxidasin homolog 10.867 3.21E-02 Collagen type V alpha 1 chain
and analysis media SampIeS ANTXR1 Anthrax toxin receptor 1 -0.833 3.22E-02 Collagen type VIII alpha 1 chain
 On average, there were 2605 proteins per sample; the number of proteins was PLXDC?2 Plexin domain-containing protein 2 0.819 3.63E-02 Collagen type V alpha 3 chain
Differential analysis relatively uniform across samples POSTN Periostin 0.815 4.41E-02 Collagen type VII alpha 1 chain
of treatment effects U 7TEQTPIW [IVI TVSXIMR RSVQEPMAIH WYFWIUYIRX HMJJI\ERXMEP E RikiR:d WaNMMEfE W V¥ 1 G X MdzZsb 2.02E.02 Collagen type XI alpha 2 chain
on secreted proteins : - - Coll t X alpha 1 chai
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« Differential abundance of collagen subtypes are indicated on a heat map of all

Table2. YQQEV] SJ XST TVSXIMRW MR TVIGMWMSR GYX PYRK WPMGI G S R Hkoleins rsoited pyweg, fokdehange in ALKIS-treated vs. vehicle-treated
WMKRMGOGGERXP] HS[RVIKYPEXIH F] &10 M XVIEXQIRX precision-cut lung slices

 Upon treatment, the majority of detectable collagen subtypes demonstrated a

trend for relative downregulation

Gene ID Protein description Average log ratio Protein p value

Figure5. -IEXQET SJ GSPPEKIR WYFX]T W PAHSE KER K[| MEK&10 M XVIEXIH

ZILMGPI| XVIEXIH TVIGMWMSR GYX PYRK WPMGIW

« Differential protein abundance was calculated for ALK5i-treated vs. WMKRMUGERXP] YTVIKYPEXIH F] &10 M XVIEXQIRX
Vehide_treated Samp|es Gene ID Protein description Average log ratio Protein p value
Table 1. (LEVEGXIVMWXMGW SJ TEXMIRXW [MXL MHMSTEXLMG TYPQSREV{] 0FR SXYSNEIRS HSRESXI MW FMMWYTVIWWIH EX W MK R M a G E R X P ol MG E
MMP1 Macrophage metalloelastase 2.647 3.40E-02
ALKS5I- treated vs. vehicle-treated Samples (p<005), with an average |99 TNFSF13B Tumor necrosis factor ligand superfamily member 13B 1.998 3.67E-02
fOId Change >15 ITGAL Integrin alpha-L 1.841 8.18E-03 M O G E
] NUDT9 ADP-ribose pyrophosphatase, mitochondrial 1.685 1.64E-02
The volcano plot shows all proteins, plotted by log fold change and p value 5TX3 Pentraxin-related protein 1 630 0 11E.03
for ALK5I-treated vs. vehicle-treated samples. The 99 differential proteins are SECTM1 Secreted and transmembrane protein 1 1.618 2.05E-02 'LMX
LMKLPMKLXIH MR VIH [MXL XLI WYFWIX SJ KIRIW MHIRXMEIH F] REQ | Preemee — —
LIPA Lysosomalacid lipase/cholesteryl ester hydrolase 1.464 4.85E-02 Figure 6. 6YERXMUGEXMSR SJ MHMSTEXLMG TYP Q SRE V] GEVSWMW FE ' Q EVO
CD48 CD48 antigen 1.304 2.54E-03
Figure4. "SPGERS TPSX WLS[MRK GERHMHEXI TVSXIMRW [|\/|)(|_ HMUIVIR XM IFITM3 Interferon-induced transmembrane protein 3 1.302 3.90E-02 GSRHMXMSRIH QIHME WEQTPIW
WEQTPIW SJ &10 M XVIEXIH TVIGMWMSR GYX PYRK WPMGIW VPS36 Vacuolar protein-sorting-associated protein 36 1.297 9.03E-03 PAI-1 POSTN MUC1 (KL-6) MUC16 (CA-125)
SLC34A2 Sodium-dependent phosphate transport protein 2B 1.260 1.10E-02
ALKSI (R'268712; 1 “M)/DMSO C1QA Complement C1g subcomponent subunit A 1.259 3.46E-02
® Non-candidates Cl1QcC Complement C1g subcomponent subunit C 1.243 2.65E-02
® Candidates PCSK9 Proprotein convertase subtilisin/kexin type 9 1.242 3.41E-02 % % % %
LRRN4 Leucine-rich repeat neuronal protein 4 1.217 4.29E-02 é é é é
HLA-A HLA class | histocompatibility antigen, A alpha chain 1.192 3.52E-02 é‘a“ C;)%“ év” c;)%“
% GBP2 Guanylate-binding protein 2 1.180 4.88E-02 - - - -
% TGFB2 Transforming growth factor-beta-2 proprotein 1.168 4.15E-02
5 ISTL IST1 homolog L1127 4.96E-02 DMSO ALKS5; DMSO ALKSi DMSO ALKS5i DMSO ALKS5i
? RAB27B Ras-related protein Rab-27B 1.118 1.87E-02
g SMPDL3A Acid sphingomyelinase-like phosphodiesterase 3a 1.116 2.85E-03 MMP7 UPAR COMP CCL1-18
Qg NRCAM Neuronal cell adhesion molecule 1.099 1.20E-03
S ITGB2 Integrin beta-2 1.094 2.37E-02
| HLA-C HLA class | histocompatibility antigen, C alpha chain 1.087 1.01E-02
FERMT3 Fermitin family homolog 3 1.086 3.22E-02 ? *g g g
PTPNG6 Tyrosine-protein phosphatase non-receptor type 6 1.085 2.76E-02 é é é é
A2M Alpha-2-macroglobulin 1.080 2.96E-03 § QN § §
SARG BUJHN*HFQQ"N FSIWTLJS WIJLZQFYJI LJSJ UWUOMJINS 3.75E-02 N - - -
CD47 Leukocyte surface antigen CD47 1.066 2.75E-02
&)5 EHIRSWMRI HMTLSWTLEXI () GPYWXIV SJ HMUIVIRXMEXMSR -1& LYQER PIYOSG]XI ENMMMKIR .) MHIRXMKEXMSR DMSO ALKS5i DMSO ALKS5i DMSO ALKSi
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