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dexamethasone(DEX)& F7}ste] 3l7] Aol AM&E7] A7 v g = A,

AR 2. A&7 AME 8 FAZZEY 2AdA 5 € 55
71 AAld 1o wEl, FaEE gAg zhjolE I ME ]l HAIE(ICGH cells) B &=wdE AA & 2
ZEAIE o]9]e] ME(ICG- cells)E ZebAl I(collagen 1)o] =

100 78 AEZ 1 nle) ITS #1= (DMEM/F12 #§=lo] 100X ITS supplement (GIBCO)E 18z & Alate] H7lak )
ZNE Hrrste], 247F miFst &, wjket M E 3k, 1000 rpme 2 5i7F YA she], MEZ A A
715 AAZ 3 10 kDa cut off centrifugal fiter unit (Millipore)E ©o]&3dle] ZAMAE <F 208 &F3}aL
Yisare] Bysieict.

st



[0050]

[0051]
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AAd 3: AZMfo}lE A E F-H FHAE ZAR 2] secretome £

83 1CG+ cells FZA8IA 2 ICG- cells ZAWIA 50 mlS Centricon Plus—-20 filter (Millipore)E AF&3}
o 100v) EEFsdTt. HFF wwd Z7be] 80 pgE 4-12% Bis-Tris gelS o] &3l Y3 3 GelCode
Blue Stain Reagent (Thermo scientificolld )= GAE F 107 cute= Zz}, 249 2E geld 12.5
pg/ml EYA(trypsin; Promega) o2 ¥ (digestion)stqith. EHAS o]&3ste st @il AES o] &35t
LC-MS/MS 4 -, BioWorksBrowserTM A~XEo}E o]&ste] HEd dMdES sH4s8l. 42 Al w9
ICG+ cells Z=Z7A8A] & ICG- cells ZAMAIE 7|9} 22 WS B3, A A9 A% 5 F 9 o) 4
=3 dMAES label-free protein quantification W'Y (Briefings in Bioinformatics 9:156-165, 2007)<
2 Xé“*O}Oﬁ ICGt cell ZAMAA F713F 1217]) @il a3} 10G- cells ZAMR oA Z713k 1667 @2 S
Aeg 510Gt cells 22 A 2u] o] F7heh el 84/lE & o AEste] s17] % 1o YeRaL, o
= 2 A ARH e PR Pojste dld S Adste] s17] F 20 YRR



[0052]

[0053]

[ 1-1]. ICGt cells ZzAujA|e| A 2u] o]+ F7heh T
Apcession Prolein name Average Expressed | Subcellular Liver Cell growth,
Rsc raio  |protens in| localizalion | regeneralion fissue
{~ log(+ = livers and remodeling,
development| angiogeness
o anti-apoplosis
115298673 |complement component 3 | .53 £ 0,87 Yes g Yes
precursar
5031863 |[galectn 3 binding 5,46 £ 0,50 es 5, EC5 ECHM Yes
protein
BE3ATETS  |complement component 1, | 4,27 £ 080 Yes b4
r subcompanent
4502951 |collagen type Nl alpha 1| 4,25 £ 260 Yes 5, ECS ECHM
preproprotein
45762934 |alpha 2 type | collagen 4,20 £ 523 | ¥es (fefdl | 5 ECS ECM
liver)
189217853 [mafrix metalloproteinase 2 | 3,82 £ 0,95 Yes 5 “es
izoform b
73853570 |complement component 1 | 3.88 £ 088 Yes s
inhibitar precursor
41393602 |complement component 1, | 3,86 £ 088 Yes bt
= subcom ponent
189083782 |gelzalin izofom o 3.78 £ 063 Yes 5 s Yes
{mor- pare
nchymal
cells)
33356541  |phospholipid fransfer 371 £ 056 Yes 5
protein isoform B
precursor
144953895 |nidogen 2 precursor 3,57 £ 025 [Yes (fetal | 5 ECS, ECM, Yes
liver) ERd
32171249  |prostaglandin H2 3,34 £ 033 N 5 ECS, ECH,
[-izom erase Ebd
55025576  [insulimlike growth  factor| 3,31 £ 0,94 | Yes (fetal 2t
binding protein 2, 36kDa liver)
50659080 [serpin peptidases 325 £ 071 Yes S
inhibitor, clade 4 member
3
L alph e 1= antichym otrypsing
4507509  [fssue inhibitor of 322 +£ 1.20 Yes S es
metalloproteinasze 1
precursor
91823602 |avotasdn isoform 2 321 £ 1,53 Yes s Yes
preproprotein
109150416 |peroxdasin homolog 310 £ 0,48 Yes = Yes
206597445 |alpha 1 tvpe XMI 3,08 £ 1.24 ez 5, ECS ECM Yes
collagen isoform 3
precursor
939585510 |alpha 1 tywpe X1 collagen | 3,04 £ 0,73 Mo %, ECS ECM
izoform B preproprotein
89363017 |alpha & twpe % collagen 2,83 £ 114 | ¥es (fefal | 5 ECS ECM Yes
preprop o tein liver)
144226251 |chitinase 3-like 1 2868 £ 082 ez 3 Yes
189743803 [fibulin 5 precurzor 287+ 0E5 N s Yes
BT7782355 |complement factor B 2,93+ 1.02 Yes 5
preproprotein
E1B99226  |pulmonary 272+ 090 No s
aurfactant associated
protein O precursor
§5853069  [vitronectn precursor 2E6 £ 045 “es g ‘ez
E18730EY  |quiescin Q6 sulfhydnl 259+ 1.26 Yes b2t Yes
oxdase 1 isoform b
S4798622  |mannosidase, beta A 2,55 £ 067 Yes Ly
lyso=omm al

_‘IO_
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[0054]

[0055]

[ 1-2]
T57091958  |nephronectin 258 + 078 |Wes {fetal | 5, ECS ECM ‘ez
liver)
87196339  |collagen, tpe M, alpha 253 £ 1.27 Yes 5, ECS ECM
1 precursar
39725934 [==rine {or cysteine) 250 £ 236 Yes S “es
proteinase inhibitor, clade
F {alphe-2  antiplazmin}
member 1
807125 (family with sequence 2,50 £ 0,03 Yes =4
similanty 3, member C
precursor
20149540  |lysyd oxidase 24 + 058 ez =3
preproprotein
19743852 |decorn isocfom d 2,40 £ 0,69 Yez 5, ECS ECM Yes
precursor
98702793 |dit-like 2 2,32 £ 058 ez M, S
{probabley
34734068 |fibulin 1 isoform A 2,32+ 022 Yes S, ECS ECM Yes
precursor
167830475 |milk fat globule- EGF 2,32 £ 022 ‘ez kd
factor & protein isoform
4758412 |polypeptide 2,22 £ 0,84 ez 5, G
M- acetdgalactosam inylran
sferaze 2
221316738 |growth amest-specific 6 2,20 £ 0,59 | wes (oval =1 es Yes
isafarm 3 cells)
148536825 |apha 1 twpe |V collagen | 212 £ 051 | Yes (fetal | S ECS, ECM,
prepropratein liver) B
28559088  |leminin alpha 2 =subunit 2,16 = 1,08 Ma 5, ECE, ECH,
izaform & precursor Bhd
116534595 |desmoglein 2 216 £ 1.08 ‘ez M, J
preproprotein
189163542 |zerine proteinase 214 £ 0,04 b= b1
inhibitar, clade & member
1
23111003 |microfibrillar- associated 2,08 £ 056 ‘ez 5 ECS ECM
protein 4
5901944 |elastin microfibnl 2,07 £ 063 ez 5 ECS ECM
interfacer 1
115527070 |alpha 2 twpe 4 collagen | 2,01 £ 1,27 Yes % ECS ECM Yes
isoform ZCEa precursor
E25435862 |matrilin 2 isoform b 1,95 £ 0,51 | wes (oval 5 “es
precursor cells)
167830477 |milk fat globule- EGF 1.84 £ 046 Wa kd
factor & protein isoform b
45575321 |apolipoprotein A= 1,88 £ 031 Yes = Yes
preproprotein
F1542956  |intelectin 1.88 £ 031 ‘ez 5 M
4507511 [TIMP metallopeptidase 1.88 £ 035 = =1
inhibitar 2 precursaor
119703755 |laminin, beta 2 precursor| 1,89 £ 031 Yes S, ECS5 ECM
4505047 |lumicen precursor 1,86 £ 246 Yes 5 ECS, ECM. Yes
148856654 |polydam 1.79 £ 085 = 5 Yes
58901956  |follistatin-like 1 precursor 1,74 + 069 Mo = “Yes
189181666 |hexosaminidase & 1,70 £ 052 Yes Ly
preproprotein
99276751 |alpha 1 twpe ¥ collagen 1.68 £ 1.70 == 5, ECS ECM
preproprotein
4503957  [gamma glutam W 1,67 £ 0,003 ‘ez 5, ECE Ly
hydrolase precursor
34734062  |fibulin 1 isoform C 1.65 £ 0.03 Yes 5, ECS ECM Yes
precursor

_11_
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[0056]

[0057]

[

% 1-3]
34734066 [fibulin 1 izoform O 1,65 £ 0,03 Yes 5, ECS ECM Yes
21536286 |brain creatine kinase 1.57 £ 060 No Cy
4753906  [zerine (or cysteine) 1,57 = 061 No Cy Yes
proteinase inhibitor, clade
B {ovalbumind, member 9
SEES2966  |transforming growth 1.57 £ 061 No 5 ECS M
factor, beta receptor
4504183 |glutathione fransferasze 1,52 £ 0,583 Yes Cy
4557032 [L-lactate debwdrogensss 1.45 + 0,83 No Cy
B
45265938 |profilin 1 1,45 £ 0,59 Yes iy, Mu Yes
42740907 |clusterin izoform 2 1,45 £ 0.89 Yes 5 Wes
4504573 |hexosaminidaze B 1,35 £ 072 Yes Ly
preproprotein
2099639500 |RPE-spondin 1,35 £ 0,70 Yes 5
23110957  |cathepsin H izofarm b 1,30 £ 052 Yes Ly
precursor
105990514 [filamin B, beta (actin 1.30 £ 052 Yes Cy
binding protein 278)
209364544 |calswntenin 2 1,30 £ 052 Yes hd, ERM, Ghd
4507725 |fransthwrein precursar 1,28 £ 043 Yes 5
5453678 |epididymal secretory 1,258 £ 0,48 No S
protein E1 precursor
23065552 [glutathione S fransferaze| 1.28 £ 0,55 Yes Cy
mu 3
55743096 |collagen, twpe X% slpha| 1,88 £ 055 No 3 ECS ECH,
1
57242757 |calsyntenin 1 isoform 1 1,25 £ 0,55 No ERM, GM, P
BE346689 |dickkopf homolog 3 1,256 £ 055 Yes b4 Yes Yes
precursar {Hepatic
stem
cells)
115527062 |alpha 2 twpe ™ collagen| 1,256 £ 055 Yes S ECE, ECM, Yes
izoform 2CE precursor M
11342666  |[mafrix metalloproteinase 2 | 1,258 £ 0,49 N S
izoform & preproprotein
4507171 |secreted protein, acidic, | 1.23 £ 056 Na 5 ECE ECHM, Yes
cysteine—rich Ekd
186910296 |haptoglobin isoform 2 1,17 £ 0,44 Yes S
preproprotein
194097352 |ADP-rbosylransferase 3| 1,17 £ 040 No ]
izaform o
161702986 |ezrin 1,14 £ 0.21 Ho M
4503107 |eystadin C precursor 1,02 £ 1,67 Yes = s

"More than 2-fold increased protein in 1CG+ cel-CM in three dependent expriments
“swerage fold increasement inc ICGF cellz=CM, compared to |CG- cell—CM, All data were expressed as mesns:SD
fram three independent experments

=3 secreted, ECS exfracellular space, ECMW: extracellular matix, M: cel membrane, BM: basement membrane, Ly
Iysozome, & golgi spparatus, Jo cell Junclon, Cy cvioplasm, Mo nucleos, Cho chromosome, ERM: ER membrane,

Gh: golgi membrane, PM: postanaplic membrane
[Tizsue distibution of detected proteins and their subcelluler |ocalization were sesrched by Bioinformatic Harvester

(http: Aharvesterd fzk.de) and WikiProtein (http:A/wikiprofessional, org)]
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[0058]

[0059]

[0060]

[0061]

[0062]

(3 2-1]. PAAe] shojshs T
Accession Prolein name Average Expressed Subcelular Liver Cel growh,
Rsc mbio | prokeins in| locolizaion” | regenerabion tissue
(~ logl+ /Y Fwers and remnodaling,
development| angogenesis
or anf- apopiogs
1152958675 |complement component 3 B.58 £ 0,87 Yes 5 =]
PrECINSOD
5031363 |galecin 3 binding pmdein| 5,46 £ 0,50 ‘Ves S, ECE, ECHM e
189217853 . |makix meklloproteinase 2 3,92 £ 0,95 Yes S Yes
izoform b
183083732 |gelsolin isofom c 3,78 £ 0,63 es = e Yes
{mor-paren
chymal
cells)
1449536595 |nidogen 2 precinsor 3,57 £ 0,25 | ves (fetal | S, ECS, ECM, Yes
liver) Bt
4507509 |#ssve inhbitor of 322 +1.20 Yes = e
mekllopoEeinaze 1
Precuvsor
91823602 |auvintaxdn isoform 2 321 £1.53 Yes S ==
prepropo iein
109150416 |perosidasin homolog 310 £ 0,48 ‘es z Weg
206597445 |aipha 1 type XM 3,08 £ 1.24 Yes 5, ECS, ECM s
collagen isoform 3
PrECUTEOD
§9363017  |alpha 2 thype ¥ collagen 2,99 £ 1,14 | ves {fetal | S5 ECS, ECM R (=
prepropoien liver)
144226251 |chitinase 3-like 1 2,95 £ 0,52 Yes 5 Yes
197435035 (fbulin 5 precirson 2,87 £ 0,65 No S Yes
5553069  |vilmnecin precursor 2,66 + 0,45 Yes 5 Yes
51873067 |(quiescin Q6 sulfiwdnd 2,59 £ 1,26 Yes S ==
oddase 1 isoform b
75709193 [nephronecin 250 £ 0.78 | Wes (fetal | 5 ECS ECM Yes
liver)
39725034 |serne {or cysteine) 2,50 £ 2,56 Yes 3 e
profeinase inhibilor; clade F
(alpha-2 aniplasmin),
member 1
197435852 |deconn isofom d 2,40 £ 0,69 Yes 5, ECS, ECM Yes
PrECINEON
34734062 (fbuin 1 isoform A 232 £ 0,22 es %, ECE, ECHM Yes
PrECINEIN
221516738 |growhh amest specific 6 220 £ 0,59 | Yes {oval = “res Yes
izoform 3 cells)
115527070 |aipha 2 type W collagen | 2,01 £ 1.27 Yes %, ECS, ECM Ves
isoform 2C2a precursor
2548562 (makdin 2 isolom b 1,95 £ 051 g {ovel 5 b=
PrECANSOD cellzs)
4557321 |apolipoprolein A-| 1.89 £ 0.3 Yes H e
prepropo iein
4505047  |mican precurson 1,86 £ 2,46 Yes 5, ECS, ECM, Yes
145556654 |polydom 1,79 £ 0,95 Yes = Yes
5501956  |folistalin-ike 1 precursor 1,74 £ 0,69 No S Ri=
34734062 [fbulin 1 isoform C 1,65 £ 0,03 Yes 5, ECE, ECM Yes
PrECINSIN
34734066  [fbulin 1 isoform D 1,65 £ 0,03 ‘res S, ECS ECH Yes
4758906 |serine (or cysteine) 1,57 + 0,61 Ma Cy Wes
profeinaze inhibiior, clade
B {ovabumin), member 9
45265595 |profln 1 1.45 £ 0,589 Yes Cy, Hu =
42740307  |cluslern isoform 2 1,45 £ 0,589 Yes S Yes
EE346639 [dickkopf homolog 3 1,28 £ 0,55 Yes = e Yes
[% 2-1]
DTECINSON {Hepatic
stem
cells)
115627062 |aipha 2 type W collagen | 1,26 £ 0,55 Yes S, ECS, ECM, Ve
izoform 2C2 precursor 2]
4507171 |secreled protein, acidic, | 1.23 & 0.66 WO S, ECS, ECM, Yes
cyskeine-rich Bt
4503107 |cystaliin C precursor 1,02 £ 1.67 Yes s Yes

=18 9
2t

FAIE o]9)e] AME(ICG- cells)old F=
A

bowjolE I A EREE Fk wslete], &g e BAF AEACGH cells) R g AlS

B 4] (conditioned medium)®] secretome 2ol 2]3j

wudel £8 ey mwoldh,

e
B
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[0063]

[0064]

[0065]

[0066]

[0067]

[0068]

[0069]

[0070]
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A A (Lst) B4 A3}, ICGH cellse AR AR HEF = @A) == 1167], ICG- cellse] ZAnIA|
T AEEE gAY £ 43, F a5 ol dEFHez WA E duldo) e 1184¥ ., F A (2nd)
2 oA HA(3rd) BEAA3, 22 15770 2 102702 el o] [CGH cells] ZABIX o7 HAE o, 26274

[e]
9 927]9e] Aol [0G- cellse] ZAvjA|o| vt WAL om 1017], 387]¢] @wldo] F 1F 7to] FEZ
o2 AEFEE dwEz Fgolx Q).

2% Al MO secretome HEAIAIANA, A HY AY =
A A 2}, 10G- cells Z7A8IX] Yol A ] oA kel u
T 204, AEiE 287/ @A = 121719 Wl Ao] [CG cellse] ZAMIA|AA Aoz @
HRem, 166719 Tl do] 1CG- cells] ZAMA A Fldoz e oz AEH= AL

o
o
k)
i
)
[N}
oo
3
=
av)
£
i)
[
o
)
[*p}
+
(@]
@
73
o
BN

T 38 ICGH cells ZAMAANA 1CG- cells ZAuA o] B]Eto] Atz o2 2u) o] =713 vula 847y =,
1 AR B B AR dudEs (g g aEiz), 2) AxE AR, 27 A, 33 A B AEAL
WA #EE dwds (3 dojadz), 2 3) A7 F U 71%E S drba g damds (@
gz Z)Ql 34719 wild X E JERd =t

A 3: HEE F= EES o83 Aol TIAIE ¥ TAE =3ujA o HEE AL a3 <l

558 2AMAE FUa] A% A, AREE weld 1A8e FEIAT. 5 U 6
H 1

=
npg-20] CCly(carbon tetrachloride; sigma)E &7 ol FAHEZH 24 o] 10% CC
A 20 ¢ B 100 pls 54 W FAbste] HEEs stk CCly 9 244111
ITS medium), &% I1CG- cells ZAMA, §FF 106Gt cells ZHMA 800 pls 747 AF S
&2 A 9 3 Fell AY o
stgde] EZulet & HH35le] hematoxylin 2 reticulin GAS Eslo] 2xstd WIE &
3 =

4] % PECAN 941 Bstel, 3+ AY %8 Hssinh,

ot 5 N
ol
2N 2

o

"

e
oo
ol

QL
32
a2 0

S
ol -
ol

7,

=
[N
=

AT MolE AL fo) BATERE 22 2OMAS 128 APEE vl g
8% 9 A4 5 dee mvolt

%3k ICGH cells Z=7MA], 10G- cells 271 ¥]#], 7] 81X (basal medium, ICG+ cells ZZAH|
s ZAMAE BgstE 718 9X), 2 PBSE HHE HFFE Edo S ot FY 3¢
T, &= AR ICGH cells Z2AMAE FUA] IR 3 EHASS hematoxylin G4 2 reticulin G4

Sl gkl (2 4a B o4b), 10GH cells 271 mjAe] FSjo] wheh, APTE o] HA|xe] F2Ao] F
< Brdu 948 F38 & on (& 4c B 4d), AETE 229 11 =22AY 9 v 8 (sinusoid) =
S5 PECAM 948 Fa] st (2 de B 4f). T3, ICG+ cells Z2AMA F94 F, APEE9]

el el Arerk AW 1L Aol Hste] S7HEE 2SS (= 4g).

o
S
2
'
0Q
rr

ox Hi
P
b
0%
o

i

7Yz} ok 204)
] 2 ICG- cell

N
— 0

o W
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Numbers of detected proteins in three independent
secretome analysis

1st

ICG*

2nd

G ICG-
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EH2

Protein abundance

=]
ra
I
L=}

-

Abundant secretome in
ICG* cells-CM

=

Abundant secretome in _
ICG cells-CM 166 proteins

|

121 proteins

Cellular localization Production in the liver

Bextracellular [ icytoplasm B known

‘Membrane [JliNucleus ~ Unknown

5.4%
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PBS Basal medium

Hematoxylin

ICG* cells-CM
[ P . o,

- B AT IERONR 5l
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PECAM DAPI
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= on
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ICG+
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