2.6.2 EEHABROBEX HEERIZEKASH
Cx601

26.22.1.4eASC IZ & HHI{HME T MlnDEL
eASC & PBMC H#HERIZI T D Treg DFE
WATERE S 42112 (%) ,-3 (GHf)

CD4 5% CD25 Bt kil T Ml (Treg) 13 H CAERB O FIHIZIH W CEHEEREE %
R L TWD[12], Treg iE THIROME L, YA A > OpEE, AOPUROEA, B
O/~ 7 07 7 — VU OBREEZIIHIT 5 2 L AURI TV BH[13][14], MSC 2SRIE % il
THIOOEEREFD 1 D) Treg DFEATH D &0 D FHEIL, T 6 Mllia o502 i Sk
NEETHDLZ L ER LTS, £, Tregs IE MSC 2 X D HERESIHIVE A DR BEE Z 1T 7200
ZEPHE SN TWS[15],

EROMEIZIES X eASC % in vitro TIEME(L PBMC & il 5 F TH:E238 L Treg OHIM
pimasng o e wEx2e32: wEEE S KK . =
W15 B ER L, &5 =Migicon T, FACS (#aiEElben Yy —7 00 7) ZHWT
Treg ORI 53 (CD4 Bt CD25 Bt) (231F % Treg B~ — I — /43 DI BL & AT L 7=,
ZDOfER, eASC & PBMC D 3LE:3 THEE S u7- Treg ML, FOXP3, CTLA4 & Uf CD62-L
BT 503, CD103, CDI127 KUY GITR ORBUIFED Lo 7 (1% 2.6.2-12)

100 1 B CTLA-A HFOXP2 m (D102

920 -

mCD127 m GITR m CD62L

Percentage of expression on the Treg gated population

2.6.2-12 eASC (2 & Treg DFE
eASC & PBMC #% 15 HILH5#% L, Treg M@y (CD4 B4 CD25 Bhfiia) (2351 5 CTLA4, FOXP3, CD103, CDI27,
GITR, CD62L D FBit % FACS fif#T L 7=, CD4 [t CD25 Rtz R 07 «+ 7 2 v ha— L& U FBGME OB W I 20%
k&L,

Treg FHEIZK T HEREREMFOF
WATERIE R 42.1.1-2 () -3 GHE)
KIZ eASC & PBMC D F:E536% CT & TW S TV, Treg DFFEE# it L7z (s
2632 wrEE S | B - 2%, cASC & PBMC A7 TW &
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Cx601

&

T OIEEREERTIX, Treg DA BEREINTFED LR -T-Z &b, eASCIZ X D Treg
PEANIT MR RS L ECTH 5 Z e m Sz (K2.6.2-13)

IR DEER B, eASCIZ KD Treg HFEFALLNRA . eASC (T K - TEFEN LAY
WZH72DENDINE I MNEHL N TIERY, —DORFEMEL LT, eASC SO [H
K O O O FUFIRRANE (APC) 1 78 Treg ORI I HEAIIC 8B A KIE L T 5 Al fErE
WD, HlxIX, eASC 7S Treg DIGIHIZ B %2 KT T AlRett & LT PBMC IZ5 £ 4L 5 filide
TRAIBEOFAEI 2 LTV D A[REMEDN H D | eASC PR RO £ iH TR LA b o
ADOEBT 0T 7 ANV EGERERICE ST D AR HE STV 5[16],

50 ~

40 A

30 A

20 -~

% of Treg over total CD4

NO ASC ASC CT ASCTW

2.6.2-13 eASC MEMEHBRUVUFS VR T ILEHKIZEL S Treg DFEE

&ML PBMC 1% eASC & il e OV T A VT 14 ARG L2, CT Ml
TW: ks F v 27 = V44

eASCIZ X > THEIND Treg DHIX :
INTEEIE S 42114 (25)
eASC THE XN D Treg DHKZ D72 . eASC & PBMC % 15 A ILEE#E L7256 &
eASC & PBMC (Treg MifldZBrZs) % 15 HMILEGE L7256 O Treg Ml A 84l L7z (1
%2632 wEEES D . <o 5. 75 She Treg Mlalicmi# ©
KERZEZIR Do T2D T, eASC 1LFE Treg 705 Treg HHIMA~D /3 & 3583 5 Al EEE N /R &
iz (X2.6.2-14)
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26.2 REABOHEX
Cx601

0
H

EmIFHAH

B PBMC+eASC
[0 PBMC (Treg depletion)+eASC

Percent of positive cells

Treg population

2.6.2-14 eASC #L1= Treg BAFBIZER SN B

CD25 % BREXIIFRE SN TWARWIEME PBMC & eASC O HEE#E % 15 HIEM L, Treg O &A% CD4 K CD25 FEi
WCHRSWTHEE L,

eASC Z I L7z Treg FHEIZIBIT 5 IDO D&EE
INTERRE B 4.2.1.1-5 (GEM)
ZIVE TORER T IDO 28 eASC DA FHFL EME IO THETH L Z L2 L TVND
(2.622.1.3T8H) , ZZ Tlk., eASC /L= Treg a5 IZ 81T 5 IDO OEENZ DUV THIGE L
- gz 2632 wEEES KGN . - 5. 500 PBMC & 57 eASC
DOHEFR I T, IDO %/ v 7 7 7 b L7z eASC(eASC-IDOsi) & O HH538 Tlx, Treg #ia
BEREMIE T LTz, 72 &ML PBMC & IDO Z1HF HIIC R EHL L TV % eASC(eASC-IDO)
& ORI IDO FHEA] (1-MT) 2L TH, Treg MAOFHE LMK T L TE Y, eASC I
£ 5 Treg Ml DOFHEIL IDO OHBUMKFT D Z R (K2.62-15) . BLEDZ &
5. eASC (X IDO KAFH) 7o & It L CIHE Treg Ml o Treg 2358425 Z & T, PBMC ®
WA ET 2 Z LR E T,

ASC IDOconstitutive
ASCwild type ASC IDOsilenced -1MT +1IMT

'-‘ | 1200 | 441% f 12121% ‘ | san

T !q.m

CD25
2.6.2-15 IDOZHRBFLALBEWVWXITIEEMIZHKIT I IDO AL - ASC #47 L 1= Treg f2 Rk
ASC wild type (eASC 4RI 7 m—> ) KON ASC IDO silenced (eASC IDO FEPEA 7 m—>) ZiEME(L PBMC & 7 H W3tk

# (/£X) , ASCIDOconstitutive (IDO [HFPIFEL S v —2) 1T I-MT 774E F 3ULIETFAE F CIEM{L PBMC & 7 H [ 3tR2%
(EX) . FEE#& T, Treg AL % FACS fig#r L 7=,
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2.6.2 EEABROBEX
Cx601

2.6.221.5Toll HEZEA ) H > FIZk b eASC O & INHI4E %D SR &

Toll B AR (TLR) X7 1 — [ & 5 e @ P RSE MR B R OV A sk B O R ’Be‘ﬁ@
L CTWA[17][18], TLR IZ X 2 AEMIRHUR OFRFIT. B R & A SUS O 51
VT IREREOF &L 220 | RIEOFEIZE G- 5[19][20][21], eASC I% TLR %f%’%fﬁ
T 5 2 ENHE I N TWD[22][23][24] £ 72, MSC OREREIX, 7 v — IR R OB Y v~ F 72
EDBYERIEMERBIZEET 5 TLR U W RRIMIZ K> THIfIi S5, FFIZ, eASCIZ &
2 L P9 JE PR B FL ORI TLR U T > RICHREE S D rTREMED & < . Z2HDS eASC Dy
TEIEAICEEE LTSNS D, 2 ZTlE, eASC D TLR U H v R~DIRFED B %
A L 720 < 27200 in vitro RBR OFE B &2 BT 5,

eASC (28T % Toll BZBEDRHER K OTEMAL
INMTERIE S 42.1.1-1 (235)

TFiifRar & LT, eASC @ TLR Bin -3 HLIE, eASC Hild2 5 RNA L, & |
TLR1-TLR10 OEEFFF BT T 4 ~—% H\ /= RT-PCRIETHIE Lz, ¥ X7 EDREL
%, TLR £ AT 7 7 0 —F )L HUA K O FACS fi#tr 2 AWV CRlii L 72, = OfEF, eASC 1%
TLR8 Z [ < 9 ~T® TLR ® mRNA ZFH 425 Z L2 H L, & 52 TLR2 KU TLR4 ¥ >
NRIEORBBRD btz (F—2 KBH) .

RIZ, eASC @ TLR U A ¥ FRIIIX 4 5 OS2 wf i L7z (PR 2.6.3.2 « A HEHK S
B . -/sC /3 PGN (TLR2 U %> K) | Poly I:C (TLR3 U #> F) | LPS (TLR4
UH > R) ROVODN (TLRO U 4> K) T 72 BERIHIEL L7z, LPS & O Polyl:C [, Mn A —
WA XL RUZALLZ—E (MnSOS) OFHBLZ< FHE L7225, PGN T3V FHE L) & i
Z &7, ODN TII#FEITFED b hr oo (X2.6.2-16 A) , eASC [T IL-6 K TN IL-8 % fH &
FIIZHEBL LTIV . LPS, Poly I.C X ONPGN THIET 5 &, Wi A b B A D3N IHEIC
REINT=N, 260U Hy RFKT, oW A N A > OEADOFHEIIBE I N>
7= (1X2.6.2-16 B) , eASC % LPS, Poly I:C /% PGN THIlIE T % &, IkB-a 22T/ S
AU NF-kB ¥ 7 FMRED A — RAMEBEI L7 Z LR Sz (42.6.2-16C)
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2.6.2 EHEFKEBROBEX HAERIEKRASH
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A B
LPS Poly I:C
- 01 1 10 01 1 10 pg/ml = miL2
; - miL-4
MnSOD - e e aon en e 3 ?g 8 e mIL-5
[~ IL-6
P3N s e e e e e ] D D miL-8
PGN ODN 1 =!|—L,i::%
- 01 1 10 01 05 2 pug/ml CONTROL IL-12
- S = - - = - m IFNy
MnSOD " B - . |miL-10
B-aCtin o — - —— — —
Poly I:C
01 1 10 pgimi hASCs hAiCs+LF?S
cox-2 - M “ ' ‘
E
BI0N  ——— i
hASCs+Polyl:C ? hASCs+PGN
FL-2
c
LPS Polyl:C PGN
- 15 30 60 15 30 60 15 30 60 min
I:B-¢| - Sl o p— |

2.6.2-16 Toll %ZBAK (TLR) U A2 FREBIZX T 5 eASC ORIt
A) eASC % PGN (TLR2 U &> K) | Polyl:C (TLR3 Y > K) | LPS (TLR4 Y > K) K UYODN (TLR9 VY > K) T
72 BRI L2y TLR 2 L72Mn A—8—FF L RO RALAZ —BOFER R 7 udx 7 F—P20R[E T A4
7 uy METHR Lz, B) a2 A b hA o OFEAIL, Cytometric Bead Array ffE i EEIC L W JIE L7z, C) NF-«B
VT FIVARE D A — ROIEMEALIT, kB-o D3 fEE T 2 A X7 ay N T2 Z EICEVIlE L7z, PGNXTF RS
YJr; ODN:A Y j‘%“z”ﬂevsw LAF K, MN-SOSMN-RA—/X—FF v RURALZ—F ; COX2:v7uatxFvy
F—€2; LA ¥—mAFr; IFNuyif ¥ —T7xvry; TNF-afEEEER -

TLR ¥ 7 VRTED eASC DRBEFEER I RITTHE !
NTERREEE 42.1.1-1 (B5)

TLR FIIIZ & % eASC DIEMEALDS eASC D FREIERIC B2 KT L TV D NENZ
74 % 728 LPS, Poly I:C X% PGN T 24 IR [ fili# % eASC Mifid Z V&M (. PBMC & 553 L |
PBMC Ml x4 % Hglb s e 2 g~ gz 2.6.3.2 : @5 =% 5 || G -
ZOFER, eASC NV T FERH L T TLR ¥ 7T IVRENFER SNDHIZHE00b 59,
eASC Hif > PBMC HFEHFIEME I E I N o7 (X2.6.2-17) . eASC DV H 2 RHilJK
Rl 2 72 FEfL 5&% L7856, VY FREZEL LIESHATH eASC O PBMC HEFHFE
ERIZKIT 2 BIIRD SN holz (T —FRKBH) .
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&

4 x 10* eASC

. <4, g
&l Iy T PBMC uns
2 )TN Y PBMC stim
ik Vi 7= PBMC stim + ASC
2 AR PBMC stim + eASC +LPS
~

¥ *H-? PBMC stim + eASC + Poly I.C

>,
= PBMC stim + eASC +PGN
CFSE

2.6.2-17 TLR &M eASC [Tk 5 ') U /\BKIBIEHEER

t MEME(L PBMC % LPS. Poly I:C XX PGN T 24 IFERIHIM L 7 eASC & L4538 L. CFSE AFikikic & v Mfa s il 2 W &
L7-, PBMC uns:3Ei&ME(L PBMC ; PBMC stim: 1§ £{k PBMC,

eASC Z 4 L7z IDO {EHIZXT 5 TLR ¥ 7 FNABEEDE

AERIE S 42.1.1-1 (%)
IFN-y IZ eASC #lifd > IDO G A2 #HE L= (2.6.22.1.31H) , £Z T, TLR U F v Rfli%ic
£ % eASC MlEZI1F 5 IDO IEMEDFHEIEM i~/ (K 2,632 : EHE
B - 5. LPS RUPGN CHIIK L7- & %, eASC TOF X L = /I
BH SN0 o7 (1¥2.62-18) . L2>L. Poly I:C i%. IFN-y i IDO #FEiEME L v i
Ko7z b DD, fiFt LI miRE T IDO JEME A 758 L7z, Poly LC ORIIZ Y A /LRI K
% IFN-y ZBEOFEMALICEBI L TWD Z &b, 590728 5 IDO EMEA G E S v/ Al ek
DHEZHIND,

PLE. eASC Ml CTix TLR #IRKIZ L 0 ¥ 7 F NVRED A r— ROTEMAL, WTUIZ W< Do
DY A M A KROIDO FENBEINT-Z 0D

. eASC [FTHIE K N A v ARGy % B n
L. IEHEEND Z EDRRBEINTZ, LA L. invitro TD eASC O Z 3 5 sy ~DIEFE L.
FEHIIEIZ L B U L RERBFE L EVE I ZIT S Lo 72D T, TLR U H' > RiX eASC D%

FEIEH 22 b S ERnWZ RSz,
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&

25 ~ EKyn
OTrp

N

15 4

Conc (pg/ml)

10

L il
10

¢ IFNy 01 1 10 0.1 1
LPS Polyl:C PGN

T T T 1
0.1 1 10 pg/mi

2.6.2-18 Toll #ZHK ) H > FRIEKIZ K % eASC ? IDO FEFE M
eASc #ilfd % IFN-y 777E F T LPS,, Poly I.C XX PGN & 72 B¢fEI5#E L, & FiEHF oLV v 2 VU P b7 7 VREZN
EL7-, BKyn¥XL=" ;0 TpbhV 777,

2.6.2.2.2 in vivo &R
RITEHES 432 (35)

7 v — R R ORLME PR HEE LA S 3 2 i U R B 7 VS FE(E Lo 72 2 & e
O, BIEICEEEEST 5 ET NV E WA IMERBIIER CTE ooz, L, AR
BRIND 7 v— B TITHEERIENBIE INLSDO T, HILERIELELT 2 FERE
7 V% V= in vivo BRI, in vitro T/ S 472 eASC DS EFREIEHICOWTE K DI H# %
/HZENTED, KT, 2,4,6- ) =X B 2R (TNBS) R~ U7 AK
FaE 7T V% VT, eASC DIRH IR D F3iE & AE BT O it 2 37 72,

262221 HMERWN-EMNMUERE : E F eASCIEY IOV RKGRDABEERET S

RAEMENGIR B O IE IR EIC I\ T, TNBS %~ 7 A KBRET Vi, BRI
FHREINTEHERIETT VL E L TRBILMEHEIN TS, FET VL TNBS 2~ U AH
BRI 2 2 & CHREOKRIBREFRT 2, ZOLNEIZL->TAELDIKIBRIZ, 71—
IR TR BN D IR B IRl U 72 B IR B9 & OSHARR LA A2 23 %, RET /LI TNBS @
BB G L0 RIBERTER SN, EHICATT o CEM S -3 CHURICkT 5 T #ika
NEMEDRIERIEEF R T HEEZ LN TN D, LFRERET VICKT 5 eASC DHENIEE
eASC Z#IENENEE G325 2 & Tl L7 (f%E5 2.6.3.2. Gonzalez et al. 2009), AFKERIZ
T-RMMIE H & 3 2.6.2-4 ([ZiC# L 7=,

#&2.6.2-4 TNBS XIZXETI TOFMIER

LK OEE

1 D S % i e i

FEE A OMIGEIZEBIT DY A A VEA
Treg®D %5 &
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&

eASC B RBR~ U A DEERD RO TR KITTRE !

TNBS ERFNH 51 L 5 RIBRFREE, ~ 7 AKX 10/ E 725 X 5 eASC ZEFENIC
JRAPTBEE- U7z (BE%E5 2.6.3.2 : Gonzalez et al. 2009) , KGR~ 7 ADKEW/D, EFERLW
578~ D RIEVEAILIREIZ M IE T eASC DB Z LU TIZR L72,eASC 1T~ 7 ADIKEFD %
FBERAAAIINE Lz (2.6.2-19A) . 10°HIRZOEIENESICLY . ~ v 21310 AR &
TS HRRE & MR O REICEE L72A%, 3x10° Mo 5Tk 0 A B & ARED 1L E
TORERETHo7, LIB-T, 10 HHETICY Y AOKELX IEF 2 L~V E CTRIE S
5 E/ANEZEIT 1M TH 72, S HIT, eASC B EIC L 0 ~ 7 2D AEFRNLE LT-
(4 2.6.2-19B) ., E7z. eASC &L TRIGR~ U A DR ~O 0z MR M 238 Lz (X
2.6.2-19C) , BEHREGHEMKICK T D Z O X 5 R RIEMRORBIR T IX, MBI 2 7R0E
Tat ZOWEREIETH D,

A [—*— Naive B —e— TNBS Cw
—0— Ethanol 6 S
—v— TNBS 3 mg/mouse —O— TNBS + hASC (10) S
—o— TNBS + hASC (10 —v— TNBS + hASC (3x10°) 3
—=— TNBS + hASC (3x10°) —v— hASC (10%) =
100 (&)
24 o
3 —~ 80 2
E X 5
_g 22 = 60 8
3 ? o
g 2 40 =
@ (,3) 8
18 K () e
201 TNBS 3 mg/mouse 23838
Z £ = ]
0 2 4 6 8 an 1 1 1 1 1 J) L‘E
Time (days) 0 2 4 6 8 10 :32_3

Time (days)

2.6.2-19 TNBSSFEHRKIFATIRIIXT 5 eASC DR
~ U AH7- 0 TNBS 3mg (50% T % / — /VIZEEfR) Z NG90 2 S0 X0 KIBZ %275, TNBS £ 5- 12 K212, 3x10°
t L <X 10%HIf 0D eASC %~ 7 A ENEPNIC R G- L e IRIEICIZ 50% = % /) — /L X% eASC & Biph 3 5. LU 7= (A E D (L (A) |
ATFEE (B) « KAEMERE (1855720 O CD4 B HEMia% & OV CD11b et (C) oLy, lRRREE=¥—L7
(%% n=5-8) .

RIBR~TZATOYA A VEECHT D eASC DL

TNBS #%H~ U AKBRET VO RIGIZBIT DRIEMEA T 4 =— & —FEAICKITT eASC
5 DORBERGT U (%% 2.6.3.2 : Gonzalez etal. 2009) , TNBS #%~ U A KBRET
JZEWT, RIEMY A MBI A > (TNF-a, IFN-y, IL-6, IL-1B X VIL-12) M OVrE DA v
[Regulated on activation, normal T cell expressed and secreted (RANTES) K OY Macrophage
inflammatory protein-2 (MIP2) ]DREIFIRE X, eASC FEHKG-HE L Ll L T, eASC & 5-FE Tl
DUl (M2.6220A) o, SHIT, TNBS FEERIBRET MIZBWT, JIRIEEY A U1~
IL-10 DYREED eASC G2 LV B Lz, RIBIZEIT D eASC DIRFHZRHIRIEMFEMIZ. 25
PEE S DI 2 £ > Tuviz (1¥2.6.2-20B) , KGR~ T A0 HEELL in vitro THiEE L
7o Kb [ A i BRI B W C LRSI TP D TNF-a PEAE 1, eASC R4 5- D~ 7 2 (0.94 ng/mL)
£V eASC 5 L7~ 7 A (042ng/mL) T o7- (F—FZ KB\ . L=d-> T,
26220 A THIEINT., BFERIEAT 4 =—Z — O IL, eASC EGIZ LD~ T ZADHEM
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2.6.2 FEEABOMEX HEAEMITEKRAESH
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&

FEREZ %9 2 AR OV AN D ALK 5 D TiE 72 < . eASC #5112 L 2 RIEM IO TEM:
IEIHI LIS NTWA LD EHEESIND, ZHHDOFEEND, eASCEREICL D~ AKX
I T DRIESIEN IR S D Z EnRE iz,

Ao
IL-6 B Al T TNFu T MIP-24 6
L {40 ~
% - . 4
40 §_1_ .
20 O
20 £ ﬂ ﬂ 2
Rantes S 3f T L6 T IL-1p
__60 {40 B M
= 2 b
%40 % € " 3
20 = 2
QL L
D 20 o III
= 12
E 0 0 oEBm=mlle ==llm 0
7 RS FE RN EETRE
IL-10 . ® &)
- : Pie2zsi2eiz
o 40 9 Hog )
= 2 g
o 6 = -
&)
2 20
o 3
(o]
O 0 0

10

o
s & 8 8
: ;
*
'I-_.'I
=
. =
!
o M
o

0 O W g O © 0 W g O
2 ) @ c vy =2 ) @ c O
S £ Z2 @ < & < Z & <
Z£1—5-+:2.=»—£f
w o W

m m

Z =

= =

26.2-20 KBEIIADY A FHA UEEIZXNT S eASC DEE

TNBS # 3 KGR~ A2 eASC & 5-L, (A) fHEEY® (B) MEFOY A ML U IrEhA U EREZRE L (K8
n=5-6) . *e¢ASC K5 D TNBS %~ U A KIHKET /L & Ol T P<0.001,

KGR~ 7 2B 5 eASC 2 X A H#EME T MBRFBEER -

WIZ, TNBS %~ 7 A KGRET VICHIT 5 eASC DIRIENED, eASC H-~ T A D
I U o <H (MLN) O Treg lZK1FT 200 & 9 et L7z (%2 2.6.3.2: Gonzélez et al. 2009) ,

Treg 78 eASC DIGERDBEHMNIA T 4 =— 4 —ThDH Z L Z 7729, b b eASC &5
~ U AMD CD4 B T Alfa (RIEVE CD4 Aifuf O Treg CHERL) AR L, KR~ D X
HEALT, ZORBRIZEBWT, eASC# 5 Lz~ 7 AHkD CD4 51 T Mk 2 A L7 KRG
R~ ATIL, eASC G-~ U ZAH RO R 2 EA Lic~ 7 ZITHAT, KR OGER

(ARET, ECER) gL (K2.6.2-21) , —J7, eASCH G~ U AHRD CD4 (HPE T
AR D Treg ZFrE Lol 2 AT 5 & RIBRIFIERIZHERL LT,
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&

—&— TNBS
—0— TNBS+CD4_,.,

—w— TNBS+CD4,.
—g— TNBS+CD25-depleted CD4,. .

8]

[=)]

=

Q — a2

B 8 2

] L

=5 —

2% - g

5 -

S . g

%V 0 90k

=]

@ 0 1 1 1 1 1 1
0 2 4 6 8 10 12 0 2 4 6 8 10 12

Time (days) Time (days)

2.6.2-21 eASC OEXIIxtd 5 Treg DG

eASC K5 (CD4conuo) X 1E eASC #5- TNBS # %~ 7 A KR ET /LD MLN 2> 5 558 L7 CD4 57 T MR (CD4y.) &
Y CD4+CD25-T #ifid (CD4+CD25-depleted CD4,s.) % TNBS #%~ 7 A KRBRET VICHEFBME L, v U ADEKELL (&
) LREHRE (HX) ZREFRICBIE L (BHn=5) .

*P<0.01 TNBS £ 5% 7 & & D bz,

2.6.2.3 BIRBIFEE AR
eASC DEIRAYFEFEATRILEN L TW7ewn, LR OREFRIE, Cx601 D E L < W AFFERY
RO REMESMENZ L 2RI LTV 5, FEIT 2.6.4 & 2.6.6 12”7,

- T P9 JE BH K OVELRG N % 5812 & D e ASC D AR 3 iR IZ V) TLeASC #5112 X 0
MRS Je ONVa B M O RERRR BRI FLILER D B e o 72 (2.6.4.4.1 5 % 2.6.5.5) &

16 [BIfE (PD16) W72 eASC # HWo B R O RE & G- 2kl N4« o b
FRBE T D eASC #5102 X v ik 20 B OV B VE ORI ELAT 2SR B - 7=

(2.6.6.2 K11 2.6.6.3; % 2.6.7.5 K1} 2.6.7.7) .

- eASC 2B AR & OVE M L2 53 (b3 % Al et 2 ft L 72 in vitro 3Bk TlE. eASC DJIE
WIARIE K OV Ml iE ~D (L RRIL. PD OEIIIFIZIE T 92 Z &R Sz (2.6.6.83 ; 3%
2.6.7.17E) ,

2.6.2.4 T2 MFEEHAR
2.6.2.4.1 hIRHER
RITEHES 4.2.3.2-3 (FH#)
K REMERES 20 GO MMIR X — K Z >~ & (Crl:NIH-Foxnlrnu) (2, Cx601 (PD16) @ 0.2, 1

% 5x10°Hif/mL O 1 mL/Z > k% 2 @M T 2 EIFEARNE S Lz (£ 2.6.3.4;
B . e 20 BLC IS RO Y LAV E RSB G LT, R
2 1% S O 26 2 1SS BEHERES 10 Bl 2 2N E R E Lo, ol 5-1% 26 R OB 52
HIFNC IV T, PRI R IS XT3 5 A 2 HEEBI 2/ A 5FM L (Functional Observational
Battery test : FOB #4r) 4 VTRl L 7=,
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=
H

EnIEKAH

0.2x10% FHBREDME 1 3B 173 BT, 1x10° HUBRRE O 1 1 B2 3455 196 BT, 5x10°
AR O MERES 1 BN E A EAVEIEE 26 A OV 166 H I, BN O BIEE DK T, &A1k
KO/ M7 EZ2R L THLE LI, ;n%ﬁ%%;m@%nt%tiw?ﬂ%%i
B LW EE X bz,

FOB fi#r (HZ&EB) &, 178137 A —F | Wil R OIS E) TRl L 72451 7
A—=HIT, Cx601 HHIT L DB D bneh ol

26.242 DMERKRUVIFRIER
Cx601 DL A 5 Je ORI ER RIS 5 2 MK F R 1T 2 i L Tuhe vy, Zeds. Cx601
@%ﬁ AR A AR U TR M S V7 LM E PHHE G N 4 B O RN 0 A il B Tl B M
2215 D AR D JHTED I B AL, € O ftligigs |2 % 5 L 72 i 0 45345 1G58 O b iein o 72,

2.6.2.5 RNAZFHEYHEEARR
eASC 3t MMM TG TH L Z L 2BET DH & eASC Z W73 T FHI M A B.AEH
ARBITED ThneEXbND, LinL, —RIUICKRE S D 7 v — JFiaiR D eASC D
TEMEIC TR B LM T 5720, *@0)?&&%%%7}’@ Lz, 7 m—diO0ERDIGHITIL
MTX KON AZA 732 & OG5 i i 58307 QNS HE TNFa BFI 28 Vv 5 5[4][5]. 7 82— IRICfE S
I ¥ J5] R 0 LR LB D FTRE 7 240 B 3618 eASC DS FEIE I 2 2 b S8 5 i )
ZH ST S 72, PBMC-eASC @ in vitro &7 /L& W CEEIOIER 2Kt LT,

2.6.2.5.1 eASC O REREERICK I 5451 TNF HAIDEZE
RTEHES 433 (%)
A7 VX~ T DL MRPTNFa €/ 7 B —FHiikid, 5020 a2k L, RIiE
7 a A& H# 5, TNF-a (XRAESS ORI E L, TNF (X7 12— 56 O 58 RAEEBAL
TRDOOND[25], A7V F~TE, 70— IFOIREICHND T & u7-H TNF S5
TH Y, 1999 FITPERM THGR S 4L, FAEA K OWHMEHER IZB W THIN DR RREEAI & S
TV B[25]26],
eASC ZIEME(L PBMC & 363558 L 72558 RIG ROV 7 0 2 7 = )V SUTHEAR S T O i3
MRIZA 7 )X o~THFML, eASC ® PBMC HFELEERICKIET A7 ) Fv~T D
ARG L (BEEE 2.6.3.5 : #HEEFE S DelaRosa et al 2009) . = DfER., eASC OIEM:
{b PBMC 5B % B BEAERIL IFNy 2875 Z & TaFE s zn (X2.6.2-22A)
TNFo i TIEFFE SN Do 7, WIS, HURIZE Y TNF-a 295 L TH eASC @ PBMC (2
9D EERICEEBITIRO Do 7208, FURICL Y IFNy 2RIl A, FT v
A = VRS T eASC AT L 72 PBMC %3 2 s 5l BH 35 /E FH 23 bR < v 72 (K2.6.2-22 B,
IO DOFERIND | eASC Z AT L 7o /e AP TNF AN L 0 RF S 202 L AVR
e X7,
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262 EERBOBEX REERTEHA R
Cx601
A B
O Conditioned supematant - hASC 120
B Conditioned supernatant+ hASC ccT
5 W
= 120+ c 1001 =
o 2
£ 100- T g 80
° 3
a 804 a
g % 60
& 60 & 40 ) . .
w 404 °° . T N
°© * 20 L -
o~ 204
N ol 11
0~ ' ' y Actvaed  contol  a-FNy  o-TNFa
RPMI IFN-y TNF-o PBMC
Conditioned supernatants Activated PBMC+hASC

2.6.2-22 eASC DEFERUVEIEICXT 547X TDER (in vitro)

(A) TFN-y X% TNF-a T 72 RFEHIB L 72 eASC DF5#E Li o TiE (L PBMC %358 (BB —) o & LT, eASC %
WL 72 WA U528 i CIEME L PBMC % 5528 (B 3—) , (B) HT IFN-y X 3$T TNF-a [HEE / 7 0 —F LK 3 pg/mL
TE1E T TOEME(L PBMC Ol &2 R$, &ML PBMC OHFE%Z 100% & LT (R —) #RLT,

* p<0.05 (Student t I 7E)

26.252 A rLFY—F (MTX) RUTYFA T > (AZA) Hh eASC O REFE1ER
ICRIZTHE
RTERES 434 (%)
MTX KON AZA 13, RIEHNGEE B EOEMEREMSERE B OIREICR S —RICHERA ST
WD E K T H[27], MTX KON AZA X eASC OHIIEAE K OVEAFIZ 8 A K IE 4 7]
REMED & 2 REREHITH D Z LD, MTX N AZA 7Y eASC D AETF L OHEFfIC KIFE 352
Bt L,

eASC DATFR L HFHICKITT MTX & AZA ODFE .

eASC @ PBMC HAFEBHLEIER 2395 MTX KON AZA OFER %2, BRI H S DR
D MTX XU AZA N 25 2 L2 X 0 METL72[28], eASC IZ MTX £721% AZA ZiRINL
T2 HXILT7 HEEE L, eASC DAELFR K OMEIEZ HIRuEAEY » 4 %> M THIE L7 (B
%ié% 2.6.3.5 Manchefio-Corvo et al. 2013) , £ D#EF, MTX 1% eASC el O A A7 K U5 IC

B ERIES VW ENRENT (M2.6223A) . AZA X, R CHA SN DIEE

Tl eASC DALFR K OVEFERIZW B M E S 72 o728 (0.1~100 umol/L) . =i

(1000 pmol/L) T 7 MED 72 b AL AAF IR M O AR S BAZE IR T L7z (B4 2.6.2-23 B)
ZNHDOFERN G, eASC DAFR KL OHIFAREIX, K EEROH HREICE VT, MTX &
WAZAIZE VIR T LW Z &Sz,
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2.6.2 FEEABOMEX
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=
H

EmIXHKARH

A B

By 2
- Jdw T

Wiay2
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T Ades Gy wlaliew I g £F
]

WTT &le (ki oy g
8 &

3 L1 1= ===} 3 31 1 B 133 33
AKX Ty e AR -

2.6.2-23 eASC DAEFRRMEEICHT 5 MTX BT AZA D ER

eASC ® PBMC HFEFELEVERIZRIET MTX RN AZA D5 -

MTX MY AZA 1% eASC & RIERICHREFREIER 26 L, £ O%EE EMIZ LY | eASC D
FEREICTH B R B2 KT T REMER & 5132, A UHEO S/ & oM EERIC X v
%E’J Z eASC DIERMFICEZ KT L, OFARFICHBER U PUER 2 7 3 /lietE s &
Lo LT2oT, ZbOEF OGN eASC ORIEREERIC KIE T2 % in vitro THET
L7z (BEZEF 2.6.3.5 Manchefio-Corvo et al. 2013) . £ DFER, MTX (1% 2.6.2-24 A) X% AZA

(% 2.6.2-24 B) I% eASC @ PBMC (Zxf9 % HESH L E/EH 138 &l ”Nt L7gnolzZ &b,
eASC & MTX X% AZA & OFRASEH IIHEHUEM L in vitro TITERD RN EAVRS
7=,

100 1, ) 1001
0O Nostm . ] Nostim

© gn B 5im < e B Stm
s B ASC 3 - @ ASC
o - 0 MTX100ug‘mil 2 solllT™ O AZA 10
§ 63 1 B ASCHMTX 100 g B ASTHAZA 10
) L

| O 40 -

=
£ 5 | 20
5l Pl ¥s L o 1 Bl M0 Ko B
G0 G G2 33 GI G5 G§ G7 S 61 G2 G5 G4 G5 G5 &7

Generalions

2.6.2-24 eASC ® PBMC #BHEEEFERICKIFT MTX R AZA DFEE

eASC O Treg FHERRIZKITT MTX KU AZA DFE :
F 72 .in vitro TD eASC D Treg FE/EREIT MTX XIL AZA D28 % 51T 72 by o 72 (1% 2.6.2-25)
(MWE# 5 2.6.3.5 : Manchefio-Corvo et al. 2013) , Z L5 DOFEHRIL, eASC DR EFREITER I
MTX kTN AZA OIRFRIZ L DB 22TV L A2R LTV D,
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&

16 1.85 2.18 2.03 1.89 2.23 Fold ofinduction
mr [ i [ 1

0-ASC

m+ASC

% of CD4+CD25+FoxP3+cells

100 0.01 10 1
MTX (ug/ml) AZA (uM)

2.6.2-25 eASC O Treg FEHEICHT 5 MTX RV AZA DEHA

MTX KON AZA FETEAE T SUIFFE T T, ASC 2 1% IL-2 (100 U/mL) THil#4 L 7= PBMC IZ2W\W T, 7 H#% O Treg
(CD4+CD25+Foxp3+#fifi & E#) OEIEGZWE L1z, B/ N—ASCIHEH PBMC; Hfh/I—:eASC % H PBMC N=3

2.6.2.6 EERUKER

eASC (3 in vitro X T in vivo iER THREFHEIEN 2 4 2 Z L AVR S uie, BALICERIT 5
U U RERDFLRIERISNT KT D eASC D& GAIIRIENES 7 TV OIR T A LT Y, RIENE
IR A HE & FHRRAETE 2 (3 2 MARTE M E L O W 7 835, L72A > T, eASC & U v )
Ko/ v A =27 Zat L, eASC SMEMEEMORIEDOHMEIZ ED X S IZFH G T D&
fR3 2% 2 LI3MH CTHEETH D, IHMEL PBMC % eASC L HIE#H T2 2 L2k V. eASC & T
M & OO EAER % W< 22Ol GRRIEEFE, T4 b A R R ORERIGME7R &)
MO FENT S 5 72 @ in vitro &7 /L & #ESL L e ASC D5 #E FREIMEH O O B IZTE H L7,
BT, 7 u—JFREORIEREEZBM L - ERTT V&2 AV T, invitro THER S N3
PVEF % in vivo CTHERR L 7=,

eASC DF S FREITERICBE 54 2B F 13, eASC— Sl & D35 K ONal IR MEIR + O i )7
Tholz, A LR FIZOWTIE, {EMEL PBMC 12 L Y PEA S U7z IFN=y 238 eASC @ IDO &
PMEZFEL, CABNERBETO N P77 2B ESE5 2 LI2L 0 eASC @ PBMC HiJl
Wt 2 HIHEER 2 35 2 LR ENT,

F72. IDO %41 L7z eASC OIEVEILIT, S0 RIER S &2 BIZHIET 5 Treg OFFEIZE B2
Th o7z, eASC Tk x 720 K1 L AHAAEH U, Treg MM OHAHEZ I L CRIESG %
T DRNICL Y, RIEMBOBEZE &, TOROMBEENMEEI NI LD LS
bbb,

TLR ¥ 7 FIVAREEX, RIERATICEIT D TLR U H v ROGFEEBET D & FEILORIEHE
HWIZBWTHEETHY, TLR 1L eASC OIEMALIZH 5T D AEEMENH H[29], Z DX H 7%
BLENDFEM L7z, invitro 7 /LICEIT 2 EBRICL Y| eASC X TLR 41 L7z v 7 F U RiE
ERBTDILENTEDLN, 2OV T F IR eASC OREFEER 2 E/iT 51214+ T
HDHZLENRENT, 51T, eASCIZHBW T TLR3 ¥ 7 F /UREN IDO OIEMELE 1726
T ENRENTR, ZHTHEICARSINTZT —Z (TLR3 774 LV 7 OREER L LTIL-4,
IDO XX PGE2 HEDHIRIE D T EAIND) & —FH L TWiz[30],

In vivo TlX, KIBRDOEBRET V&2 HWT, IBEDORIERISITHT 5D eASC DB Z st
L7, REBRETNMZEBNT, eASCHEHICL Y, BEOEEENMETT 5L & bic, KIiE
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2.6.2 FEEABOMEX
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=
H

EmIXHKARH

PEAR AL O G E Rk~ DRTE D AE S dv, RIEMEY A M I A COREMET L, PIREMSEY A
A OREN EH LTz, 26 ORERIE, REICER L7z in vitro sRUBRRE R & —E L
THEY ., HLERIEDOIERICE T D eASC OFIMEEZEMN T DL LD TH D,

ZAMEIEBRE & U TR X — N7 v N &2 W2 §R RN E & 538 T5EE L 721780

N P K O L RS 63 2 BRI IS 5 T Cx601 1% 5x10° il oo Jl & % T, #5id
FTREBFEEZRS R o0, £i2, FRBRTHEM L7 FOB MAEIZH VT, Cx601 1 5x10°
oD EE T, RPN T A —ZITHBEL RS o T,

PRI EAERRBR E LT 7 17— i OFEEIS R (BT TNF A MTX X% AZA)
IZeASC ZIBEFT S/ 2 A, Zh b O3EAT eASC DOIEMEEFICER 2R EL KITE
N EBNRENT,

LL k. eASC & RIETNIC T LTz & & | RFTORIEBREICAFET D IFN-y 2% eASC DiFHE
{bEFESHZ 212X D, eASC 1T in vitro & TN in vivo TR 72 % < DEFF 2 L CHRZE i
HEREZRET L EEZOND,
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2.6.3 EEHABRMESR
2.6.3.1 EEKER . —ER

BRI E . eASC

B oo HBR B Ik | Ehibk | mEBEE | wttaass | Ky
Primary Pharmacodynamics
In vitro
Inhibition of activated PBMC proliferation by |PBMC In vitro _ 42.1.1-1 %
eASC eASC
Effect of soluble factors on the inhibition PBMC In vitro [ ] 4.2.1.1-1 2%
of activated PBMC proliferation by eASC eASC
IDO role in the inhibition of activated PBMC  [PBMC In vitro [ ] 4.2.1.1-1 2%
proliferation by eASC. eASC
PBMC | ] 4.2.1.1-1 5%
Inducti fIDO in eASC In vit
nduetiomor FIm e ¢ASC oo CELLERIX " Menta et al 2014 43-1 5%
| RN s5
. PBMC : | EIENEE i i
Induction of Treg cells by eASC eASC In vitro — 4.2.1.1-4 :Z“”%
I 2 i
PBM
Effect of TLR-ligands on eASC activation eASCC In vitro _ 4.2.1.1-1 55
In vivo
Effect of eASC on TNBS mouse model of CSIC
colitis TNBS mouse model of colitis |Intraperitoneal injection CELLERIX Gonzélez et al. 2009 4.3-2 =

L09XD
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EETHEEE
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L | AR | B ik | wiaiEee | wmeaEEss | wsEeEEs | K
Secondary Pharmacodynamics
N/A IN/A IN/A IN/A IN/A IN/A IN/A
Safety Pharmacology
Effects on central nervous system — Rat/Crl:NIH-Foxn1™ (M+ F) |Intravenous injection 42.13 FEAM
Functional Observational Battery
Pharmacodynamic Drug Interactions
Effect of anti-TNFa on PBMC In vitro CELLERIX DelaRosa et al 2009 4.3-3 55
immunomodulatory properties of eASC eASC
Effect of MTX and AZA on eASC PBMC In vitro CELLERIX Manchefio-Corvo et 4.3-4 S
eASC al. 2013

BRI
CSIC, Serrano, 117, 28006 Madrid, Spain.

CELLERIX., Marconi 1, Parque Tecnologico de Madrid, 28760 Tres Cantos, Madrid, Spain.

..

F: females; M: males; eASC: expanded adipose stem cells;

IDO: indoleamine 2,3-dioxygenase; IFN: interferon; TGF: transforming growth factor; HGF: hepatocyte growth factor;

toll-like receptor; MTX: methotrexate;

AZA: azathioprine

PBMC: peripheral blood mononuclear cells; N/A: not aplicable;

TNEF: tumour necrosis factor ; TNBS:
MT: methyl-L-tryptophan; IL: interleukin;

2.,4,6-trinitrobenzene sulfonic acid;
LPS: lipopolysaccharide; TLR:
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2.6.3.2 M NEENMITDHHER

2.6.3.2.1 In vitro it E&

WERYE - eASC

AR O FEJHE AR R #5771k il R WEEE GLP @ | WEERES
Inhibition of activated PBMC Dose - eASC inhibited proliferation of PBMC and T _ Non GLP 4.2.1.1-1
PBMC proliferation by eASC escalation. lymphocytes (both CD4 and CD8 subsets) in vitro.
eASC Ratio - eASCs were activated by inflammatory mediators

ASC:PBMC produced by actively proliferating lymphocytes (mainly
from 1:200 to 1:25 IFN-v).
Effect of soluble PBMC Ratio - Conditioned supernatant from IFN-y-activated ASCs _ Non GLP 4.2.1.1-1
factors on the eASC ASC:PBMC inhibited lymphocyte proliferation.
inhibition of activated 1:25 - Neutralization of IFN-y in PBMC:eASC cocultures
PBMC proliferation by impaired the capacity of eASC to inhibit lymphocyte
eASC proliferation.
- eASC inhibited production of inflammatory cytokines by
activated PBMC.
- Blockade of IL10, TGFb, HGF, or PGE2 did not

significantly impaired the inhibitory effects of ASCs.
Involvement of IDO in PBMC ASC:PBMC - mRNA and protein of IDO was induced in eASC after _ Non GLP 4.2.1.1-1
inhibition of activated eASC ratio 1:25 stimulation with 3ng/ml of IFN-y.
PBMC proliferation by - IL1, TNF-a and LPS did not induce IDO expression.
eASC. - IDO activity was induced at concentrations >0.3ng/ml
-IDO expression and IFN-y.
inducibility- - Treatment with anti-IFN-y impaired eASC mediated IDO

activity.
Involvement of IFN-y on (PBMC ASC:PBMC - Treatment with anti-IFN-y impaired eASC mediated IDO |Menta et al 2014 Non GLP 4.3-1
IDO activity in eASC. eASC ratio 1:25 activity.
Effect of IDO on inhibition PBMC ASC:PBMC - Addition of IDO inhibitor 1-MT impaired the effect of _ Non GLP 4.2.1.1-1
of PBMC proliferation by [eASC ratio 1:25 eASC on lymphocyte proliferation.
eASC
Genetic modification of [PBMC ASC:PBMC - Clones of ASCs that do not express IDO failed to inhibit _ Non GLP 4.2.1.1-1
eASC and IDO activity in [eASC ratio 1:25 lymphocyte proliferation.

eASC-IDO and eASC
IDOsi-clones®

- Clones that constitutively express IDO showed a higher
inhibitory effect on PBMC proliferation.
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RO AR R #5751k il R e e GLP WM | WA ERRES
Induction of Treg cells by [PBMC ASC:PBMC - eASC increased a population of Treg at contact ; | Non GLP 4.2.1.1-2
eASC eASC ratio 1:25 co-culture condition with PBMC. 4.2.1.1-3
Induction of Treg cells by [PBMC ASC:PBMC - eASC stimulated differentiation of PBMC to Tregs, as _ Non GLP 4.2.1.1-4
eASC in Treg depleted eASC ratio 1:25 shown by restoration of Treg cell numbers in Treg cell
PBMC depleted PBMC after eASC: PBMC co-culture.

Involvement of IDO in the [PBMC ASC:PBMC - eASC increased a population of Treg through an IDO- _ Non GLP 4.2.1.1-5
generation of Treg cells by [eASC ratio 1:25 dependent mechanism.
eASC
TLR expression and eASC - eASC expressed functional TLRs. _ Non GLP 4.2.1.1-1
activation of eASC
Effect of TLR-ligands on [PBMC ASC:PBMC - TLR activation did not affect the capacity of eASC to _ Non GLP 4.2.1.1-1
eASC.mediated inhibition [eASC ratio 1:25 inhibit lymphocyte proliferation.
of
activated PBMC
proliferation
Effect of TLR-ligands on |eASC - Activation of TLR3 led to the induction of IDO, at a _ Non GLP 4.2.1.1-1
IDO activity level consistent with weak IDO expression following

stimulation with IFN-y.

* eASC-IDO: eASC clones with constitutive IDO expression; eASC-IDOsi: eASC clones containing a specific siRNA to silence IDO expression:

A BR it 3:

CELLERIX., Marconi 1, Parque Tecnologico de Madrid, 28760 Tres Cantos, Madrid, Spain.

L —"

F: females; M: males;

eASC: expanded adipose stem cells;

IDO: indoleamine 2,3-dioxygenase;

toll-like receptor

IFN: interferon;

PBMC: peripheral blood mononuclear cells;
TGF: transforming growth factor;

N/A: not aplicable;
HGEF: hepatocyte growth factor;

TNEF: tumour necrosis factor;
MT: methyl-L-tryptophan;

IL: interleukin;

TNBS: 2,4,6-trinitrobenzene sulfonic acid ;

LPS: lipopolysaccharide; TLR:
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2.6.3.2.2 In vivo S E&

WERYE - eASC

kR A AR R #5771k il R et TR GLPj# ] T ERE
Effect of eASC on TNBS |TNBS induced mouse |1 million or - eASC improved loss of weight and mortality rate in |Gonzalez et al. 2009 Non GLP 4.3-2
mouse model of colitis model of coliits 0.3 million a dose dependent manner.
-Effect on weight and intraperitoneal - @ASC reduced infiltration of inflammatory cells in
mortality eASCs/mouse the colon.
-Eeffect on cell - @ASC decreased levels of proinflammatory
infiltration cytokines (TNF-a, IL-1p, IFN-y) and ckemokines

-Effect on cytokine
production
-Effect on Treg

generation

while increased the levels of anti-inflammatory
cytokine (IL10).

- eASC Increased Treg cells capable to reduce

inflammation.
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2.6.3.3 BRI F IR
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2.6.3.4 TEMREEHER

R - eASC

B G B/ 5

il A

Central Nervous System

(Functional Observational Battery)

Rat/Crl:NIH- Foxn1™"
20 animals/group/sex

Intravenous; 2 administrations at
2-week interval (on day 0 and
day 14)

Doses: 0, 0.2, 1, 5x10° cells/rat

Mortality: not
treatment-related *

0.2x10% 1 F (D173)
1x10% 1M (D196)
5%x10% 1M (D166) + 1 F
(D26)

Functional Observational

Battery: °
No noteworthy findings

GLP 3 ff

IR

GLP

4.2.3.2-3

* Female given 5x10° cells: bad general condition, decreased alertness, ataxia/hypotonic gait, tremors, reduced muscle tone prior to death; other rats found dead: diminished motor activity, diminished muscle

tone, prostrate, pallor prior to death

® performed weekly until sacrifice (10 M + 10 F in week 2 post-dose and 10 M + 10 F in week 26 post-dose)

M: males; F: females; D: day

L09XD

¥ €9¢C

EETHEEE

1
A

Bo

u]

BSEHET



2.6.3.5 ENFHEMEEERARER

B BRI E . eASC

AR AR R P G- e il A et TR GLPj# ] AT E R 5

Effect of anti-TNFa on the PBMC anti-TNF-a (3 pg/ml) anti-TNFa did not affect the capacity |DelaRosa et al 2009 Non GLP 4.3-3
immunomodulatory properties of |eASC ASC:PBMC ratio 1:25 of eASC to inhibit PBMC
eASC proliferation.
Effect of MTX and AZA on the |eASC MTX (0.01pg/ml, 100pg/ml), [IMTX and AZA did not affect viability|Manchefio-Corvo et Non GLP 4.3-4
immunomodulatory properties of AZA (1uM, and proliferation of eASC at al. 2013
eASC 10uM) clinically relevant concentrations.
-Effect on viability and
proliferation.in vitro
-Effect on the capacity of eASC |PBMC MTX (0.01pg/ml, 100pg/ml), IMTX and AZA did not affect the Manchefio-Corvo Non GLP 4.3-4
to inhibit PBMC proliferation in |eASC AZA (1uM, capacity of eASC to inhibit etal. 2013
vitro 10uM) lymphocyte proliferation.

ASC:PBMC ratio 1:25
-Effect on the capacity of eASC |PBMC MTX (0.01pg/ml, 100pg/ml), IMTX and AZA did not affect the Mancheifio-Corvo et Non GLP 4.3-4
to generate Treg cells in vitro eASC AZA (1pM, capacity of eASC to increase Treg al. 2013

10uM) cells in vitro.

ASC:PBMC ratio 1:25
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