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> lIsolated CD25Mgh+ cells from PBMC cells
v (MACS Beads)
> Co- Culture CD25high+ cells with:

# human recombinant IL- 2 (4ug/ ml) rapamycine (100nM) anti- porcine
CDgge(PPTS, 5ug/ml) donor’s APC (irradiated donor’s PBMC) in full RPMI
medium

> After 7 days culture, CD4+ cells were purified from cultured CD25high+ cells

v (MAGCS Beads)

» On 10th day, purified CD4+CD25"9"+ cells were transferred to the recipient
pig

Culture Culture on the 7t Culture on the 10t
day day
Anti- porcine CD4 FITC

+ FITCMAGSbeads
Transfer
PurifiedCD4+ -\ — D4+ CD25hiuhy,
rom CD25high+ cellg -

e

| CD25TTE, )
OO ‘,~rapamycine,:P 3 &fg

_ donor APC

Anti- porcine CD25 PE
+ PEMACSDbeads

‘eshiy isolatad
Cch25 highs.

=T AREIASSEELT.  CD4CD26M Hffiad N —Hili & ORFROEEE T,

-39-




BEER 7

RERE

D 9,8

|

 Leukapheresis

PBMCs 1x10%®

FEJ7OM—)L

D 3~14 TAC (Trough 5~10ng/ml )
Tx [ |

D3, 2, -1 D+}4
L X R
/\

CP (75mg/Kg)

Tregs transfer
( 1x10%body )

CP ;YA rur74AT773IR

TAC; #7al hA
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Lung Treg Transfer
Transplantation ca. 1.0x10°kg
Cyclophos-ph
Leukaphere | o ., amide
sis —A
VA IR
1 l 1 'H I T B 1 1 Ll 1
| | |
POD 0 1 6 7 8 9 10 11 13 17 2021 4
High-dose tacrolimus Low-dose tacrolimus for Stopped
for7days 15days
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Date ID CIT (min) ~ WIT (min) IS Survival Death Reason
8/22 BL73 55 31 - 31 Gl bleeding

8/28 BL72 54 32 - 10 Artery thrombosis
9/24 BN56 55 28 - 34 Rejection

9/26 BM36 43 - 65 Gl bleeding

11/11 BO35 58 49 Low dose 99 Sacrifced

12/2 BO37 49 34 Low dose 119 Sacrificed

1219  BP81 65 42 Low dose 13 Artery thrombosis
1/29 BO44 171 51 Low dose 1 PNF

2/6 BN64 65 34 Low dose 76 Rejection

The one- week survival rate: 89%(8/9).

IS; immunosuppressant
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D4 CD8  CDA'CD25- CD4*CDISlomr CDA'CDY5 bishs

#4318} (CD4+,CD8,CD4CD257,CD4*CD25ov,CD4*CD251) 7> FOXPAMRNA 0%,
Y, MOSEREE L T CD4*CD25% CHEISEN Y FOXPIRNA ORBAZR0S,
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CTLA"40) %iﬁ, 1 CD4CD25hic h»t3025+CD+CTu¥4

3
=2
-

CD4CD25high-CD25+CD4+CTLA-4

1°

CD4HCD2 het

i

3

CDZ5 PE-A
1w

10° 50!
CD25 PE-A
m:) lﬁ‘ CD4CD25high-CD25+CD4+CTLA4
CD4FITC-A

CTLA-4 APC-A

10 1wt
CD25 PE-A

CD4*CD25ve, CD4*CD250 iy CTLA-4 (OFEBAT RS,
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CTLA-4MDFIF2 2/12&2 + SE

P wn
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CTLA-4 intracellular stain %
N2
<

CD4*CD250ow+ CD4+CD25her+

HHENCTLA4 @ FERE, CD4CD250v Hlia ZHS, CD4*CD25b e HHfa GRS 2 7=,
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- — b D L2 W
< LA et W Ll
T T T T

[H2] thimidine uptake (x10 3cpm)

N

CD25 1: 1/3 1: 1/9 I: 1/27 1:1/81
CD25 : CD25%

CD4'CD25+ #fia 13 CD4*CD25- a0 7 sl a4 A R4 PR -2,

<
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Freshly isolated
Y £ 35, 201

738

Primary Treg Function Treg Line Suppression Assay

Primary Treg Suppression Assay a Treg Line Suppression Assay
Donor pp! ODanor

2 ®3rdDu) 2 W 3rdDu)
. 15 15
g g
x X
£ 10 s'°
© 8

5 §

[} [

neg pos Treg 1t 14 116 1:32 164 neg pos Treg &1 14 1116 32 164

SR D 538fiRRD CD4CD25e HFADOMEE, REgthoiEZ 4 (),
SRHHIA 538D CD4*CD25ber i, #528t%0> CD4CD25Re i
CD4" ilifer> T el et DHESEOITHRIRA TS, KR LD. N PR

IEETD (P
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I n all groups, leukapheresis and the administration of
steroid, high-dose tacrolimus (TAC) and
cyclophosphamide (CP) were performed

All pigs were divided into 4 groups according to the
presence of administration of Tregs or low-dose Tac

Group Tregs+ TAC (n = 5): Tregs and low-dose Tac
Group Tregs alone (n = 3): Tregs alone
Group TAC alone (n = 4): Low-dose TAC alone

Group_non Tregs,non TAC (n = 2):Neither Tregs nor low-
dose TAC

.50.
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4CP were administered on postoperative day 7, 8, and

—o— TregTac —e— Treg alone, Tac alone, No ‘

T 4000 - CP

£

@ 3000 -

2

>

S 2000 -

=

Q.

£ 1000 -

ey

0
pre 1 3 5 7 10 14 17
Postoperative Days + NS

%, 78,9 BICTy R 28595 L Tegs BARON4.10 BTY L7 ¥kD nadiv 4380
60
Group Thegs+tTAC EZDfD Group & T, % 10 BTY v RO AT,
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1 e Treg + Tac
—n Treg Alone
0.8
] I = Tac Alone
& 0.6 e NO Treg or Tac
©
2
2 04
@
0.2 p=0.0085
0

H T i T T t 1
'] 20 40 60 80 100 120
Postoperative Day

Treg + Tac Group (n = 5): 51.0 £13.9 days

Treg Alone (n = 3): 15.0 =£1.0 days
Tac Alone (n = 4): 16.3 *0.8 days
No Treg or Tac (n = 2): 15.5 1.5 days

.52-
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Correlation between Graft Survivals and POD14/ POD10

Ratio
FOXP3 Perforin Fas-L IP-10
e 7
35 o 23 4 1 6 .
34 N . 5
2.5 ' . 3 4
) . 15 ... ¢
. . 2 3 ]
1.5 1 1 [
- : ? 1 . ! ) . 2 .
05 e 0 L L U » :
o i . X 0 . . 0 0 .
0 40 80 120 0 40 8 m 40 80 w ° 0 8
R=05128 R=0.1223 R=-0.1386 R=03035
* p=00252 p=06233 p=09368 p=0132

757 M, FOXPSRNA OFERIY, 797 swvival SFEELT-, UL, 757 B,
perforin, Fas-[, IP-100RNA OFFRIE, 777 8 survival EFERIL D72,

120

.53.
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