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Tregs DR F—hEEDEE

» lIsolated CD25Meh+ cells from PBMC cells

v (MACS Beads)

» Co- Culture CD25M"gh+ cells with:

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

> After 7 days culture, CD4+ cells were purified from cultured CD25Mah+ cells

v (MAGS Beads)

» On 10th day, purified CD4+CD25Md"+ cells were transferred to the recipient
pig

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

Anti- porcine CD25 PE
+ PEMACSbeads

eshly isolatdd
CD25 highs

__ donor APC

S =T AR SHRELT-  CD4CD26be Hiliae R—HiE & OREEOEEE 7177,
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Leukapheresis

PBMCs 1x1010

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

D3, 2, -1 D+}4
L R R 2

CP (7.5mgfKg) [

Tregs transfer
( 1x10%body )
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Lung Trengansiel
Transplamaﬁon ca.10x 106/kg
Cyclophos-ph
Leukaphere | o ., amide
sis "
VA Vil
i I i "B T B I I | 1 i L1 1
1 1
POD 0o 1 6 7 8 9 10 11 13 17 2021 24
High-dose tacrolimus Low-dose tacrolimus for Stopped
for7 days 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 Sacrificed

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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FOXP3D#3R

Mean + SE p=003
144 n=9%
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<
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CTLA"‘{"O)%I.E 1 CDACD25high-CD25+CD4+CTLA-4

57.7%

CD4CD25high-CD25+CD4+CTLA-4

CDA*CD2 bigh+

3 2
D+ ] . 10
DECD2S CD25 PE-A

‘ CDACD28high-CD25+CD4+CTLA-4

10’ 10
CD4FITC-A

i ot
CD25 PE-A

CD4'CD25%, CD4*CD25 Ny CTLA-4 OFEBAR UMD,
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HMETE T MRR 0D 52 F N H5h R

i e~ 2 S N 'S T WY
L T <t LN Lo L0, B wn
¥ T T

[H3] thimidine uptake (x10 scpm)

CD25 1: 1/3 1: 1/9 l: 1/27 1:1/81
CDZS : CD25*

CD4'CD25* #Hia 13 CD4*CD25-#a0D 7 il et & A4 FRER S T2,

<
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HEETHRO N —RRFEREAIE IR,
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Freshly isolated
o % { aier-e15. 201

SUIR Jf 47

733

Primary Treg Function Treg Line Suppression Assay

Prmary Treg Suppression Assay

Treg Line Suppression Assay
a
2 3rDw) " "3rdon

15
g g
X x®
,;E,, 10 EIO
o 3
5

pos Treg 11 14 116 1:32 164

neg pos Treg 1:1 14 116 132 164

SR 8RR CD4CD25be FaORIRE, FEtoMiEs 34 (D),
RPN 73R D CD4CD25be FiliE, 140> CD4*CD25Me e

CD4+ Hieo> 7 eyl e OHPROMHERA 7R T, Bl D, N —HuRERaam]
ZIEFTH (s
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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

.30.
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IRFHUODOHE

&CP were administered on postoperative day 7, 8, and
9

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

4000 - CP

Lymphocytes / mm3
S
g

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

Wit 78,9 AICTy RXYL 248535 L  Tregs BAROMHL 10 HTY 7RO nadiv %38
50
GroupTregstTAC &ZDfte> Group &C, 54 10 B TY > ERODEUTEAZRO7N,
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Survival Rate
<o o o
o o o -

(=4

GSIORNETR

e
E-N
i

e Tregg + TacC

s TPEQ AlONE

e Tac Alone

== No Treg or Tac

p = 0.0085

T
20

T T ¥ H T
40 60 80 100 120
Postoperative Day

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

Treg Alone (n = 3):

Tac Alone (n = 4):

15.0 =£1.0 days
16.3 +=0.8 days

No Treg or Tac (n = 2): 15.5 *1.5 days
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