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: no cytokine
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Ax02:07 allele
Ax32:01 allele
A0207-ex3-g1
A0207-ex3-g2

Ax02:07 allele

Ax32:01 allele
A0207-ex3-g4

Exonl Exon2

GTACCACGAGTAGGCCTACGACGGCAA BHES]
GTACCAGGAGGACGCCTACGACGGCAA BESIHES2
TACCAGCAGTACGCCTACGACGG BESIHE3
CCACCAGTACGCCTACGACGGCA BESIHES4
TCACAGCGTCCAGAGGATGTGTGGCTG BIESS
TCACACCATCCAGATGATGTATGGCTG LY EE6
CACACCGTCCAGAGGATGTGTGG BeSIEST

Exon3

g Ty

Exond Exon5 Exon6 Exon7 Exon8

- L2 1 1
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#10 -3bp  +ibp
#11 -3bp  +ibp
#12 -6 bp wT
#13 -3bp  +ibp
#14 -3bp  +1bp
#16 -6 bp wr
#7 -6bp  +2bp
#18 -6bp  +2bp
#19 -6bp  +2bp
#20 -6bp  +2bp
#21 -6bp  +2bp
#22 -6bp  +2bp
#23 -6bp  +2bp
#24 -6bp  +2bp
#25 -6bp  +2bp
#26 -2 bp +1 bp
#27 -6bp  +2bp
#28 —6bp __+2bp
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(b)

HLA-A*01:01
WT GGGTACCGGCAGGACGCCT E25IFE8
#8  GGGTACCGG——CCGCCT  EZFIES9

HLA-B*07:02
WT  ACAAGGCCCAGGCACA  EZZIES10
#8  ACAA——CCCAGGCACA  E2FIES11

#10 ACA——— ——=CA
(b)
HLA-B*07:02 HLA-C*07:02
WT  AAGGCCCAG GGACACC
#2 A AG GGACACC
AA
#11  A—CCCAG GGI'\QACC
A
#26  AA—CCCAG GGACACG
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goood
(a) (b)
sO0— B8 HLA-C12 20— %S HLA-B52

# -1 bp #1-1 Mut
#2 -3 bp #-2 =12 bp
#3 -28 bp #1-3 Wr
# -28 bp #1-4 Wt
# -3 bp #1-5 WT
#6 ~28 bp #1-6 Mut
#7 -1 bp #-7 Wr
#8 -9 bp -8 Wt
#9 -2 bp #-9 Wt
#10 -40 bp #1-10 =11 bp
#1 -28 bp #1-11 wr
#2 +1 bp #1-12 Wr
#3 -1 bp
#14 -3 bp
#16 -3 bp
#17 -1 bp

(e)

HLA-C*12:02 HLA-B*52:02
WT GAGGATG GCATAAC
#1-1 GAG-ATG GTATGAC
gooogd

(a) No Stain No transfection B-ex2-gl
250

200

s 0% 99.7% 311%

(150 —

=100

& 50

0 T T T
0102 10° 10* 105 0102 103 104 105 0102 10° 10% 10°
HLA-B7DFEIR 2 (1H%}E)

(b) (c)

50— &S  HLA-BO7 _ HLA-B37 HLA-B*07:02 HLA-B*37:01
#3-1 Mut -9 bp WT  AGTTCGT ~ wT  AGTTCGT
#3-2 Mut Mut #3-11 AGTTCGT  #3-11  AGTTCGT
#3-3 Mut Mut )
#3-4 wt wrT #3-12 AGTTCGT  #3-12  AGT-CGT
#3-5 Mut -4bp
#3-6 Mut -4bp
#3-7 wr wr
#3-8 Mut Mut
#3-9 wr wT
#3-10 Mut -3bp
#3-11 wT +1 bp
#3-12 WT ~1bp
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(a)
o0—2FS HLA-A01 HLA-C06
#3 -8 bp +8 bp
#4 wT wT
#6 ~24 bp —-28 bp
#1 -8 bp —4 bp
#9 WT WT
(b)
A*01:01  GGCAGGACGCCTA  BCFI&ES12  C*06:02 GGATGT
#3 GGC———————— TA #3 GEATGT  ECHI&ES13
TGTGAGAG
googano
(a)
HLA-A A-ex3-gl
Exonl Exon2 Exon3 Exond
HLA-B
Exonl Exon2 Exon3 Exon4
BC-ex2-gl
HLA-C
Exonl Exon2 Exon3 Exon4
(b)
100 No stain No transfection BC-ex2-g1
_} 80
w5 & 100% 0.2% 14.1%
@m| 40
% 2
0o r
0102 10% 10* 10° 0102 10° 10* 10° 0102 103 10* 10°
HLA-BC DS B (HHHE)
(¢)
No stain No transfection A-ex3-gl
200
— 150 99.7% 0.1% 6.1%
% ] =
| 100
2w
0t —
0102 10% 10* 10° 0102 10° 104 105 0102 103 10% 10°
HLA-ABCO ST & (1HHE)
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goood gooogd
(a)
(a) . X A-ex3-gl
@ No stain No transfection B-ex2-gl
20—FS  HLA-AO1 HLA-A24 HLA-B07 HLA-B37  HLA-C06 _ HLA-C07 K 1054
#1 +1bp +1bp ~1bp ~6bp +9 bp ~14bp E
=104
g i
(b) ﬁ 101 100% 0.1% 1.9%
A*01:01 A*24:02 § 181
2]

WT  TCTTGGACCGCGG  mazm|E 214 WT  TCTTGGACCGCGG E25IES16 T 2 103 104 105 2 103 104 105 2 103 10¢ 105
#1 TOTTGGACCEORS e 515 1 TOTTGGACGRCRG  BEA17 g 010% 10° 10% 10° 010 10° 10% 10° 010% 10° 10° 10
A A HLA-A240) S 37 & (483 fiE)

B*07:02 B*37:01 (b)
WT  AGTATTGGGACCGG a5 %218 WT  TGGGACCGGGAGAC E25I#ES20 H0—2FES HLA-A24 HLA-A24 HLA-BO7 HLA-B52
#1  AGTATTGG-ACCGG mE25I&ES19 #1 TGGGA————GAC #1 +9bp  +10bp -7bp  —20bp
#3 -9bp  -10bp -1bp  +lbp
#5 +1bp  +lbp wT +1bp
€*06:02 €*07:02 #1 +1bp  +1bp  +1bp -545bp
WT  GTATTGGGACCGGG EE5IFES21 WT  GAGGGGCCGGAGTATTG  E2sI&E =23 #8 +1 bp ?bp —4 bp +1 bp
#1  GTATTGGGACCGGG AeIES22 #1 ———————1 #10 +1bp +1 bp +1bp +1bp
CAATTCTGT
(c)
A*24:02 GGACCTGCGCTCTTGGACCGCGGCGGACATGGCGGCTCAG  E25I &S24
#3 GGAYCTGASCTCTKGGAAMTGGSSGGTTCRAATCACCARS  E25I &S 25
B8*07:02 CACCCAGTTCGTGAGG E2%I&ES26 B*52:01 CACCCAGTTCGTGA E25IES28
#3 CACCCAGT-CGTGAGG EcHIES27 #3 CAGCGAELTCGTGA EESIES29
T
(d) (e)
20— HLA-CO7 HLA-C2 C*12:02 GAGAGGATGTACGGCTGCGACCTGGGGCCCGACGRG AR5 230
#3-1 wT 34 bp #3-1 C G
-2 L™ #3-2  CAGAG-ATGTACGGCTGCGACCTGGGGCCCRACGGE E2IES31
#3-3 wT -1bp
#3-4 WT WT
oooono ooooo
(a)
(a) A-ex3-gl
= No stain No transfection B-ex2-gl HLA-A Aexs-gl
® 100
% 104 Exonl Exon2 Exon3 Exon4
@ o 100% 0.0% 4.6% HLAB
g 102
3 0 Exonl Exon2  Exon3 Exon4
ﬂl 0102 10% 10* 10° 0102 10%® 10 10° 0102 10%® 104 10°
T BC-ex2-g1
HLA-A24 D IR & (FEXHE) HLA-C
(b) HLA-A24,B7 (-) Exonl Exon2 Exon3 Exon4
No stain sorted
300 (®)
. mlOO% 120 P] 71.8% No stain No transfection BC-ex2-gl
21 200 90
& _A 150 M 100% 0.7% 47.8%
e . @
100 =
8 30 &| 100
— ol S § 50
0102 10% 10* 0102 10% 10* 10°
07— — ey
HLA-AL1D S35 & (FE%HE) 0102 10° 10* 105 0102 103 10* 105 0102 10° 104 10°
(c)
o— EE HLA-AO1 HLA-A24 HLA-BO7 HLA-B37 HLA-BCO SRR ()
# -2bp +1 bp +355 bp +1 bp
#3 +1bp +1 bp +1 bp wT (c)
#4 -2 bp +1 bp +1 bp ~-1bp No stain No transfection A-ex3-gl
#9 +1 bp +1 bp -4 bp +1 bp 150
#14 +1 bp +1 bp +1 bp +145 bp .
#17 ~1bp +3bp +1 bp -4bp &| 100 100% | 0:2% | | 11.0%
#23 +1bp -25 bp +1bp +1bp &
o 5
(d) =
A*01:01  TTGGACCG A*24:02  TTGGACCG 0102 10° 10 10° 0102 10% 10¢ 105 0 102 10° 10% 10°
#4 TTG--CCG #4 TTGGACCG
3 HLA-ABCO $E 3 & (1HXHE)
B*07:02  CCAGTTCG B*37:01  CCAGTTCG
44 CCAGFTAT_$6 # CCAGT-CG
A
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goood
(a)
(a2) (al)
replace
_—
(a3) (B2m)
A*(ID4 Replaced
HLA-A%02:07 HLA-A*01:01
(b)
Q)
47/ \DNA ()
073203 473 714 990 1590 1865
FF—DNA 94
H—+— 1+
STxhyL1zhyv2 THYL3 1247

@ HREAERE

7'/ L\DNA

0102 10 10* 10° 0102 10° 10* 10° 0102 10% 10* 10° 010? 10° 10* 10°

HLA-ABCO$E3R & (8 xHE)
(b)
No stain No transfection B2M-KO #1 B2M-KO #2

~*4300

€

& | 200 100% 0.2% 100% 100%

e

& 100

HLA-ABCO) 5235 & (18 XHiE)
(c)

wT GCCGAGATGTCTCGCTCCGTGGCCTTAGCTGTGCTCAC  ECHI&S32
#1 GCCGAGATGTCTCGC—CKYGGYCTYCTYTGYTGTCST ~ E25I#&S33

0
0102 10 104 10° 010% 10% 10* 105 0102 10° 10* 105 0102 10 10¢ 10°

(c)
al No stain No Dox / Dex dsDNA donor IssDNA donor
Zé 10° 0.0% 0.0% 0.2% e 1.6%
= "
|
B | w0 ~
& (@X
S | 12 y
‘%‘ 0
<
= 010° 10° 10* 10° 0 10° 10° 10* 10° 010° 10° 10° 10° 010® 10° 10° 10°
HLA-A20) $E 35 i (8% iE)
(a)
No stain No transfection B2M-g1 B2M-g2
300
€200
g 100% 0.4% 2.8% 6.9%
100
8
0

(79)
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gooogd
Donor Exonl Exon2 Exon3
(aroro) HH "+ F—

(a)

(b) clone #2

-67: 1

Genome | Exon4
(A*02:07)

Bulk

— A*02:07 CGG CTC CTC GCC CGT GTA AAG ACC CAC
1 A*01:01 CTG CCC CCC GAC CAT GGA ACG ATC CGC

Position 28 48 208 417 726 789 824 868 877
ogoooad
(a)
No stain No transfection B2M-g2

250
E| 200
| 150 .
g 100 100% 0.1% 14.0%
g w J

0102 10° 10 105 010 103 104 10° 0102 10% 10¢ 10°

HLA-ABCO) 635 & (HA%HE)
(b)
WT  TCGGGCCGAGATGTCTCGCTCCGTGGCCTT — FEd&ES34
#1 TCGGGCCGAGATGTCTCGCTCCGTGECCTT Ee5 & S35
)
#2 TCGGGCCGAGAT————~ SKCKCTWGTCTC — EZ5I#&S36
#3 TCGGGCGGAGATGTCTCGELCGGTGGGCTT BHNES37
T
#4 TCGGGCCGAGATGTCTCG———TGGCCTT  ER5IE-S38
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ooogo
(a)604B1 (b) 604B1-A1B7#8 (c) 604B1-A1"B7°#10
105 108 105
.
104 @ 104 G 104 ¢
10° 108 109
ol 19.3% 0.3% 2.5%
=| 1 102 102
é 0 0 0
b 6102 10° 10¢ 10° 6102 10° 10° 105 6102 10° 10¢ 10°
g«g (d) 1383D2 () 604B1-B2M#1
g 108 108
S| 0 104
109 109
61.1% 0.7%
102 102
0 0
6102 10° 104 10° 0102 10° 104 105
CFSE (JEN HMM~ —h—) L BIRE FAXIHE)

ooood

(a)604B1 (b) 604B1-A1"B37°C6#3-11  (c) 604B1-A1'B37°C6#3-12

108 108 108
.
104 * 104 104

~| 10 a3% 109 0.7% 109 0.8%
o
& o 102 102
@ o 0 0
W 8107 10° 1% 16° 9107 10° 10* 16° 9107 10° 1% 16°
m 5
B (d) 138302 (e) 604B1-B2M"#1
S| 1os 108
a
o| 1o 10¢
103 4.4% 10°1 0.6%
102 102
0 0

0102 10° 10* 10° 0102 10° 10% 10°

CFSECGER A~ —h—) R B IHRE (HRHE)

(80) JP 7385281 B2 2023.11.22
Oooooa
(a)585A1 (b) 585A1-B7°C7#2 (c) 585A1-B7°C7 #11
105 10 10
104 104 10¢ v
al T 8% R ey 0T 26%
®| 10 102 102
@ o 0 0
e 6102 10° 10° 10° 0102 109 10* 109 9102 10° 10° 105
g‘é (d) 585A1-B7°C7#26 (e) 138302 (f) 604B1-B2M"#1
S| 1 10 10
aQ .
O | 1o 104 104 @
100 = 100 . 108 =
3.9% 16.8% 2.9%
102 102 10
0 0 0
G102 108 10° 10° 0102 109 10% 165 0102 105 10¢ 105
CFSE (FER MM~ —h—) S IR E (FE*HE)

oon

Sorting
Diﬁerenﬁa@s 7 . .
Proliferation HLA-
CD45+ cells :
reacting
Tcells
CD8* T Cells from PBMCs
Culture with
IL-2 and IFN-r

oo

604B1 iPS cells

HLA-A
HLA-B
HLA-C
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(a) BulkPBMC (b)  BulkPBMC () BulkPBMC
+604B1-CDAS5+ cell only
108 y
104 X
108 D)
i 102{ AN ey
& 0 ) (1 B\
g 0102 103 10¢ 105
] (d CD8+PBMC (e) CD8+PBMC
= + 604B1-CD45+ cell only
#R
108 108
S .
8 104 104
o t
108 65.7% 103 1.8% -
102 102
0 0

0102 10% 10% 10° 0102 10% 10* 10°

Day 3~8

8| 1L-2 200

Day 0~8
IL-220U
IFN-y 25ng/mL

CFSE (FE MR < —H—) R B IR EE (FA % E)

70 +
*
60 -
Non-edited
€ 50 -
2
z
E 40 -
g
g 30 4
172}
20 J AT
_=—] arBT 810
10 + ?N% ’f\__ T 1383D2-BoM#1
-
0 T T T T 1

0.625:1 1.25:1 25:1 51 10:1
Iocys—lliEs—7 MRt
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goooao

HLA-A
HLA-B
HLA-C

Non-edited iPSC

Edited A1~ B7" clones Expanded HLA-reacting T cells

Differentiation &/

(S iee) e

Cardiomyocytes

IFN-y kl

= o ,
Q Q

51Cr labeling -
70 4 .
*
60 4
Non-edited
50 4
£ a0
4
ES
E 30 4
K] A1TBT#8
g 20 604B1-B2M#1
A1TB77#10
10
0 = = T T T y
0.625:1 1251 251 5:1 10:1 20:1
-10 -

0625:1  ToxHs—HERMES—S Y MERB DL
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25 4 .
20 Non-edited
_ 15 4
&
E 10
é J
=
o
&
g 54
Q
4 B7°C7T#2
0 1 604B1-B2M™#1
B77C77#11
B7 C7#26
5 4
.10 4
0.625:1 1251  25:1 5:1 10:1 20:1
IoxHs— R s—4 v MERB Ot
(a) NK cell only (b) 604B1-wt  (c) 604B1-A1'B7- #8 (d) 604B1-A1B7 #10
10°
10* 1.6% 2.2% 2.0% 1.8%
108
al
g
Ko
g
\W;l 0102 10% 104 10° 0102 10% 104 10° 0102 10% 104 10° 0102 10° 10 10°
1
® (e) 1383D2 (f) 604B1-B2M-#1 (g) K562
&R
05
e 1
E 10 1.6% 3.2% 5.9%
© 10%
102
0
0102 10% 10% 10° 0102 103 10% 10° 0102 10% 10% 10°
CD107aM IR & (1HxHiE)

(82) JP 7385281 B2 2023.11.22

oooogo
(a) 604B1-B2M- #1 (b) 604B1
a
> 5 5
g 10 R 10
~ 104 104
]
m | 10 108 T
11.39 1.39
&é 102 % 102 :
[ 0 0
[=)
© 0102 10° 10% 10° 0102 10% 10* 10°

CFSE (JENHM~Y—h—) L BIRE (FAxHE)
(c)
50 1 *
40 A Non-edited

30 A

20 A

Specific Lysis ( %)

10 A
A1"B37-C67#3-11

-10 4 A1"B37°C67#3-12

0.625:1  1.25:1 2.5:1 5:1 10:1 20:1
Ioxys— et es—7 v Mala ot

NANOGOD S5 & (HE %HE)

0.1+

R OFNEH%  SHE%  RME  INE®R  SHE#%

138302 iPS #lfa 60481 iPS #AAE
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goooao

(a) 604B1

(b) 604B1-A17B377C6~ (c) 604B1-A1-B37-C6~
#3-11 #3-12

1mm 1mm
(d) 604B1-B2M#1 (e) 1383D2

1mm
(f) 1383D2-B2M#1

gooogo
@ 1383D2 B2M-KO #1 () 585A1-WT
=)
£ s
£
0
® 0.0% 24.4%
#R
S
8
CFSEGER RMATT—H—) R EIRAE (FEXHE)
(c)
*k
70 A - *x
*k wT
60
S >
2 40 4
4
_|>. 30-
£
520 1
& 10
L . C7 #3-1
0 [ = ) B2M~—
] - C7 #3-3
-10 N N
S
&
Ioxys—lfaEs—S v ila ot

(83)

goooao

(b) 604B1-A1"B37°C6~

(a) 604B1
#3-11

1m B 1m ]

(d) 604B1-B2M-#1

(e) 1383D2

ooood

(@ 1383D2 B2M-KO #1 (b) 585A1-WT

JP 7385281 B2 2023.11.22

(c) 604B1-A1"B37°C6~
#3-12

m

() 1383D2-B2M#1

wl
®
: 0| >0
&
# 0.8% 11.7%
S
0
8
CFSE (JERD R~ —h—) L B4 (FxHE)
(c)
707 *k *k *k
60 ” . wT
g 50_ *k
2 40
5
2 30 A
S 201
Q.
& 104 | B2M-
C7#33
C7#3-1

Tz — kLS — 7 v MR B Ot
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(84)

ooogo oooogo
(a)
1BERTAT | SESRAE 1B 3B#% 78# (a)
7 == =2 =2
gﬁEJVISﬁ%T #ﬁw ’ﬁi\/ ﬁg’/’/ #ﬁw
THIRFE = (Lt (mock) D E 5T
(b) THIRESTET SRR 18% 3A% 1A%
WT
+ Mock

7 #3-1 TEN A ‘r Yireyy
+ Mock 5/ 8 L 1%
c7#3-1 [l s JLA] r A‘ T
+T 4R ASIE!
c ** **
© 100% \I/l/l\*f
N C7 #3-1+ T 48
2 I
ﬁ 10% I
#
. WT+ T ik
g
% r . . . 5
SESTET SEFRE: 1B#% SH#% 7B#%
Ooo0oago
@ [
. ‘
-
o4
®
8
S 2
5
0 —
WT  C7#3-1 B2M
(b)
80 7 ke
70
—~ 60
e
g 501
il
€ 407
& w0
20 -
10 1
Ioxys— MMM E—5 Y MEIM DL

ooooao

CD107aDHBFE)

Specific Lysis (%)
a
S
!

JP 7385281 B2 2023.11.22
V%
[
10
5
0

WT C7#3-1 B2M~

AB-C#5

C7 #3-1
C7 #3-3

104 A"B-#3
0 - 1 585A1-WT
+ 3
-10
0.33:1 11 31
IO RS —5y MERM Ot
(a)
-
ok \
I
s
M 30
2
20
g
E 10
° Ll M
WT C7#3-1 B2M~™ K562
(NK cells from LP_118)
(b)
"
-
40
g
W 30
s
£ 2 ﬂ
K
S 10
[=]
RS e B
WT  C7#3-1 B2M™  Ks62
(NK cells from LP_266)
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ogoooad 0o
(@) w%ﬁﬂﬁﬂo SEFfE % 1B % 3A% 5A% 8%
A 22 22 27 82 8
- IVIS¥E€6T BE BE B B B
NKHBRE FE = (L1 (mock) D E 5T
(b)
NKififs  SERRiR  1B#& 38#% 5E#% 78#%
SEGTAT
B2M~
H«Hd %I-EMM%IH
B2M- EEY Y
+NK#fa 3 3 , X
' ‘A .- -ﬂ ‘_.
C7 #3-1
2 B ms &HJ%LHM%L
vz S P EN R S
eoossls cale colf S21 RBA A0
(c)
= 10
#
"
H
= /‘/I\
N
g
% T
=4 T C7 #3-1
Ll 0.1 T
N I
: et
2 oo B2M
NKififs SE¥f#k 1B#% sH®% S5A% TA%
SESTAT
goooo aad
@ sgsat.crmmam
HLA-A HLA-B HLA-C DP/DQ/DR %‘
ASk02 B C*07:02 CITA g
A2 BIXQ1 cDR2  ClITA @
R
S85A1-CTRAM (V5 i1 ¥ CITAKO 3
HLA-A HLA-B HLA-C DP/DQ/DR ©
AS02 B C*07:02
Asgo2 B cDx2
(b) (c)
Clone ID__CIITA__ CIITA
o owr wr SgRNA-CIITA-ex3g5 0 2 —4" s hEEF1
#3-1-3  +1bp -5bp Y
:g:; *JV;P w GIITA ACACCATCAACTGCGACCAGTTCAGCAGG B2I#E+58014
¥a16 +bp -ibp | Allele 1 ACAC----- ACTGCGACCAGTTCAGCAGG ERFIES8015
#317 ~13bp ~13bp | Allele 2 ACACCATCAACTGCGACCAGTTCAGCAGG BR3I&S8016
#3-1-8 ~1bp JA\
#3119 =-13bp +1bp
#3-1-10 Wt WT
#3-1-11 WT WT
#3-1-12 WT +1bp
#3-1-13 WT  -15bp
#3-1-14 WT WT
#3118 +1bp +bp
#3-1-19 WT WT
#3-1-20 WT WT
#3-121  +2bp -10bp
#3122 +1bp +1bp
#3123 WT wWT
#3-1-24 wr WT
#3-1-25 WT +2bp
#3-1-26 Wt WT
#3-1-27 WT +1bp
#3-1-28 WT WT
#3-1-31 WT Wt
#3-1-32 +16bp -Bbp
#3-1-33 WT WT
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40

Specific Lysis (%)
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e ax

@:wT
[: C7 #3-1
[ B2M ™

MRS

THERE - 3:1 1:1 3:1 9:1
NK #ifg 1:1 - 033:1 1:1 3:1
IoxHs—MlEs— Y MO
gogo
(d) 585A1-C7
(a) Mock (b) 585A1-WT (c) 585A1-C7 #3-1 + CIITA-#3-1-3
0.5% 45.6% 49.2% 0.5%

CFSE (JEH 2R <Y —h—) R BIEE (HXHE)
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(86)

HLA-C7 HLA-CT.CITA™ oo
@ Mock ~ 585A1-WT  #3-1 #3-1-3  #3-1-6
D, cpg* | 0.3% 51.0% || 0.6% 0.3% 0.6% 1.9%
THiRE
(b)
CD3* CD4* |-0.5% A 26.7%, i, ||1.9% 1.2% 0.9%
! 0
T4 49.2%
[\ A
© 25%, | |6.4%, | [[3.4%, | |loz%, ] |los% 79.2%
cD3-,cD56+25%. || [184%. | \3.4% || L 0.7%, | 06%,
NKiffa
CFSE(JES a7 —h—) R EIRAE (EXHE)
(a)
No stai NoTE HLA-A-ex3g1 HLA-A-ex3gl
= o stain o HLA-B-ex2gl HLA-B-ex2gl
= CIITA-ex3g5
g
£ & | o
" .
R
g
2 99.9% 0% 82.3% 46.5%
; >
>
HLA-B7 D ST i (18 5%4iH)
(b)
Clone ID HLA-A24 HLA-A24 HLA-B7 HLA-B7 CITA _ CIITA
Ff-XT28s05-ABTo #1 +1bp +1bp -3 bp -1bp +1 bp +2 bp
Ff-XT28505-ABTo #2 +1bp  +1bp  +2bp  +2bp  +1bp  -1bp
Ff-XT28s05-ABTo #3 +1bp  +#1bp  -1bp “1bp  +4bp  -19bp
Ff-XT28505-ABTo #4 N.D. N.D. N.D. N.D.  +200bp +200 bp
Ff-XT28505-ABTo #5 N.D. N.D. N.D. N.D. wT wT
Ff-XT28505-ABTo #6 “Mbp +1bp  +1bp  +1bp  +1bp  +1bp
Ff-XT28505-ABTo #7 N.D. N.D. N.D. N.D. -1bp wT
Ff-XT28505-ABTo #8 N.D. N.D. N.D. N.D. N.D. N.D.
Ff-XT28505-ABTo #9 N.D. N.D. N.D. N.D. N.D. N.D.
Ff-XT28s05-ABTo #10 N.D. N.D. N.D. N.D. +3bp  +1bp
Ff-XT28s05-ABTo #11 N.D. N.D. N.D. N.D. N.D. N.D.
Ff-XT28s05-ABTo #12 N.D. N.D. N.D. N.D. N.D. N.D.
Ff-XT28s05-ABTo #13 “1bp  +1bp  -2bp 2bp  +1bp  -1bp
Ff-XT28s05-ABTo #14 N.D. N.D. N.D N.D. N.D. N.D.

Ff-XT28s05-ABTo #15

-544 bp _ -544 bp -9 bp -9 bp -10 bp +1bp

goooao

Ff-XT-28s05 iPSCs
HLA-A HLA-B HLA-C DP/DQ/DR

A*24:02 B*07:02 C*07:02 CITA
A*24:02 B*07:02 C*07:02 CIITA

(b) HLA-A-B
2B /90T

HLA-C7%7F iPSCs

JP 7385281 B2 2023.11.22

(a) HLA-A HLAB HLAC DP/DQIDR
HLA-A,-B, ';:'[lTA A B C'07:02  CIITA
3E/VIT AR B C*07:02  CIITA

(c) cuta
HLA-C7TH# (55 A11248) iPSCs /v77Ik
HLA-A HLA-B HLA-C DP/DQ/DR
C*07:02 o
DL DK cror:02  ORK
goooo
(a)

Clone ID HLA-A24 __ HLA-A24 __ HLA-B7 HLAB7
FF-XT28505-ABo #1 +1bp “Tbp WT +1bp
Ff-XT28s05-ABo #2 +1 bp +1bp Mut. Mut.
Ff-XT28505-ABo #3 wT +1bp wr wr
Ff-XT28505-ABo #4 wr Wt wr wr
Ff-XT28505-ABo #5 wT wT wr wr
Ff-XT28505-ABo #6 wT wT wr wr
Ff-XT28505-ABo #9 +1bp -1bp wr Mut
Ff-XT28505-ABo #10 wr wT wT wT
Ff-XT28505-ABo #11 wT +1bp wT Mut.
Ff-XT28505-ABo #12 wT wT wT wT
FF-XT28505-ABo #13 +1bp +1bp wT +1bp
Ff-XT28505-ABo #14 +1bp +1bp +1bp A12bp
Ff-XT28505-ABo #15 wr wr wr wT
Ff-XT28505-ABo #16 wr +1bp wr wT
Ff-XT28505-ABo #17 +1bp +1bp wr -23bp

(b)

Clone ID CIITA CIITA
FF-XT28505-ABo_To # 14-1 N.D. N.D.
Ff-XT28505-ABo_To # 14-2 N.D. N.D.
Ff-XT28505-ABo_To # 14-3 +2bp +2bp
Ff-XT28505-ABo_To # 14-4 +1bp +1bp
FF-XT28505-ABo_To # 14-5 +5bp +12bp
Ff-XT28505-ABo_To # 14-6 +1bp +bp
Ff-XT28505-ABo_To # 14-7 +1bp +12bp
Ff-XT28505-ABo_To #14-8 +1bp wT
Ff-XT28s05-ABo_To #14-9 +1bp +1bp

FF-XT28505-ABo_To #14-10 +1bp wr

Ff-XT28505-ABo_To #14-11 N.D. N.D.

Ff-XT28505-ABo_To #14-12 +1bp +1bp

10

20

30

40

50



JP 7385281 B2 2023.11.22

(87)

goooao

goooao

o
—
HEFE
@y v ¥ ¢
s a a a a
-
oy T ¥ +
s893%%
O 0 0 90 o
al33222
88888
m 7 R R A ]
S8 &8& &R
OlEEEEE
X X X X X
JORROR ORI
[l vel vl vl
%.88°%6 %690°E6 %28 6 %6.8'L6 WE6'SE  H—\/LAZS
%88E'LL %bL9°EL %.80'9L %LEY'S8 %9866, 12SEMUL
%€ES0'S 9 %69L°0 GC  %88L6 € %6ESE  LL %0000 V/N 109
%L0EL Ll %98V'Y L %SPL'0 €2 %¥e60 9L %chllL S 20l
%928C ¥l %G867L S %¥CLl’'0 Y2 %9000 ¥  %0.£L 9 10:80«
%l8T'LL T  %09S'vL 3 %896'9 L %9006k T %ve9Cl € 2020«
%SSE0L € %v68'C TL  %lOPTL T  %8S99L 3 %9.00 8l 10:20s
%8.8'S S %8159 9 %S58'8 14 %l0E6 ¥ %.8.0 €L 20'90s«
%259 6 %.¥8°0 8L  %92SE 0L %9EL6 S %980 Sl 10:G0«
%8059} 3 %0.0°'8 v %lSP'8lL L %PeS0L € %lvvv 6 LO70.
%8L6'9 14 %258 € %0€€’S 8 %S1T'8 9 %l ¥ 0:€0.
%20P'e  TL  %ET0'S 8 %Z8LL 9L %.LSY'S L %9lLEL T €0:€0«
%.2C¥ 0L %S6E0 LT  %lop'8 S %86CL€ 0L %S00 6L  2TO<TO«
%126V L %SLEEL T %0580 6l %¢26C Tl %8SS'LL 3 20°10«
HENNL € HEUNL S EGUNL G-C BEBNUNL (7€ EEUNL GRE UL
SIH SIH Idv IdvY v4vy v4vY dn3 dan3 Ndr Ndr OVIH

20

oooogd

ooood

30

N
I* L
2
s 3 B
> L
M >
2 ~
8 @
i LB
n
S
Q
Q
= T
<
< £ 2
= s I
& L
9
P-4
(B B BHm
fe8c 88 8 &
ElsTsec55-8555585555¢%
o + T+ + N
fe8ce 5588882838858 58c58
EgBgp 588828888828 .53
o + T+ E 0T N
Qa aaaq aqaaaaaq aQ a Q]
WWMMMbbbebbbbhbebh
o~ rrrr2cr - -2 0
ol +F o+ o+ Y Y Y E T ¥ ¥
Saocaocaocaocaoaaoaoagoaaaa S ag
Mbbbbbbbbhbbbbbbmwbb
DN YT FFFFFFFFFFFTFYFTTEN
O - N T WO~
- o -
prii s v i R N N
EREEEREET T s 2 R RN
lS58cccseceeeeees
it et osdaia23232332
Q WY W W W WY WY
5222222222333 233333%
IR - EEEEE EEEEE:]
ol NN Il
EEEEEEE EE EE E EE E CE E EE E EEEEE
L L ol ol o el o

40

50



JP 7385281 B2 2023.11.22

(88)
585A1-B2M-KO Clone ID HLA-C07 HLA-C12
No stain No TF B2M-g2 #3-2 WT -3 bp
#3-3 wt +198 bp
H #3-4 -2bp +197 bp
[ 100% 0.1% 27.0% #3-5 +1bp -21bp
< —
= #3-6 +1bp -7 bp
© #37 +2bp -7bp
HLA-ABC expression
Clone ID__HLA-C07 _HLA-C12
#31 +1bp wWT
#3.2 +1bp WT Clone ID_HLA-C06 HLA-CO7
#3-3 +1bp wT #4-1 wr wr
#3-4 WT wT #4-2 wr -4bp
#3-5 +1bp wWT #4-3 wr wr
#36  +1bp wT #-4 wr wr
#4-5 wT wT
#4-6 wr +1bp
#4-7 wr wr
#4-8 wr wr
#4-10 Wt +1 bp
#4-11 wr +1bp
#4-12 wr wT

0007385281000001.app
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