PCT/SG2021/050020

1114

WO 2021/145821

e| ainbi4

dos 311d-ddD)  ee— - ] dHD  me—

P . £ 2% )
a s s ) Pl

_ [ G — “..o..w.n 7
- IM'M ﬂ
Locy O L e m | s M
ﬂJ i O
i HV L LAY ”v. L. e V
m&Nm.D | 2 _ nw\mvm.MD L s — w\nﬁ@.ﬁ L wzs _

b S

.
-
.

.
L g 7 .

SAZD8Y
YNHW 4 SATDEY v

SA3DGY3-YNYW YNHW + SATDAY SA339d PopEOIUN

AT




WO 2021/145821 214 PCT/SG2021/050020

EVs

s
b

7
Ve

L

2 S

Unloaded RBC
MLC-eRBCEVS

=== RBCEVs 4+ MC

s (C-@RBC

& ~
- “a
W 2

wsssss  (GFP-FITC ~ wawe

i+
P

s GFP-FITC e

1

Figure 1b

R, SRR e

MC-eRBCEVYs

et
1

Sr—

g
% T T ¥ T T ; '
N o 2 fod
+ o & g =
W
L SRS
o0 Eoe
= a
o L e
X FeQ
Q T
i
W = TR
z A
O SR
=8 "
o E
o L
z -
g 1 L e :; K
E 5
-



WO 2021/145821 PCT/SG2021/050020

314

mRNA-RBCEVS

Brightfield

GHP

fMerged §

RBCEVs MC-RBCEYS

807 1 s 1 {
na (.29 e 99.5%
a0~ 8o 7]
<« <& £
(&) (&} (=]
@ 8 &
Rl 2 ] &
1 < & ) <
[ay fad o
o 8 g
LJ.- 20 207
0™ [
e R ey : o
1w’ ' 1w’ 10 w! n' wt 1w’ i’ o' 10 1"
B1-8" FITG-A Bi-4 " FITC-A Bi-6 FITC-A

GFP-HTC -

Figure 2



414 PCT/SG2021/050020

WO 2021/145821

e¢ ainbi4

3 - % 22 p22 228
5% g e o5 L R o i e P v z %
4 4 b 4 i > p S ¢ P Y
T = 3 usid sy o s, Bikics t. Beanes. s ok . Brihso s Btcint <. B0t . Reeink *
o SR—
. . s s e 4o | s
%l aiee %8L0
. “
Y]
m._J
B3O o A o
AT M : poe
AO— W

OXa-2GW-2W SA3DEH-DW JORUO) DN

2

OXa-25W-OW




000000000000000000000000000000000

RBCEVs MC-MS

Y
MC Control PMC-

s{182 sapisod-d49 %



WO 2021/145821 6/14 PCT/SG2021/050020

MC-RBCEVs

Dorsal

Ctrl RBCEVs

MC-RBCEVs
Figure 4

Ventral

Ctrl RBCEVs

10-Aeg  9T-Aed g -Aeq

40

£%
A
) B
>0 - = 8
e
{4 N
Q
—_—
c
| - =
& B
Q
ol
v
Lo &
]
r T T <
o . o Wy
o o = o
= - -t =

}0JIUOD 0] PBZHEBWION
(sfuocioyd) xny je10 L



M4 PCT/SG2021/050020

WO 2021/145821

UE 7] B BWUD LR [R0]

SBYMAGL (3F $2) BHUD BEpRO]

e JHNOD e

U GTT 403 300 prapes]

2]

1

)
i

SIYVLI F J0} TIU0 RApETT

s FRIEY

IS O7T S0 2IG DalRed

SSYRUIOS (B B0} 2010 BRapeoT

PUSNEIES 11131 Je—

S23RUILG (37T JO§ JIUC pepen

GET SEANLHLY OF ¥O} B0UT PIPEDT

7

2

s JUBQT e

[ren—

)

G ainbi4

»

abidasn

PR - PR R . P
S I o 5 ¢ E i < B 7
i 2
L A 5
- i
- »
“ o -
v o
s L
e o
“
5 w o
"
L _ s
o O ” #
Lo P Lo o
e L o
. : o "
YE LY
gl
eeenermemermenermemenel leroreemmerernnmemmmned

SIINIHE
(AN VI 0 7 & o 121
214 PIPEDT

SN
OCF 18] T 37
BIUG Papeo]

S2UH

Q#0240 3°
MY pRPEDT

SN
O 10 347 38
SUD PApeD]

3

A NS

54

i B

S

SAT Y
Zn gg

sAdEY
gngz

SA33484
&1 0T

A3 384

[=5



WO 2021/145821 PCT/SG2021/050020

8/14

Loaded EVs

\\\\\\\\

=

Supernatant Pallet Pallet Supernatant
Firees sl Tritnre 8 (s Tritan-Xihysl

| l
v v : ' ‘ v
Lt Difase Ut Hep Hep+ Hep Hep
UiNase

Figure 6



WO 2021/145821 PCT/SG2021/050020

9/14

1500 Bp -
1000 bp -

Figure 7a



WO 2021/145821 PCT/SG2021/050020

34.2kp

114 kb

.

\\\

RBCEVs loaded with CMV-copGFP DNA vectors
6.6 kh 9.6 kb

Figure 7b

2.4 kb

RBCEV Control

Untreated

R R RN
plRysug  souRossionid  paSiow



11/14

PCT/SG2021/050020

WO 2021/145821

9/ ainbi4
V-Oll4v-¢v1d SIORIBA GADGOI-ART UM PEpROL S ATTEY
v0l z01 o0l 0L , . ,
1 o A o it ., i paed
0 CYE [ gEYIT | WS | WEe | dyve | aadme [peiesnun
\ \w 7 7 P o
e & £0%
00z .
. \ - oonT
g ] - 0051
> ¥ELT k
- 0ov N\& m 9T
: 907 \ - oosT
™ 009 . oo
\& - osE
~ 008 so9E - OomE
Gouy
o'l 8% I
- 49
s0L  z0L o0l 2Ol 0L z0L o0l 20l 0L =20l o0l 20l 0L 20L o0l 2Ol s0L 20 o0l z0L 40l =20l o0l 20l 0L 20l 0L 2Ol
. . . L o o ! e oo . i —_
002
007 143
%
009 %
008
MO L*
SR Tpe AP 1L ™My PO AT IOH pajeaun

SHOTIFR YNNG d4D903-AIND UMM PIPROE SATIEY



12/14
WO 2021/145821 PCT/SG2021/050020

PBS control

Mouse serum

Figure 8

52.5

125

MA standard

ngofD
500

1000

MW
marker




WO 2021/145821

Radiance
(p/sec/cm?/sr)

Day ¢

Ernpty RBCEVS

Color Scale
Min = 2.00e4
Max = 4.00e5

Loated RBCEVS

Total flux {photon/s)
Normalized to control

30

108
107
106-
105_

104_

PCT/SG2021/050020
13/14

213 1% IBe d2e IER 2W

== \entral
== Dorsal

103

40 80 120 160 200 240 280

Days

Figure 9a



PCT/SG2021/050020

WO 2021/145821

14/14

HHRE
ey

e

i

LTS oane
30008
40509
o

L2
-
o0

R

B

1

ol 5

w0
i
2

34 kb

OIRION AZ ERDBOIID 0} POTHELION
fasmunonty X o

Figure 9b



