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Delivery kinetics of ZsGreenl RNAs into HCT116 cells
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Lox-dsRed-lox extinction by CRE recombinase expression

100 1

90

80 +
% 70 |
% 60t
€ 501
= 40+

30 +

20 +

10 +

° HCT116 I NT b ILV-Cre I pCre MS2RLP-Cre NT ILV-Cre pCre MS2RLP-Cre

HCT116-Lox-dsRed-Lox polyclonal HCT116-Lox-dsRed-Lox clonel14
Fig. 18
Quantification of CRE DNA copy number
in HCT116-Lox-dsRed-Lox cells
= 60 -~
3
= 50 -
2
E 40 -
c
8 30 - " D6
3
v 20 4 Hm D14
Z
a 10 - 4
1
g 0 0 0 T 0 T “ T 0 0 1
NT LV MS2RLP

Fig. 19




14/24

70.0
60.0
50.0
40.0
30.0
20.0
10.0

0.0

% tri-colored cells

Delivery of ZsGreenl + mCherry + mtBFP RNAs
by MS2RLP particles

NT 100000 PP/cell 300000 PP/cell 300000 PP/cell

Single Transduction Tri-Transduction
8h m 24h m 48h

Fig. 20

Comparison of ZsGreenl + mCherry + mtBFP RNA delivery by
MS2RLP or IDLV particules

90.0

80.0

700

@
=4
o

50.0

=
=
(=]

tri-colored cells

%

Now
S 9o
o ©

100

2
o

300000 PP/cell 100000 PP/cell

NT 100000 PP/cell

Single Transduction Tri-Transduction Single Transduction

MS2RLP




15/24

90.0

Delivery of ZsGreenl + mCherry + mtBFP RNA by ILV vectors

B80.0
70.0
2 60.0
§ 50.0
5
£ a00
® 300
20.0
10.0
0.0 -
‘ final MOI 15 | final MOI 60 final MOI 120 ‘ MOI 5 | MOI 15 MOI 30 MOl 60 MOI 120
NT Tri-transduction Single Transduction
Fig. 22
Impact of production process for MS2(NC)- RLP-12X ZsGreenl
particles in HCT116 cells at 48h post-transduction
100.00 14.00
- 12.00
» 80.00 z
_8. - 10.00 g
-+
E 60.00 L 8.00 %
e g
g 40.00 600 8
9 - 4.00 g
® 2000 &
- 2.00
0.00 - 0.00

=N

10pg p24 20pg p24 30pg p24
. % ZsGreenl+ cells process P1 % ZsGreenl+ cells process P2

==fe=Fluorescence Intensity Process P1 Fluorescence Intensity Process P2

Fig. 23




16/24

EF1 Promoter Luciferase MS2(2X) Signal Poly A

e

Linear pPCDNA.EF1. Luc. MS2 2X

Fig. 24

EF1 Promoter Luciferase MS2(6X) Signal Poly A

A -

Linear pPCDNA.EF1. Luc. MS2 6X

Fig. 25

EF1 Promoter Luciferase MS2(12X) Signal Poly A

A | 1 ’ >

Linear pCDNA.EF1. Luc. MS2 12X

Fig. 26




7000

6000

5000

4000

3000

2000

Luciferase activity RLU/pg P24

1000

17/24

Delivery kinetics of Luciferase RNA in HCT116 cells transduced by
MS2(NC)-RLP-Luc particles, of which the stem-loop motif is repeated
dont 2 times, 6 times or 12 times, at a dose of 10pg p24/cell
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Delivery kinetics of Luciferase RNA in HCT116 cells transduced by MS2(NC)-RLP-Luc
particles, of which the stem-loop motif is repeated dont 2 times, 6 times or 12 times, at a
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Delivery kinetics of Luciferase RNA in HCT116 cells transduced by PP7(NC)-RLP-Luc
particles, of which the stem-loop motif is repeated 2 times, 6 times or 12 times, at a dose
of 10pg p24/cell
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Delivery kinetics of Luciferase RNA in HCT116 cells transduced by PP7({IN)-RLP-Luc
particles , of which the stem-loop motif is repeated 2 times, 6 times or 12 times at a
dose of 2.8 pg p24/cell
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Delivery of ZsGreenl + mCherry + mtBFP RNAs by the PP7(NC)-RLP-2X
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