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Figure V

Development of the transduction of human T lymphocytes with
RLP-ZsGreen [O6 post-transduction)
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Development of the transduction of naive murine CD8+ T
lymphocytes with RLP.ZsGreen 1 (03 post-transduction)
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Figure Vila
Development of the transduction of naive murine CD8+ T
lymphocytes with ILV.EF1.ZsGreen 1 (06 post-transduction)
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Development of the transduction of immature human dendritic
cells with RLP.ZsGreeni [03 post-transduction)
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Development of the transduction of immature human dendritic
cells with ILV.EF1.ZsGreen1 (D3 post-transduction)
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Expression kinetics of the ZsGreenl of immature human dendritic

cells (iDC) transduced with RLP.ZsGreenl (4 pg p24/cell) -6
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Expression kinetics of the ZsGreenl of immature human dendritic
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Phenotyping of immature human dendritic cells transduced
with RLP.ZsGreen1 (D4 post-transduction)
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Development of the transduction of mature human dendritic
cells with RLP.ZsGreen (D4 post-transduction)
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Figure IXa
Development of the transduction of mature human dendritic
cells with ILV.EF1.Z5Greeni (04 posttransduction)

% ZsGreenl
=B edian ZsGreenl

0 5 MOl 50 75

Figure IXb



9/31

Phenotyping of mature human dendritic cells transduced with
RLP.ZsGreenl (D4 post-transduction)
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Phenotyping of mature human dendritic cells transduced
with ILV.EF1.ZsGreen1 (D4 post-transduction)
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Development of the transduction of murine BMDCs with
RLP.ZsGreendi (03 post-transduction)
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Development of the transducticn of murine BMDCs with
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Expression kinetics of the ZsGreenl of murine BMDCs
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Phenotyping of the murine BMDCs transduced with RLP.ZsGreenl (D3

post-transduction)
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Phenotyping of the murine BMDCs transduced with RLP.MAGE A3

(D3 post-transduction)
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monitoring of tumour growth induced by Renca cells expressing
MAGE A3 in Balb/c mice
1400 1 proup treated with BMDCs transduced with RLP ZeGrssn
1700 o == proup trested with BMDCe traneduced with RLP MAGE A3
% 1000 -
E
£ 800 -
5 -
® o |
3
L I
200 1 T
0 T T T ; T i T + 4 + T +
=~ = w = 5 &8 2 &2 72 B H®H A& &
Days after implanting the Renca cells
Figure XIV
EF1 Promoter Luciferase PP7 (2X) Poly A

B R A

linear pcDNA.EF1.PP7 2X

Figure XV




19/31

p8.74pal-5 PPTcoat-5
p— s
— m | e e[ we  |[eaffes] Pf:\i— 23
p8.74 pe.74pol-As PP7-coat PPTcoat-AS
— ma cA |[e2][ NC [[pa]ee][ Por | coar |—
p8.74.IN-coat

Linear p8.74- Pol-PP7 Coat

Figure XVI

HIV1 cPPT-CTS

CMV Promoter  HIV1gag HIV1-pol PP7-Coat

HIV1 tat env
HIV1 RRE
HIV1 env deleted

LJ-—H -

Linear p8.74- Pol-PP7 Coat

Figure XVII



20/31

CD8+ cells

from wild-type - Ko
BALB/c mice o B
100y
ol
-
o9
18 -t -~ -
CD8+ cells from
BALB/c mice e . cos
with a Renca tumour = e o bt
1004
M *
u‘ X
.\.'{ ]
e - - S—
-t - - . 18 ‘el . .

Positive sorting of the CD8+ T lymphocytes derived from the splenocytes and CFSE

labelling at DO
Figure XVIII
+BMDC
+BMDC NT RLP 3 TAAS
CD8+ cells from 20
wild-type e~ 08 CF E s O CFRES
BAL Bﬂ; micg 33 %% .rri .
oo ]
K‘:

L
=
g
r
,
2.
-
¥
3
,

CD2+ cells from o
BALBc mice
with a Renca 3 Tamn
tumour 2

o8 BEHEEE -
S
I

5.8 8§ 8

181 o1 a2 ied o a1 el W e

CD&+ control cells from wild-type BALB/c mice or
mice with a Renca tumour, cultured without BMDC

e B EEEE

Results of the co-cultures of the CFSE-labelled CD8+ cells with the BMDCs at D5
(ADC:27)

Figure XIX



Relative proliferative response

21/31

Proliferative response of the CD8+ T lymphocytes from wt
or tumoral mice, induced by different ratios of BMDCs
transduced by RLP particles expressing 3 antigens (TAAs)
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Cellular viability and dose-response of expression of ZsGreen’
of BMDCs transduced with RLP.ZsGreen (D2 post-transduction)

% viable =% CD11¢c Z5Greenl+ —a=— Median ZsGreen

8
’ - 7
6
5
‘5
3
2
1
0
] 5 10 25 50 75 o 01 05 1 5
MO pa p24/cell
ILV EF1.ZsGrean RLP.ZsGreani
Figure XXII
EF1 promoter ~ Fluorescent Reporter PP72X Poly A
pcDNA.EF1.FluorescentReporter.PP7 2X
Figure XXIII
Cellular viability and expression kinetics of the ZsGreen1
of BMDCs transduced with PP7(IN)-RLP.ZsGreen1 (1 pg
p24icell)
100 C—NT = 1 pg p24/cell 5
m— % viable = 7sGreenl Median| 4.5
80 4
35
60 3
2,5%
40 2
1.5
20 1
05
0 0
D1 D2 D3
Days post-transduction

Figure XXIV



23/31

Demonstration of the transfer of RNA coding for
Mage A3 in U937 cells transduced with RLP MAGEA3
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Demonstration of the transfer of RNA coding for the 3
TAAs in U937 cells transduced with RLP TAAs (5h post-
transduction)
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Demonstration of the transfer of RNA coding for the 3
TAAs in U937 cells transduced with RLP TAAs (20h post-
transduction)
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Demonstration of the transfer of RNA coding for the 3
TAAs in hDC cells transduced with RLP TAAs (5h post-
transduction)
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Demonstration of the transfer of RNA coding for the
3 TAAs in hDC cells transduced with RLP TAAs (20h
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Demonstration of the transfer of RNA coding for MAGE A3

and IL12 in U337 cells transduced with RLP-
IL-12/PSMAGEA3 (5h post-transduction)
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Demonstration of the transfer of RNA coding for
MAGE A3 and IL12 in U937 cells transduced with RLP-
IL-12/PSMAGEA3 (20h post-transduction)
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Demonstration of the transfer of RNA coding for MAGE
Ad and IL12 in hDC cells transduced with RLP-
IL-12/PSMAGEAJ (5h post-transduction})
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Quantification of the IL12 secreted by the hDCs
transduced with the RLP-IL12/PSMAGEA3 (48h
post-transduction)
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Cellular viability and expression Kinetics of the ZsGreen1 of
BMDCs transduced with PP7(NC)-RLP.ZsGreen1 (1 pg p24/cell)

Ratios of p8.74A7F M52-Coat/ps.74 encapsidation plasmids
used for producing MS2RLP-ZsGreenl 12X particles
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Effect of the ratio of encapsidation plasmids for producing MS2RLP
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Effect of the ratio of encapsidation plasmids for producing MS2RLP
12X particles on the transfer of RNA into Jurkat cells at a dose of
10pg p24/cell
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Ratios of p8.74AZF MS2-
Coat/p8.74 used for
producing MS2RLP-ZsGreen1
12X particles
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