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Figure 2

1. Transgene design and cloning €----

* Decide on genome position

* Introduce additional features
(Kozak, tags, signal sequences;

rule of six, codon optimization)

2. Rescue and propagation of recombinant virus

Transfect producer cells with cDNA
Observe syncytia formation
Harvest and propagate virus
Evaluate viral titers

3. Analysis of virus properties

Assess replication kinetics
* Measure cytolytic activity
Compare to unmodified virus

4. Purification and validation of transgene product

Isolate from infected cells
Purify using specific tags
Characterize biochemically
Analyze functionality

5. Proof of concept in in vivo models

Results may require/inspire
improvement or novel
development of vectors
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Figure 4




Figure 5

dilution factor [per mL]
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. 6+8+6+4+6+6+5+7
average number of syncytia = 3 =6

titer = average number of syncytia x dilution factor = 6 x 107 ciu/mL



Figure 6

ciu/ mL
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Figure 7

A

PE-A

PE-A

2 uL BTE

AU
0" PE+
] 4,00
10 9
o g
33
-10
o 50K 100K 150K 200K 250K
FEC-A
no BTE, anti-HA-PE only
10 9
10 PE+
] 0,97
105
o3
.
B [
a 50K 100K 150K 200K 250K
FSC-A

PE-A

PE-A

4L BTE

10
4
03 PE+
1 25,3
3
10 9
o3
33
-10
T T T T T
o S0K 100K 150K 200K 250K
FSC-A
BTE + anti-HA-PE
5
10 9
10 PE+
1 99,7
3
10°
LI
3
-0 9
T T T T T
0 SK 00K 180K 200K 250K
FSC-A

PE-A

PE-A

6 uL BTE

PE+
57,4

T T T T T
SOK 100K 150K

FSC-A

200K 250K

BTE + isotype antibody

PE+
0,82

T T T T T
50K 100K 150K

FSC-A

200K 250K

8 uL. BTE

10 uL BTE

10 9
4
10 9
<
w
o
3
10 9
o 3
33
10
T T T T T T T T T T
50K 100K 150K 200K 250K o S0K 100K 150K 200K 250K
FSC-A FSC-A




Figure 8

elution flow-through
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Figure 9
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