REMarn/cellSTaeinivive
2 CNIMMERCRINATUE VE

lFlashTherapeutics § Canal Biotech Il. 3 rue des satellites 31400 Toulouse, Franc@lnstitut Clinique de la SourisCelphedia, Phenomin, Strasbourg, France. Contact:

Lanvwicil vacior

Psi-mediated packaging

=)

AU3 RU5

# H‘

-~ -

o e

-

LentiFlash® particle

MS2-mediated packaging

Transgene

MMUNGMOoaUlation; tisi
R/ALECHNOI00Y /0 ESIGRECNOIIC]

Christine Duthoit 1, Régis Gayoh, Lucille Lamouroux, Alexandra Iché, Nicolas Martin!, Florine Samair, Guillaume Pavlovic’, TaniaSorg?, and Pascale Bouillé

gl
4L

MS2 Stenloops

gag  pol
MA CA NC
oW VSVG

(Prel et al. Mol Ther Methods Clin Dev. 2015)

Close to 100% transduction efficiency

Transduction efficiency of LentiFlash® in
cell lines
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Transduction efficiency of LentiFlash® in
primary cells
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Hence, transduced cells are free of viral

RNA which is a great advantage for
therapeutic purposes using T cells or
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Antigen delivery mediated by LentiFlash®
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Days after implantation

LentiFlash® delivery of tumoral antigens mediates rejection of progressive

tumors

In human primary

T cells with a
sgRNAand Cas9

LentiFlash®- CRISPR
& CD3/CD28 targeting PD1 or
activation CXCR4
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Activated T cells were transduced by LentiFlash®
vector (5 pg of p24/cell ) expressingCas9 and a sgRNA

targeting the humanPD1 or CXCR4 genes
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Transient and tailored expression
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Expression duration

Booth #10

Expression duration depends on the
half-life of the protein encoded by the
delivered RNA.

Tailored expression

The dose of LentiFlash® can be tailored
to fit the desired expression level.

Unlike classical integrative
particles,

LentiFlash®

particles

lentiviral

can

contain at least 3 different RNA species.

T cells specificity mediated in vivoby LentiFlash®
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T cells harvested from mice transferred with MAGEAS3
BMDC respond specifically to MAGEAS3 ex vivo

Human T lymphocytes display high KO efficiency
concentrated
LentiFlash® vectors without affecting viability nor
and preserving the original
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proliferation,
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LentiFlash® manages to deliver multiple RNA
speciesinto all cell types, such asdifferent coding
RNA or Cas9 mRNA + sgRNA.

In addition to LentiFlash ® transduction efficiency, the KO efficacy depends on sgRNAInherent potency (Yuen et al, NAR 2017),
genomic environment, type and state of the targeted cells (activated or not, quiescent or not, cell cycle state).

MmT/mG reporter =
mice model

Efficient in vivorecombinase delivery

Local intra-muscular administration of ILV-Cre or LentiFlash®-Cre.
Analyses 2 weeks post injection

Quadriceps histology with GFP immuno-
staining shows an efficient local Cre
activity, with no excisionin other organs.
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Increased in vivo efficiency compared to integrative vectors

DNA and RNA analyse through ddPCR
from the samesample.

As expected, Cre recombinase is only
detected with ILV.

GFPreporter is detected at a higher level
after LentiFlash® injection compared to
ILV.

Collaboration with  PHENOMIN-Institut Clinique m

dela Souris (ICS) ts

Higher deletion efficiency with the LentiFlash® than with the integrative lentiviral vector.No residual expression of the Cre recombinase is detected .



