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CRISPR/Cas9 based screening using Brunello library
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1. Reporter cells were infected with
lentiviruses with Cas9 (MOI<0.1).

Blasticidin selection

2. 120 million reporter cells carrying
Cas9 were infected with the
lentiviral pool containing Brunello
library at a MOI of 0.3.

Puromycin selection

3. 40 million cells were sorted for
Red:Green fluorescence.

4. Cells were propagated and
subjected to additional rounds of
sorting.



CRISPR/Cas9 based screening using Brunello library for determination
of the mechanism of action of autophagy activators

(a)
{ EFla ?33 I@IL@,A_G_—
Atgd
LC3 | BT L C3AG |

autophagy substrate internal control

(b)

autophagy flux

DOI: 10.1098/rsob.180106



300

P
¥}
o

(o]
]
o

Number of genes
= =
-] LN
== ==

i
=]

o

In population defective in autophagy in basal conditions we see accumulation of
autophagy-related genes and lysosome-related genes
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87 Totally we observe 325 genes related to
authophagy, mTOR pathways and lysosome

Autophagy core genes — 100
mTOR and upstream pathway - 52
Lysosome related genes — 89




Ribophagy
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Search for conditions that activate ribophagy

counting RFP/GFP ratio

Live cell imaging using CelenaX

Fluorescence imaging in RFP and
GFP channels
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FACS data

Fluorescence-activated cell sorting for ribophagy
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Enrichment of ribophagy-deficient population
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Consistently enrichment of TRIM25 in ribophagy-deficient population
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NCcTOYHNKKM cBeTa - N1a3epbl:
- 488 Hm, 50 MW

- 640 Hm, 80 MW

- 405 Hm, 100 MW

- 561 Hm, 50 MW

OnTtunka cbopa curHana.

Peructpupyemsie ontuyeckue napametpbl - a0 30
d1IyopecueHTHbIX napameTpos u 3 (Tpu) napameTpa
ceeTopacceaHua (FSC, SSC n SSC ot pmnonetoBoro
nasepa). 3¢PpeKTnBHasa perncrtpauma BCEro CNeKTpa
n31yyeHma B npeaenax AnvH BoaH 420 - 829 Hm bes3
HEOBX0AMMOCTU CMEHbI ONTUYECKUX GUNBTPOB ANA
perncTpaumm CUrHanoB OT OTAENbHbIX
bnyopoxpomos. 48 KaHaN0B perncTpaumm

dnyopecueHUUN.
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