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How RNAI screen works

Retrovial vector haboring a shRNA and GFP
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GFP positive = shRNA positive %
O
O

Measure %GFP over time

Growth competition assay

(GFP negative vs GFP positive O O

GFP depletion = critical role in cell cycle/survival

1. Measure %GFP on day2 and day12 by flow cytometry
2. Score “GFP fold depletion” by day2/day12
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Retrovial vector haboring a shRNA and GFP
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How RNAI screen works

Retrovial vector haboring a shRNA and GFP
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GFP positive = shRNA positive %
O
O

Measure %GFP over time

Growth competition assay

(GFP negative vs GFP positive O O

GFP depletion = critical role in cell cycle/survival

1. Measure %GFP on day2 and day12 by flow cytometry
2. Score “GFP fold depletion” by day2/day12
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Reads T14 / reads T0 (log)

RNAIRDV—=277 D EF
(Zuber et al., 2011 Nature)

Positive-control shRNAs (n = 8)
— Negative-control shRNAs (n = 4)
— Men1 shRNAs (n = 5)

— Brd4 shBRNAs (n = 5)

1,072 shRNAs

b 60, B Day 2
[ Day 12
4 401
L
O
R 201
U-
Brd4 | Sl » =

B-aCtin | ———

shRen 632 523 2097 1448 552
713 shBrd4

Zuber et al., 2011 Nature
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Brd4 (Bromo-domain containing4)
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Day 7

Day 10

JQ1IZ K Banti-leukemic effect

DMSO JQ1 50 mg kg

Zuber et al., 2011 Nature
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Brd4 RNAi/JQ1ALEE S>NGS
Gene Set Enrichment Analysis

VEH JQ1 Schuhmacher and colleagues Dang and coleagues
0.0-F T e i
E _ 5 0.0 | |
802 T~ | B g2l T~ ,
g 0.4+ e - g f
£ E 0.4- ,
E 0.6- -I 2 7
& -0.8-{ 9<0.0001 JI g 987 a<0.0001 T
Schlosser and cdleagues Kim and colleagues
g 0.04= % 0.0F=_ i
o -0.2- {.E =2 T - I:
g 047 . E -0.4-
E 061 r'"l g ,-"'Ir.
2 0.8 9<0.0001 — £ -06 g<0.0001
QU S p— 0]

Delmore et al., 2011 Cell
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Validation validation validation
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pe Preclinical Testing ! :
Pl Laboratory and Screened
‘ Animal Testing
| Phase | 6
20-80 Healthy Volunteers Used to Phase Il
Determine Safety and Dosage = g 100-300 Patient Volunteers
Used to Look for Efficacy

1.000-5,000 Patient Volunteers
Used to Monitor Adverse
Reactions to Long-Term Use

FDA Review Approval

Additional Post-
Marketing Testing 1
Approved
by the FDA

http://angelabernardo.com/wp-
content/uploads/2014/08/FDA-
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Reactions to Long-Term Use

FDA Review Approval
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Marketing Testing

Approved
by the FDA
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B Genome-wide average
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Loven et al., 2013 Caell
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5,303 SNPs from 1,675 GWAS studies Coding vs. non-coding SNPs Proximity to enhancers
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