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cell migration determinants dependent on PI3K
and AKT pathways

Minchul Seo"2*, Shinrye Lee3*, Jong-Heon Kim', Won-Ha Lee# Guang Hu®, Stephen J. Elledge®
& Kyoungho Suk!

NATURE COMMUNICATIONS, DOI: 10.1038/ncomms6217

7:I = [ O|StHNM B[
H | e H Production of pooled ieiiont
= lentiviral shRNA libra lentilication
2 HAI 25 F|1 ) 7|dl =] ¥ of ShRNAs

4 1 HX‘I 74 = and validation
MK HA 27

BxF 2AHA S Infection of NIH3T3 cells "

(@] MHEHS with pooled lentiviral shRNA

o2 MYst 917 library Cloning and sequencing

1

5 I 3

Infected cells
10740 S5 S W™ Q1 knockdown EE=
cDNA 1}jEs Msls =) O|E Mz ols =F | O

2 20| PI3K/PTEN/AKT AZZ 58 FOXOld p70S6K1 Z&
0lS H2O| 519 ASHEUX0| I T3S &HOI3

(= | S |

« Transwell insert
Upper compartment
Porous membrane
Lower compartment
Cell migration assay PCR amplification of half-hairpin barcodes
Treatment with P”mi.

trypsin/EDTA 5o e - 3
Sense Loop Antisense

Cell harvest 4'

Selection and enrichment (x5)

-
Primer

= L "1

- Genomic DNA isolation from
selected cells with accelerated or
Impaired migration Accelerated migration impaired migration

Culture of selected cells

~ O = AL
==

, M2 0|52] o
I3K/PTEN/AKT Z 29|




2. IEZEEH A A0 ofs =EE|= 7IHET M= HE
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