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PROBLEM: Converting human to mouse shRNAmir

5’ Vector 18-22 bases Insert 18-22 bases 3’ Vector
Hairpin A SENSE hairpin antiSENSE Hairpin B

Human PARK2_ 517 shRNAmir (PARK2_518 and _520 are not shown).

sense antisense
=
_ACAGTGAGCGCGAGAGAGTTCTCACATTTAATTAGTGAAGCCACAGATGTAAT TAAATGTGAGAACTCTCTCTTGCCTACTGC
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How the shRNAmir is generated by Drosha and Dicer

Endogenous mir-30 primary transcript

mir-30 context Drosha mir-30 sequence  mir-30 loop
cleavage site

Opean biosystems mir-30 hairpin design

Drosha

I
Antisense sequance of shRNA




GENERATION OF PARKIN, DJ-1,
AND PINK1 EXPRESSING pGIPz
shRNAmir PLASMIDS IN HUMAN
SH-SY5Y CELLS



PROMEGA NORADIOACTIVE CELL PROLIFERATION ASSAYS
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Figure 1. Structures of MTS tetrazolium salt and its formazan product.
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Figure 3. Proliferation of B9 cells in response to various concentrations of IL-6
measured using the CellTiter 962 AQ, . .. Assay and [FH]-thymidine

incorporation assays.
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Figure 4, Absorbance spectrum of MTS5/formazan after bioreduction by K562 cells.
The K562 cells were cultured in RPMI 1640 supplemented with 10% FBS. The blank
used to generate this absorbance spectrum was culture medium containing MTS that
was not bioreduced by cells. The negative absorbance values (352nm) correspond to
the disappearance of MTS as it is converted inte formazan.

SOLUBLE, ABORBANCE AT 450-490 nm.
Abs is DIRECTLY PROPORTIONAL TO THE

NUMBER OF LIVING CELLS.
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CELL LINE

PARKIN shRNAmir: started out 27 got 15 different cell lines for
3 different shRNAmirs (pGlIPz)

DJ-1 shRNAmir: started out 9 got 8 cell lines for one pGIPz
shRNAmir, started 36 cell colonies, got 38 for 5 different pLKO
shRNA:s.

PINK1 shRNAmir: started 18, got 15 different cell lines for
PGIPZ shRNAmir

Alpha synuclein: started at 9, got 9 for one pGIPZ
ATP13A2: started 9, got 9 for one pGIPz

sytl: started out 18, got 17 for 2 pGIPz

sytll: started out 18, got 14 for 2 pGIPz

TOTAL TIMES: 4 MONTHS
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