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Table S1. Percentage of genes assayed that showed higher CV% with OpenArray
compared to manual 384-well 10pL gPCR.

Treatment Group

DMSO | 0.123uM | 0.370pM | 1.111pM | 3.333uM 10pM

Percentage of

83.33 66.67 75.00 75.00 75.00 50.00
genes assayed




Table S2. Percentage of genes that showed lower CV% with Cells-to-CT with
preamplification compared to other small-scale sample preparation methods across

biological replicates.

Treatment Group

Compared to: DMSO | 0.123uM | 0.370uM | 1.111uM | 3.333uM | 10pM
RNeasy 92.3 69.2 61.5 30.8 53.8 38.5
RNeasy+Preamplification | 84.6 76.9 61.5 38.5 53.8 23.1




Manual 384-well gPCR

I DMSO
/3 0.123uM
/= 0.37uM
= 1.11uM
Bl 3.33uM
B 10uM

SESdA

- lddn

Fg341

LNLSOS

xaxx o=l

-V109dvdd

- LINTOON

veo

SNIVO

F9dS10

e

8902

ZaIA9dLY

(OSIa o3 aAne|al)
uoissaidxa yNyw abueyo-pjo4

OpenArray

— 0.123uM
= 0.37uM
E 1.11uM
BN 3.33uM

— DMSO
Bl 10uM

FERE

-g3dlL

e

LNLSDS

Y109uvdd

INTOON

Va0

ANK

FEE Hummoo

e JA- 1N TR

e —

i T

T T
< ™~

(osInQa o1 aAnela))
uoissaidxa yNyw abueyos-pjo4

1
o

=3

3) were assessed via (A) manual

Figure S1. Comparison of larger volume gPCR with OpenArray. 6-well HeL.a samples were

prepared using RNeasy protocol and technical replicates (n
384-well gPCR with 10puL reaction volume or (B) OpenArray. Data are means £SD (n

technical replicates). *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 compared to DMSO by

one-way ANOVA.



>

0.1% DMSO 1.1 UM YM201636 10 UM YM201636

DQ-Red BSA: 24h Treatment B

=3
3

800

o
=1
=3
Y
3

I~
3

Hoechst
DQ-Red BSA

(% pazijeuLioN)
JUNoY 199NN ||2D 2AI7

2
3

Total Spot Intensity/Cell
(Normalized %)
»n »
g8 8

@
=

0 012 037 11 33 10

Brightfield |+

(@)

Caspase 3/7: 24h Treatment D 0.1% DMSO 1.1 UM YM201636 10 UM YM201636

150 20

o

2
o
s
Slied pead %

Caspase 3/7

Live Cell Nuclei Count
(Normalized %)
8

o

0 012 037 11 33 10
Concentration (uM)

Hoechst
Caspase 3/7

% QP A e e bt 3 e

Hoechst S ome s BN e e
Caspase3/7 [ erga st N NN T SN
Brightfield 5 : 4 .

Figure S2. YM201636 causes lysosomal dysfunction and cell toxicity at high doses. HeLa
cells treated with YM201636 for 24h were analyzed via (A) DQ-Red BSA assay with (B) 20x
representative images shown, and (C) Caspase 3/7 with (D) 10x representative images shown.
Data are means +SD from 3 biological replicates.
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Figure S3. Lack of RNA input normalization can affect Cells-to-CT protocol. Raw Cy values
of biological replicates (n=3) resulting from use of (A) RNeasy, (B) RNeasy with
preamplification, (C) Cells-to-CT with preamplification on 96-well samples. Data are means
+SD.



