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Introduction

Profiled 41 Cell Lines from Diverse Backgrounds

Phospho-specific Targets Detected and
Demonstrate Specificity

Targets Screened against Orthogonal RNA-Seq and
Mass Spectroscopy Datasets
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this study, grouped by tissue of origin, with associated disease annotation and Cellosaurus (CVCL) identifiers to ensure
unambiguous cell line provenance and cross-study traceability. The panel spans hematologic and solid tumor lineages
and includes selected perturbation/stimulation conditions (e.g., HL-60 + DMSO/PMA and A-431 derivative conditions)
to support performance assessment across diverse biological backgrounds.

control (x-axis) versus Calyculin A or pervanadate (y-axis); phospho targets (orange) shift above y = x black dashed I
identity line. Dotted gray line represents a +1.5X change fromy = x. .

SK-BR-3
THP-11
U-251MG

oy

MDA-MB-231 {
MDA-MB-468 {

RPMI-8226 1
SH-SY5Y CA{

NCaP clone FGC 1

-
Cell Line

nCounter
Hybridizations

Recover nCounter Tags
with RLT or PBS + UV

Readout Type [l Ms [l nCounter Lysate [ RNASeq

Wash with TBS-T

Lysates Compatible with the nCounter RNA Assay

Reproducible Results between Cell Line Replicates

Conclusion and Future Actions

for a Complete Multiomics Workflow

® A-431 A-431 CA A431 AP A431 EGF A431 Perv A431 UV A498
Stackable Panel Content with up to 550 Targets | | N
. / / / A = Hel.a HT-29 High-plex lysate protein screening is feasible at scale
1 R=1.00
z: A £ The lysate assay is highly reproducible: replicate lysate runs show consistently high
. _ _ _ ASPCT Caco-2 Caki-1 CCRF-CEM Deuel H1975 HCT116 S aoo0o] 60000 o concordance (Pearson R = 0.90), supporting reliable quantitative screening.
Tumor Signaling nCounter Protein Panel Immune Pathways nCounter Protein Panel 21R=099 R=098 R=097 R =099 R=097 R=098 R =099 8 Cell Line
‘5 £ . @ o Phospho antibodies demonstrate specificity with varying perturbations.
. . 3 s 10 O ] eLa
Adaptive Immunity Sigraling Pathways Adaptive Immunity . & 400001 200001 HT-29 : : : - :
Signaling Pathways 4 O RNA readout is compatible with the lysate workflow: unpurified lysate can be used directly as
gnaling y N » . i
Metabolism HEL HeLa HL-60 HL-60 + DMSO HL-60 + PMA HT-29 HUH7 g 30000+ inpu’[ for an nCounter RNA assay.
\ 201 R=0.99 R =0.99 =0.98 R =0.97 R=0.97 R=0.98 R =0.99 " =
(7] 200001 200001 o
Innate Immunity £7°
Cellular Processes qu- 2 4 6 2 Lveate étt ] 6 2 4 6 FUture ACtlonS
Cellular Processes B 5 . 4 o ysate Input (uL) _ : : : :
Metabolism 3a | P C Run a higher-plex RNA panel (beyond housekeeping) to enable richer pathway interpretation
= E g HUV-EC-C + VEGF K562 LNCaP clone FGC MCF-7 MDA-MB-231 MDA-MB-468 Molt-4 [ ~ - I
Innate Immunity S5 o e — _new o o ! Expression Profile with 6 uL. Lysate Input alongside the ~550-plex protein readout
e analna Anelalieg Immupe-lanaling nd mesing "8 B 50000/ 50000 Expand integrated multiomics analysis outputs (e.g., combined visualizations/paired analyte
w . Y.,
N / / B 475001 47500 views) to translate lysate screening into interpretable biology.
45000+ 45000
0- ‘n H . . . . . . .
Coverage of Biological Functions by nCounter Protein Panels NK-92 PANC-1 PC3 Rail RPMI-6226 SH-SYSY CA SiHa : 425001 42500 ﬁ"DL';‘e Continue protocol optimization for lysate performance (e.g., binding/blocking/substrate
201 = =0. =1. =0. =0. =0. =0. 40000 40000 c 0 cho o
. |0 RO R R 0% R=098 R=099 R0 0O 0000; o000 [ Hela variables) to further improve sensitivity across targets and sample types.
B Immune Pathways Panel B Tumor Signaling Panel 15 g o HT-29
N 75001 F 7500
400 10 / . W =
5 E 5000 1 - 5000
350 N . S 2500 I II II [ 2500
2] 5 & 10 15 20 g ) T T nlll me II L - I prp——" mull mul |,
6 300 SK-BR-3 SK-MEL28 + IFN alpha THP-1 U-251MG U-937 U20S - pa T pa - - - s pa e - = S p < p 5 < s - e A P =
o 201 p = - - - — — LL A O] ) = O LL o %) O = cﬂlz — N o «© ® T (3:) m X< m P =
E 250 . 0.99 R=0.97 R =0.96 R=0.97 R =0.96 R=0.98 é": % 8 é E o o © 8 é % % % % a ; % c% i = = =) % §
@) o
5 200 Scan here to
€ 150 ] : o
o | S s
Z 01, : : : — : : — L : : : — L : : : — L : : : — L : : : : . . . . . . :
100 O S0 TS 200 s 0 s 200 50 T8 20 0 s 10 820 005 015 20 05 0 1s 20 Figure 3 | Direct lysate input is compatible with the nCounter RNA assay. (A) Daudi, Hel.a, and HT-29 cell lysates were used : download or
50 log2 ERCC Normalized Counts as direct (unpurified) input into a 24-plex housekeeping RNA panel across a lysate titration (1, 2, 3, and 6 pL). Total : by, SRR ELRE. I
- . . . , . . ERCC-normalized counts increased proportionally with input volume for each cell line (Pearson R = 0.99-1.00), supporting Inside Spatlal B.'A earn more
0 Figure 1 | Technical reproducibility across 41 lysates profiled with the nCounter Lysate assay. Each lysate was run in ' ol
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duplicate using the nCounter Lysate Assay and a high-plex protein panel (~550 antibody targets). Raw counts were
sample-to-sample normalized using internal ERCC controls and then log2-transformed. Replicate 1 values were
plotted against replicate 2 values. Pearson correlations were consistently high (R = 0.90), demonstrating strong assay
reproducibility.
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