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Five Unique Fluorescent Profiling Modalities

Geometric Segmentation Cell Type/Rare cell Contour Gridded

CD3 PanCK DN inCK DNA

Assess heterogeneity Evaluate biological Profile cell Determine proximal Perform deep
(e.g. tumor margin vs. compartments populations response mapping
core, cortical layers) (e.g. Tumor-TME)? (e.g. CD3+ cells, (e.g. CART, AD plaque) (e.g. 96 ROI)
GFAP+ cells)
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3. Incubation with protein target or RNA probe
2. RNA Scope Probe Hybridization mix and morphology makers

1. Samples pretreatment = HE %Eea:r a@**ﬁf’&ﬁfzﬂq_ﬁﬁ% |

-~ £~ O e L L b e

\‘ 4. Scan and imaging
Combined DSP Workflow with
RNA Scope Workflow

8. Sequence library & data analysis

5. ROI selection

7.Set up indexing PCR 6. Oligo release by UV light ~ a:“ e
and collection via microcapillary o e
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RNAscope Assay Workflow

PERMEABLIZE HYBRIDIZE AMPLIFY
cells or tissue to target RNA signal

RNAscope
Double Z Probe

VISUALIZE
with morphology

TISSUE  CELLS

m
\ /

=

STEP 1: PERMEABILIZE STEP 3: AMPLIFY

CELL ORTISSUE
Fixed tissue sections or cells on RNA

slides are pretreated with the With ~20 specific double Z
RNAscope pretreatment probe palrs per target,
reagents to block endogenous probes hybridize to target

STEP 2: HYBRIDIZE
PROBE TO TARGET SIGNAL

STEP 4: VISUALIZE
WITH MORPHOLOGY

Each punctuated signal dot
represents a single target RNA

Detection reagents amplify
the hybridization signal via
sequential hybridization of

amplifiers and labelled with a microscope.

peroxidase activity and optimally RNA molecules. probes.
permeabilize samples to allow
target accessibility.
Probe design
Z target probe design
’— Preamplifier binding
2 site,14 bases
77
——Target binding site
18-25 bases
Preamplifier — i -
Hybridization requires SR nentary
double Z binding

LI
[
i

Complementary
bases

Signal amplification

Labeled probe
binding site

Amplifier Labeled probe

N
NEL

2L

molecule and can be visualized

QUANTIFY
single-cell expression

STEP 5: QUANTIFY
SINGLE-CELL EXPRESSION
Single-molecules signals can be
quantified on a cell-by-cell basis by
manual counting or automated image
analysis.

RNAscope

Amplification

e —
Target-specific binding

+ 20 ZZ pairs per each mRNA or IncRNA target
+ Single RNA molecule detection
+ mRNA or IncRNA target (>300nt)

BaseScope

Amplification

1-32Z

Target-specific binding

= 1-3 ZZ pair per target

- Single RNA molecule detection

* Exon junction/splice variants, short target/highly
homologous sequences (50-300 nt) and point mutations
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RNAscope Assay RNAscope BaseScope Assay
HiPlex Assay
Number of - Standard probe design is - Standard probe design is + 11to 3 ZZ probes based on
ZZ Pair per 20 ZZ probes (minimum of 20 ZZ probes (minimum of the application
target 6 ZZ probes) 6 ZZ probes)
Target » mRNA >300 bases » mRNA >300 bases + Exon junctions/ splice
+ IncRNA >300 bases + IncRNA >300 bases variants
+ RNA targets between 50 to
300 nucleotides
+ Validated point mutations
Application * IncRNA and mRNA * IncRNA and mRNA - Exon junctions/splice
>300 bases >300 bases variants, circular RNA, gene
fusion, gene knockout
+ Short/highly homologous
sequences, TCRs and
CDR sequence for T cell
clones, pre-miRNA, gene
editing/CRISPR, CAR-T cell
validation and detection
+ Point mutation, short InDel,
homologues
Multiplex Single to up to 4-plex 81to 12-plex Single to duplex
capability
Detection Chromogenic or fluorescent Fluorescent Chromogenic
Sample type FFPE cells and tissues Fresh frozen tissues FFPE cells and tissues
Fresh frozen tissues Fixed frozen tissues Fresh frozen tissues
Fixed frozen tissues Fixed frozen tissues
Cultured cells Cultured cells
Whole mount
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RNAscope Catalog Probes are available for over 100 different viral species and ever growing. Click on species name tc

see corresponding probes.

_ ) . ) } X ) Felid herpesvirus Feline immunodeficiency Feline infectious peritonitis
Adeno-associated virus Alpaca Polyomavirus Andes virus )
vIrus VIrus

Avian infectious bronchitis Bat hepadnavirus Bat hepatovirus Feline papillomavirus Froq virus Hedgehog hepatovirus
virus

Hendra virus
Bovine astrovirus Bovine papillomavirus Bovine parvovirus

Hepatitis C virus
Canine bocavirus Canine herpesvirus Canine papillomavirus

Hepatitis GB Virus
Canine parvovirus Cercopithecine herpesvirus Chikungunya virus ‘

Human coronavirus
Circovirus Citrus tristeza virus COVID-19 coronavirus

Human herpesvirus
Cynomolgus macaque Dengue virus Eastern equine encephalitis
cytomegalovirus virus ‘

Human parechowms

HCV-uninfected (left) or HCV-infected (right) HuH-7 cells were hybridized with probes targeting HCV

Enterovirus Equid herpesvirus Equine arteritis virus Human T-lymphotropic mMRNA (green). Cells were costained with 18S rRNA target probes (red) as an internal control for assay

virus 1 success. Nuclei were counterstained with DAPI (blue).
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Neuroepithelial cells Nestin (Nes), Sox2, Notch1, Hes1, Hes3, E-cadherin (Cdh1), Occludin (Ocl)
Radial dlia Vimentin (Vim), Nestin (Nes), Pax6, Hes1, Hes5, Gfap, Glast (Sic1a3), Blbp
J (Fabp7), Tnc, N-cadherin (Cdh2), Sox2 microglia
Intermediate progenitors Tbr2 (Eoms), Mash1 (Ascl1)
Immature neurons Doublecortin (Dcx), B 11l tubulin (Tubb3), NeuroD1, Thr1, Stathmin 7 (Stmn)
Oligodendrocyte precursor cells Pdgfr alpha (Pdgfra), Ng2 (Cspg4)
astrocytes
Mature oligodendrocytes Olig1, Olig2, Olig3, Mbp, Osp (Spp1), Mog, Sox10
Schwann cells Mpz, Ncam, Gap43, S100
Astrocytes Gfap, Eaat1 (Slc1a3), Eaat2 (Slc1a2), Glutamine synthetase (Glul), S100-beta A
(S100b), Aldh 117 Tubb3
neurons
Microglia Cd11b, Cd45, Iba (Aif1), F4/80 (Emr1), Cd68, Cd40

NeuN (RbFox3), Map2, 160kDa neurofilament medium (Nefm), 200kDA

Mature neurons neurofilament heavy (Nefh), Synaptophysin (Syn), Psd95

Vglut1 (Slc17a7), Vglut2 (Slc17a6), NmdarT (Grin), Nmdar2b (Grin2h),

Glutamatergic neurons Glutaminase (Gls), Glutamine synthetase (Glul)

Gaba Transporter 1 (Slc6al), Gaba Receptor 1 (GabraTl), Gaba Receptor 2

EHERET B TR (Gabra2), Gad 65 (Gad2), Gas67 (Gad1)

Tyrosine Hydroxylase (Th), Dopamine Transporter (Chat), FoxA2, Girk2 (Kcnj6),

Dopaminergic neurons NurrT (Nrda2), Lmx b

Serotonergic neurons Tryptophan Hydroxylase (Tph), Serotonin Transporter (Slc6a4), Pet1

Choline Acetyltransferase (Chat), Vesicular Acetylcholine Transporter

Cholinergic neurons (Sic18a3), Acetylcholinesterase (Ache)

* Cell markers may not have been tested and confirmed internally by ACD; recommendations may be based on literature searches and
protein detection by IHC therefore RNA levels may vary from protein levels
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I VGIuT2 / VGAT

Neuroepithelial cells Nestin (Nes), Sox2, Notch1, Hes1, Hes3, E-cadherin (Cdh1), Occludin (Ocl)

Radial glia Vimentin (Vim), Nestin (Nes), Pax6, Hes1, Hesb5, Gfap, Glast (Slc1a3), Blbp
(Fabp7), Tnc, N-cadherin (Cdh2), Sox2

Intermediate progenitors Tbr2 (Eoms), Mash1 (Ascl1)

Immature neurons Doublecortin (Dcx), B 11l tubulin (Tubb3), NeuroD1, Thr1, Stathmin 7 (Stmn)

Oligodendrocyte precursor cells Pdgfr alpha (Pdgfra), Ng2 (Cspg4)

Mature oligodendrocytes Olig1, Olig2, Olig3, Mbp, Osp (Spp1), Mog, Sox10
Schwann cells Mpz, Ncam, Gap43, S100

Gfap, Eaat1 (Slc1a3), Eaat2 (Slc1a2), Glutamine synthetase (Glul), S100-beta .
Astrocytes (ST00b), Aldh117 A Drd1a Striatal MSNs
Microglia Cd11b, Cd45, Ibal (Aif1), F4/80 (Emr1), Cd68, Cd40

NeuN (RbFox3), Map2, 160kDa neurofilament medium (Nefm), 200kDA

Mature neurons neurofilament heavy (Nefh), Synaptophysin (Syn), Psd95

Vglut1 (Slc17a7), Vglut2 (Slc17a6), NmdarT (Grin), Nmdar2b (Grin2h),

Glutamatergic neurons Glutaminase (Gls), Glutamine synthetase (Glul)

Gaba Transporter 1 (Slc6al), Gaba Receptor 1 (GabraTl), Gaba Receptor 2

EHERET B TR (Gabra2), Gad 65 (Gad2), Gas67 (Gad1)

Tyrosine Hydroxylase (Th), Dopamine Transporter (Chat), FoxA2, Girk2 (Kcnj6),

Dopaminergic neurons NurrT (Nrda2), Lmx b

Serotonergic neurons Tryptophan Hydroxylase (Tph), Serotonin Transporter (Slc6a4), Pet1

Choline Acetyltransferase (Chat), Vesicular Acetylcholine Transporter

Cholinergic neurons (Sic18a3), Acetylcholinesterase (Ache)

* Cell markers may not have been tested and confirmed internally by ACD; recommendations may be based on literature searches and
protein detection by IHC therefore RNA levels may vary from protein levels

F)Zﬁr?\?l%i_g FEREN EIREREET /ERAXCHNELASF -




| RNAScopelFEtaIr iz R

Neuroepithelial cells
Radial glia

Intermediate progenitors
Immature neurons
Oligodendrocyte precursor cells
Mature oligodendrocytes

Schwann cells
Astrocytes
Microglia

Mature neurons

Glutamatergic neurons

GABAergic neurons

Dopaminergic neurons
Serotonergic neurons

Cholinergic neurons

* Cell markers may not have been tested and confirmed internally by ACD; recommendations may be based on literature searches and
protein detection by IHC therefore RNA levels may vary from protein levels
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PERMEABLIZE
cells or tissue

HYBRIDIZE
ISH probe to RNA
RNA PROBES SPECIFIC OLIGO PROBE

Nestin (Nes), Sox2, Notch1, Hes1, Hes3, E-cadherin (Cdh1), Occludin (Ocl)

TISSUE CELLS
Vimentin (Vim), Nestin (Nes), Pax6, Hes1, Hes5, Gfap, Glast (Sic1a3), Blbp o
(Fabp7), Tnc, N-cadherin (Cdh2), Sox2 v/

Tbr2 (Eoms), Mash1 (Ascl1) = = 77 &5

Doublecortin (Dcx), B 11l tubulin (Tubb3), NeuroD1, Thr1, Stathmin 7 (Stmn)
Pdgfr alpha (Pdgfra), Ng2 (Cspg4)

Olig1, Olig2, Olig3, Mbp, Osp (Spp1), Mog, Sox10 Vglut2 DAPI
Mpz, Ncam, Gap43, S100

Gfap, Eaat1 (Slc1a3), Eaat2 (Slc1a2), Glutamine synthetase (Glul), S100-beta
(S700b), Aldh117

Cd11b, Cd45, IbaT (Aif1), F4/80 (Emr1), Cd68, Cd40

NeuN (RbFox3), Map2, 160kDa neurofilament medium (Nefm), 200kDA
neurofilament heavy (Nefh), Synaptophysin (Syn), Psd95

Vglut1 (Slc17a7), Vglut2 (Slc17a6), NmdarT (Grin), Nmdar2b (Grin2h),
Glutaminase (Gls), Glutamine synthetase (Glul)

Gaba Transporter 1 (Slc6al), Gaba Receptor 1 (GabraTl), Gaba Receptor 2
(Gabra2), Gad 65 (Gad2), Gas67 (Gad1)

Tyrosine Hydroxylase (Th), Dopamine Transporter (Chat), FoxA2, Girk2 (Kcnj6),
NurrT (Nrda2), Lmx1b

Tryptophan Hydroxylase (Tph), Serotonin Transporter (Slc6a4), Pet1

Choline Acetyltransferase (Chat), Vesicular Acetylcholine Transporter
(Sic18a3), Acetylcholinesterase (Ache)

AMPLIFY

signal

nanoStrinq

BIND VISUALIZE
IHC Ab to protein with morphology

SINGLE RNA MOLECULE
SEEN AS APUNCTATE DOT

K=t ) [Cnoi

QUANTIFY

single-cell expression
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COVID-19 Research nCounter® Host Response nCounter® Immune nCounter® nCounter®
Solutions > Panel » Exhaustion Panel » Alzheimer’s Disease Panel > Glial Profiling Panel »

nCounter® Inflammation nCounter® miRGE Assay » nCounter® miRNA nCounter® nCounter® Neuropathology
Panel > Expression Panels > Neuroinflammation Panel > Panel »

WEART DISEqg,

nCounter® PlexSet" nCounter® TCR Diversity nCounter® Viral Panel Plus

nCounter® Stem Cell
Reagents > Panel » Menu >

Characterization Panel »

F;ﬂi}o FREY TEIREREENT /2RIALSNELALZ - TEZHEZRAFA

FTHED




nanoStan
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Explore the GeoMx WTA Human Brain Data —

nanoStrin
A CONTACTUS || CAREERS Q

| RESEARCHFOCUS | RESOURCES | | COMPANY

See how imaging and molecular data
combine to give you a comprehensive profile
of the tissue architecture and biology through

this Minerva story.

SPATIAL

Uncovering the Molecular | —

Anatomy of Organs %PF'QA‘(TB IAA‘[\% NTCAS
Products | GeoMx Digital Spatial Profiler | Spatial Organ Atlas AT LA S Gl e e SampIeS:
Sex: Male
DATA DOWNLOADS Race: White

Explore the Spatial Organ Atlas Ao R 70 years 10 90 yemre
BMI: 22 to 29

Whole Transcriptome Atlas Profiling:

‘ \ >18,000 genes
Brain
5um FFPE tissue section

Area of lllumination (AOIl) Profiling Strategy:

Kidney Lymph node
Embryo 252 AOIs total

Subregions of cortex and hippocampus

Cell type enriched and geometric areas of illumination
Morphology Markers:

NeuN: Neurons

Ibat: Microglia
GFAP: Astrocytes

Colon
Pancreas
DNA: Nuclei
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Select your Organ of Interest

“SPATIAL - |
ORGAN
ATLAS
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