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B-tubulin protein expression

“Validating single-cell RNA sequencing by checking protein levels is quickly becoming standard practice.”
- Alan Dove, Science (editorial) 2019
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Single-Cell RNA-Seq Single-Cell Western
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scRNA-seq identified 3 major epithelial cell types and their markers: Basal, Single-Cell Westerns confirmed three cell states exist based on protein
Luminal L1 & Luminal L2. L1 & L2 types differ based on KRT8 expression patterns: namely KRT8-negative, -low, and —high corresponding to
Epcam+ expression levels Basal, L1 & L2 types.
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Nguyen, et al. Nature Communications, 2018
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Stafford, et al. /d Spring Harbor Single-Cell Analysis Conference
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“In research, it is important to show results using
different methods... We have been pairing Milo
with single-cell real time gPCR data. We have the
RNA and we know the transcripts are present. We
used Milo to confirm our results and quantify the

amount of protein that is in each individual cell.”

© 2022 Bio-Techne®. All rights reserved.






B KENEB AL/ FRIA

Patient-derived B-ALL cells, LAX7; IL7RS!246S Histone H3 . .
a _ — T n— — Patient-derived B-ALL D

r=-0.657
F=0.001

STATS-pYBE94

[
—l
v

Patient-derived B-ALL cells, STAT5* ERK Patient-derived B-ALL cells, STATS ERK*
LAX7; IL7RS2468 LAX7R; KRASG12V

b
o

0 TOTO-1 0

200
[um]

TOTO-1 TOTO-1 e
ERK1/2-pT202/Y204

0
1]
o
i
[}

<
a
o
s

&
(S

Q@

w

—— Electrophoresis

STAT5- STATS- STAT5- STAT5- * Milo Eﬁ INT 7_ /u\% KIERY B 41 fe =Hiill

pY694 : pYes4 . pYSs4 pYss4

R, ERKIE, Zse e || FREAFR STATS Fl ERK BERTFTEIRES,
pTEDZ:YZx’M
| | AR BE AL RS
» = » BRT I ERFVRREE, EIAUEH

Histone Histone

i 5 ) B R 25 . ISR

Chan, et al. Nature, 2020

© 2022 Bio-Techne®. All rights reserved.



B-cells

:BcMB
A Tcens
1 Q 'f-:}“

I 1 o
cD3 L» SYK

B-ALL B-ALL CLL, unmutated
E BCR-ABL1 TCF3-PBX1 IGHV

100 86.5
9 o

N
T—-sw SYK

B-ALL CLL, unmutated
TCF3-PBX1 IGHV

96.8 80.7
o 0

Immature New Emigrant ¥ Mature Naive
113 0.2 0.7 0

SYK

Sadras, et al. Mo/ecular Cell, 2021

sc-WB: SYK

sc-WB: ZAP70

CLL, mutated
IGHV

N o
L‘SYK

CLL, mutated
IGHV

276

Memory

sc-WB: SYK

sc-WB: ZAP70

Milo BHIA 7 FEIE B 4HAE A SYK F1 ZAP70 18

BEARE, BESHM B A MRFEAF
HMEFAEHFRIL.

ZAPT0 BRiL SYK BE&RE 7 NFAT 34
B PISK Mk, Mm{Ed B A1k,

&\ /Y O\ /P

\W/ 4

\Y/, A\
I SYK-only ]‘ ZAP70 and SYK | @]
5
o

[ SYK_ W ( ZAP70 ) [ SYK e |

(BTK. : N (S
PLCy2 (P { )14 CEBBK

Ca* ) (NFAT

Autoreactive or premalignant Bcell clones:

[SYK , (zaP70 ) [ SYK |
» Y

(K (5K J
PLCy2 €c2) |3 CPEK )~

[Ca?* | (NFAT (NFAT

Chronic activation, Tonic signaling, survival
B-cell anergy, negative selection BCR-esponsiveness retained

& || [ &
o N NFAT I - 2
I—;Tl'me Time el

ZAPT70 expression in B-ALL,
B-CLL, MCL, some DLBCL

© 2022 Bio-Techne®. All rights reserved.



2 A AR R RV £

P cppmixrmEntsis

d =anrsr:




MILO 5N ROt

RIVEEXSGMPs
ARSI TE EH

7., PU-1HiiK
A REHNBE A,

AN R=T i ' fMilo Tk

{4 (GMPs) 'l 121

BD FACSAriall 9

Primary GMPs PU.1 Signal Distribution /

n =455 cells Primary GMPs
0

PU.1
Alexa Fluor 647

—

PU.1 high
2.04

10%
PU.1 Peak Area (RFU*mm)

o
Primary GMPs 96%
PERCENTAGE ‘ B-TUBULIN+

B-tubulin 96.2%
Alexa Fluor 555

Intracellular PU.1 - AF647

PU.T- 3.8%

SSC

\_ Milo BD FACSAria ll

Going with The Flow: Using Milo to Streamline Your Flow Cytometry Experiments
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Adapting the Single-Cell Western Protocol to Detect Histone Modification
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