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Plasma éSerum & Extra
Membrane  -cellular Fluids

Whole Cell / B -
Cytoplasinic Nuclear Mltochondrlal; Cytoskeletal

124 Vinculin § ~ Vinculin

100 § § - a-Actinin NaK-ATPase

89 . PARP

77 ‘Transferrin

22 ' Lamin c | E | E SDFEHEE>10%

60 HSP60 - HSP 60

52 : : . a-Tubulin

38 . TBP

36 © PCNA

24 : : : . Caveolin-1

19 : E ~ Cofilin

9 5 ; ~ Profilin1

From: {CST Guide: Pathways & Protocols)
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Product Name Product Part Minimal cross-reactivity Host Species | Specificity
Number (vial) against:

Anti-Rabbit HRP / 042-206 / None Goat Heavy and Light
20X Anti-Rabbit HRP 043-426 chains
Anti-Mouse HRP 042-205 None Goat Heavy and Light
chains
Anti-Goat HRP 043-522 Chicken, Guinea Pig, Syrian Donkey Heavy and Light
Hamster, Horse, Human, Mouse, chains
Rabbit, Rat
Anti-Human IgG HRP 043-491 Human IgA, Human IgM, Bovine, Goat Fc region

Horse, Mouse, Rabbit
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Anti-Mouse Secondary HRP Antibody PS 042-205
Anti-Rabbit Secondary HRP Antibody PS 042-206
Anti-Human IgG Secondary HRP Antibody PS 043-491-2
Anti-Goat Secondary HRP Antibody PS 043-522-2

Anti-Rat Secondary HRP antibody

Abcam Ab6734
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A-431 A-431 + EGF
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0.01 0.1 1 10 100 1000
DnaK in Hela Lysate (Ug/ml‘) FIGURE 4. Lane view in Compass for Simple Western software showing
IR —e—NIR p-EGFR and EGFR expression levels in unstimulated versus EGF-induced

A-431 cells. Lane 6 shows the overlapping signal achievable with
multiplexing on Jess.

ﬁ%tt NIR %%55 3 peaks . T Capillaries

Sample Primary Secondary Cap Peak Name Position MW (kDa) Height Area % Area  Corr, Area Width S/N Baseline  Channel #
Ad31+ EGFR EGFR Anti-Rabbit IR 18 1 p-EGFR 523 183 374 i) 100.0 76.7 20 36 149.8 NIR
Ad31 Untrea... p-EGFR  Anti-MouseNIR 20 1 p-EGFR 521 182 1051 1025 100.0 824 92 (Al 218 NIR
A431 Untrea.,  Multiplex Multiplex 22 1 p-EGFR 519 184 79.8 868 100.0 7109 102 50 2041 NIR
Ad31+ EGFR EGFR Anti-RabbitIR 6 1 EGFR 517 182 1703 3407 1000 31566 188 %1 95 R
Ad31+ EGFR Multiplex Multiplex 7 1 EGFR 518 183 1926 3734 1000 36134 185 1318 109 IR
A431 Untrea.., EGFR Anti-RabbitiR 9 1 EGFR 512 m 2816 6759 1000 55998 25 147 200 R %

FIGURE 5. Peaks Table in Compass for Simple Western software showing quantitative target protein expression data for each capillary.

8 : “Multiplexed Fluorescent Westerns on Jess”
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Anti-Rabbit Secondary NIR Antibody 043-819
Anti-Rabbit Secondary IR Antibody 043-820
Anti-Mouse Secondary NIR Antibody 043-821
Anti-Mouse Secondary IR Antibody 043-822
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.l e W Total EGFR/pEGFR

116-

66-

. — S HSP60 B Total EGFR (R&D AF231, Goat)

B pEGFR (PA5-17848, Rabbit)
40- W HSP60 (R&D AF1800-SP, Mouse)

Anti-Goat HRP + Anti-Rabbit

NIR + Anti-Mouse IR (RTU;
1:20; 1:20)
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MULTIPLEX 1: MOUSE-HRP & RABBIT-NIR

All donkey combination

All goat combination
Highest signal in both channels

No Cross-reactivity observed

Goat anti-Mouse
ProteinSimple
(042-205)
Goat-anti-Rabbit 650
Novus

(NBP1-72732C)
Note: NIR antibody was diluted directly in the RTU HRP antibody

ProteinSimple combination

High Signal

Goat anti-Mouse
ProteinSimple
(042-205)
Donkey anti-Rabbit
ProteinSimple
(043-819)

Sample (Hela Lysate-0.1 mg/mL); Targets (14-3-3, HSP60); Replicates (n=8)

No Cross-reactivity observed

Donkey anti-Mouse
R&D Systems
(HAFO18)
Donkey anti-Rabbit
ProteinSimple
(043-819)

i} 2019 Bio-Techne®. All rights reserved.




MULTIPLEX 2: RABBIT-HRP & MOUSE-NIR

All goat combination ProteinSimple combination All donkey combination
Highest signal in both channels High Signal

No Cross-reactivity observed slight cross-reactivity

Goat anti-Rabbit Goat anti-Rabbit Donkey anti-Rabbit
ProteinSimple ProteinSimple Novus
(042-206) (042-206) (NB7185)
Goat anti-Mouse 650 Donkey anti-Mouse Donkey anti-Mouse
Novus ProteinSimple ProteinSimple
(NBP1-75147C) (043-821) (043-821)

Note: NIR antibody was diluted directly in the RTU HRP antibody MNote: cross-reactivity was not detected for lower signal NIR targets

{E 2017 Bio-Techne®. All rights reserved.

Sample (Hela Lysate-0.1 mg/mL); Targets (GAPDH, PLC gamma); Replicates (n=8)
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Anti-Mouse Secondary HRP Antibody+ Anti- PS 042-205

Rabbit 650 Antibody NBP1-72732C

Anti-Rabbit Secondary HRP Antibody + Anti- PS 042-206

Mouse 650 Antibody NBP1-75147C
Emission Wavelength Anti-Goat HRP + Anti-Rabbit NIR + Anti-Mouse @ PS 043-522-2

NIR = ~700 nm IR 043-819

IR = ~800 nm 043-822
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PN Caorr. Area
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PN (%)
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