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A Guideto Stripping and Reprobing Your Single-Cell Westerns
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MeDiAN STriPPiNg MeDiAN rePrOBiNg

AMLL eFFeCieNCY (%) eFFeCieNCY (%)
Cycle 1 98.5 98.8

Cycle 2 98.8 82.0

Cycle 3 98.4 112.1

Cycle 4 97.9 82.1

Cycle 5 97.2 98.0
Average 98.1 95.7

TABLe 1. AML1 L6 o B8 244 A5 %
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MeDiAN STriPPiNg MeDiAN rePrOBiNg

B-TuBuLiN eFFeCieNCY (%) eFFeCieNCY (%)
Cycle 1 99.4 1039
Cycle 2 99.4 65.3
Cycle3 98.9 79.3
Cycle 4 97.9 38.7

Average 99.2 705

TABLe 2. B-tubulin PU%E 3 B 2438 %
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PrODuCT NAMe COMPANY DeTAILS
NuMBer
) * Small scWest
scWest Kits kit for small
includ cells
ncludes:
+ K500 ,
+ 10X Suspension Buffer Standard
ProteinSimple | + K600 scWest kit
+ 5X Wash Buffer
K700 ' Lgrge scWest
+ Antibody Diluent 2 kit for large
cells
+ Lysis/Run Buffer
5X Wash Buffer ProteinSimple R242 Additional
wash buffer
Canister for
scWest chip canisters . incubation
(4 pack) ProteinSimple 035-118 with stripping
buffer
Primary antibodies Various
Fluorescently-conjugated Various
secondary antibodies
Trypsin or another Various

dissociation agent

TABLe 3. Required consumables andreagents.
10-cm Petri dishes

(2 per scWest chip) Various
Tris-HCI pH 6.8 buffer Various
ool s
SDS Various
Parafilm M Various
Aluminum or heat- .

tolerant tape Various
Tube rack for 50-mL tubes Various
Heated water bath Various
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Vel 5 ERRT5 %

Vel fr-

62.5 mM Tris-HCl (pH 6.8)
2% (w/v) SDS (20 g in 1 L)
0.8% (v/v) B-ME (14.3 M)
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FEPUR. Peiksemin, Bl 2438 Bt
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BRI HAA 2 99 % el BRI scWest &5 982
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ANTiBODY

PrOTeiN ABuNDANCe STriPPiNg eFFiCieNCY DeTeCTiON: CYCLe 1 DeTeCTiON: CYCLe 2
Similar Similar Either protein Remaining protein
T 9 .
Similar Unequal High stripping 3 Low stripping

efficiency antibody efficiency antibody

Unequal Similar Low abundance protein High abundance protein

Unequal Unequal Low abundance protein High abundance protein

TABLe 4. Milo _F-3 /it 55 2448 el

Pre-Strip Post-Strip Reprobe: Secondary Only
AML1 B-Tubulin

B-Tubulin -Tubulin

Efficiency =99.15 % Efficiency = 99.4 % Efficiency = 98.7
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{J58E15%98.9%

% Efficiency = 98.9

SEh ik &

BRI S e, (EANFBERRIEAE oS R R IRIPEA,  HUAER AR A R RIA
AAREEATREA PR I RS R HE B R AR, fi b B AR AL TR SN B R B B L PR B AL
WFACLER AT SEA it . BIBIMRREEE KR A TREOEAFRFE, s AR RTUAR I
1A, e KR B B T R AT e SR AT DARTHISE R, Milo #2— NI TR, 1hEAE RanE
o fea, EHBI G, AERIERNZE GO R TR,

R PERE, Vet RCRBARMEE A, NS i e BEAT 248

TRRAEHEL, DU, FRMRE BT, IXHT
scWest 05 1 IOl A7 P2 SCRS AT L TEiR Xt
ORISR SAEYER 7E, BB .



A Guide to Stripping and Reprobing Your Single-Cell Westerns technical note
Pre-Strip Post-Strip Reprobe

AML1 B-Tubulin AML1 B-Tubulin

Figure 6. I F Zfth — (A4 G AT VU B 28 ORI . [F]— Uk SE R T AMLL 5 B-tubulin,  PERS3E—B K T H3 5 ERK.
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