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“I have two young children; I am no longer familiar with the concept of free time.”
Nevertheless, Simple Western’s hands-free automation and rapid time to results have given

him the flexibility to spend his time working on other experiments or spending time
with his family.

Joseph Klebba, Ph.D 3
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https://www.nature.com/articles/s41387-018-0030-4

S
o
g,l:ll
¥

I
S
I

a bietechne brand

Simple Western —» .

12 -

TUAARRCENTE. IEREELLEART 10~10018F DERE
EREE DL R


https://li.uscap.org/article/S0023-6837(22)00620-1/fulltext
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FIGURE 3. Simple Western analysis of HQC, MQC, and LQC samples.

2
HQC ”
MQC ~ 100+ TABLE 4. Recovery of QC samples. (n=2)

g S | sample  Recovery(t) |
2 Brain Extract Only o Sample Recovery (%)
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= w104
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= £
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b Q
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b o
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HQC, MQC, and LOC samples contain rheMNOS at final concentrations of 15, 3, and 0.6 ng/mL, respectively. Each sample was probed with the anti-eNO5 antibody.
Each QC sample (n=2] was subtracted by the matrix-only control and then the percent recovery of each sample was calculated and plotted against expected

rheNOS concentrations.
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Simple Western Validated Antibodies

Filter Antihodies: (3864)

Search Protein, catalog #, vendor, sample...

kDa on
Antibody Citations & Host Simple
Protein Target  Type Vendor / Cat # Protein Isoform Supporting Data  Species sample Separation Dilution Western
a-Mucleocapsid Primary SARS Nucleocapsid A Datasheet Rabbit Recombinant SARS-CoV-  Size 25 mgfmL 60 kDa
Protein Polyclonal 2 Nucleacapsid Protein
{Novus Biologicals PN
10474-CV); Lyzates of
SARS-CoV-2)
1433y Primary Nowvus Biologicals  14-3-3 gamma [y) % Datasheet Mouse Hela lysate 1.0 mg/ml  Size 1125 36 kDa

NB100-406 T Manoclonal

* 5T —IN—2

Instrument Citation Search

At Bio-Techne, we're changing the way scientists analyze proteins. Our innovative product portfolio helps researchers reveal new insight into proteins, advancing
their understanding of protein function. As a result, our products are rapidly increasing in the scientific literature across many applications. Use this citation database
to find scientific articles that feature our instruments.

Showing 1 - 25 of 1407 citations

Fiter by: Search Title:
X

nstrument Platform VI [ Research Areas VI [ Year VI Clear filters X Search Citation Title
Instrument Platform: Bourbon E et al. (2022) HLA-DR expression on monocytes and outcome of anti-CD19 CAR-T cell therapy for large B-
simple Plex cell ymphoma Blood Adv.
Research Category: PMID: 35439252
Cell Therapy
Instrument Platform: Fabris M et al. (2022) High T-cell response rate after COVID-19 vaccination in belimumab and rituximab recipients |
simple Plex Autoimmun
Research Category: PMID: 354279339

CcovID-19 24


https://www.bio-techne.com/resources/simple-western-antibody-database?_ga=2.208764114.1771637087.1652858941-1525677223.1575252652
https://www.bio-techne.com/resources/instrument-citations?_ga=2.175865698.1771637087.1652858941-1525677223.1575252652
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@ New Jess Assay 2 IMMUNOASSAYS

lRepicx [l Stellar JessD 2

Wi Size

B Bictinylated Ladder, 5 pL; (JPrepared Samples, 3 pL
[0 Antibody Diluant (2 or Milk-Free), 10 pL

[ Antibody Diluent (2 or Milk-Free), 10 pL: [J Primary Antibody for Probe 1, 10 pL
) 5treptavidin-HRP or NIR, 10 pL; (DSecondary Antibody for Probe 1, 10 pL
0] Antibody Diluent (2 or Milk-Free), 10 pL; [ Primary Antibody for Probe 2, 10 pL

Probe 1 Probe e
Chemiluminesence 1.
Fluorescence L] L] s

[ Total Protein @ Antibody Diluent (2 or Milk-Free), 10 uL; ) Secondary Antibody for Probe 2, 10 i

G|
| 0K |y Wash Buffer
500 pLfcompartment
1
-
J || || || || ] [ Luminol-Peroxide Mix, 170 pL/compartment (for chemiluminescence only)
I I | I ) [] RePlex™ reagent mix, 300 pl/compartment

-EE% & FEX (C 2BIBO—IRFUA. ZIRFUK 2% 10 pl Z537E

JE% (C FEEEE 170 yl Z2907F
( Luminol 450 pl & Peroxide 450 pl JE&

-KE% (C RePlexsit& 300 pl Zz77FE
(RePlex Reagent 1 1,400 pl & RePlex™ Reagent 2 350 ul JB&
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2.8. Simple Western analysis

For analysis of PEA, total-ERK1/2, and ratio of p-ERK1/2/Total
ERK1/2 protein abundance, simple Western analyses were performed
using the RePlex metheod for Jess capillary Western blot system (Protein
Simple, San Jose, Ca) following the manufacturer’s protocol. The total-
ERK1/ERE2 and p-ERK1/ERK2 relative abundance measurement were
performed in the same plate, but in separated wells using 0.108 pg per
reaction. PKA relative abundance analyses were performed using 0.216
pg per reaction. Briefly, samples were mixed with a master mix (Protein
Simple, 5an Jose, Ca), heated at 957 C for 5 min, and 3 pL of each sample
were loaded. Each capillary from the 12-230 kDa cartridge (Protein
Simple, cat#5M-W004) aspirated the separation matrix followed by the
stacking matrix and the protein lysates. Capillaries were lowered to be in
contact to running buffer and veoltage was applied for appropriate pro-
tein separation by molecular weight. Following, UV light immobilized
the protein to the capillary wall and target proteins were immunoprobed
with primary antibodies (ERK]1/2, Novus Biological cat # NBP2-127285;
p-ERE1/ERE2, R&D Systems cat#AF1018; or PEAc-u, Cell Signaling,
cat¥ 473825) diluted in antibody diluent 2 buffer (Protein Simple,
cat#042-203) followed by HRPlabeled secondary antibedy for
improved chemiluminescent detection. For each analysis, the target
protein antibody from che first immunoassay was removed using the
RePlex reagent (Protein Simple, cat#RP-001) and a second immuno-
assay was performed in the same capillary using the anti-BActin anti-
body (R&D Systems, eat#MAB8929) and used for standardizarion. Data
were generated using Compass for SW 6.0 for Windows (Protein Simple,
San Jose, Ca). For data analysis, the area of spectra that marched the
target protein was used.
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i) Antibody Diluant {2 or Milk-Frea), 10 pL; () Total Protein labeling reagent, 10 pl
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‘BER (€ #5>/UESNUVIREE 10 )l w5k (BESR) | |
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N = AN
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Wash Buffer
500 pL/compartment

(D RePlax” reagent mix, 300 pL/compartment
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Case 3 : Housekeeping proteins versus Total Protein
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Journal of Immunological Methods 355 (2010) 76-79

C Wts lists available ot Sci Direct

Journal of Immunological Methods

journal homepage: www.elsevier.com/locate/jim

Technical note

Housekeeping genes; expression levels may change with density of
cultured cells

Samantha Greer ', Rice Honeywell ', Mulu Geletu, Rozanne Arulanandam, Leda Raptis *

Department of Microblodogy and dmmunology, Queen’s University, Kingstor, Outario, Canodo K71 ING
Oepartment of Puthology and Molecular Mediine, and Queen’s University Cancer natitute, Queen’s University, Kingston, Ontanio, Canada K7L ING

«Cell confluence significantly affects the levels of a-tubulin and Glyceraldehyde-3-Phosphate Dehydrogenase (5

Levels of heat-shock protein-go (ad and 3 ) and g-actin remained unchanged at a wide range of cell densities»
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Fig. 51. Western blotting for dystrophin using capillary immuncelectrophoresis with total protein assay. A) WT
mouse (cranialis tibialis) and dog (vastus lateralis) skeletal muscle express only full-length dystrophin, confirming
that the band detected at ~280kDa is Dp427, as has been previously reported and likely a consequence of the

molecular weight ladder used, which underestimates molecular weights above 280 kDa (Beekman et al., 2018).

B) Total protein loading (TP) per lane is shown adjacent to dystrophin labelling of each sample. C}  Dystrophin protein expression was evaluated via capillary immunoelectrophoresis (ProteinSimple
total protein overlay shown as a blue circle. less), using a C-terminal antibody (AbCam154168, 1:250) and anti-mouse HRP (ProteinSimple).
Lysates were loaded at 0.1pg.pl™, and All"dystrophin signal intensities Wwere normalized to total
protein load (determined via Total Protein RePlex assay as per the manufacturer’s instructions).

A : Relative abundance was calculated for the full data set by using the maximum value across all

isoforms.
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@ Milk-£ree Antibody Diluent, 10 ul(J) Protein Normalization Reagent, 10 pd

@ Mmilk-Free Antibody Diluent, 10 pL

O Milk-£ree Antibody Dituent, 10 ul 0 123K, 1044
@ Streptanidin HRPE R I2-NIR, 10 pL @ 2R, 10 L

0 Ltuminol-Peroxice 57, 15 L (RE Y S & 2 DOH)

Wazh Buffer
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: % Reconstitution Agent TEBIZHIRL . HIRRLE
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2-40 kDa 12-230kDa 66—440 kDa
LYSATE
CONCENTRATION BT Reconstitution Stock Reconstitution Stock Reconstitution
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0.2-1.2 mg/mL 50 pL 250l 50 pL 250 pL 100 pL 200 pL 37
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Supplemental Figure 4: Validation of Proximity Ligation Assay (PLA) technique in endothelial
cells with stable ERa expression. (A) Representative ERa (green) and DAPI (blue) staining on
control endothelial cells (TeleHAECs) or endothelial cells expressing ERa (ERa-TeloHAECSs); Obj:
X40. (B) Representative ERa protein expression and (C) total proteins analysed by Simple Westem in
TeloHAECSs or ERa-TeloHAECH. (D) Representative images of PLA performed with ERa and SRC
antibodies or with single antiblodies in ERa-TeloHAECs incubated with E2 for 5min. (E)
Representative image of PLA performed with ERx and SRC antibodies in TeloHAECs incubated with
E2 for 5min. The detected dimers are represented by red dots. Muclei were counterstained with DAPI
(blue) (Scale bar: 20um). (F) Quantification of the number of dots per cell. The experiments were
reproduced 2 times.
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€ MNew Jess Assay O *
[ ]RePlex Stellar
Immunocassay Size Range Cartridge
Chemiluminesence () 2-40 kDa ®) 25
Flucrescence ®12-230kDa (D13
() B6-440 kDa

E

Cancel

Bicti d Ladder 5 Prepared Samples, 3

!Anﬁboﬁ Diluent (2 or Milk-Fre=), 10 E O Total Protein Labeling Reagent, ID& '

|Antibudy Dlluent(l or Milk-Fres), 10pl; Upumnymmhody 1opL

DAntibody Diluent (2 or Milk-Free), 18 pL; @Anneal, 18 pL
DAntibody Diluent (2 or Milk-Free), 18 pL; @Label, 18 pL

OLumincl-Peroxide Mix, 170 puL/compartment
D Antibody Diluent (2 or Milk-Free), 200 pl/compartment

Stellar Wash Buffer
500 pl/compartment

]

-Stellar

s (AUT)

AR, #2892 I\ ) BRR T

REAGENTS NO MULTIPLEX (ONE COLOR) MULTIPLEX (TWO COLORS)
Stellar Total Protein 288 L 276 uL
Streptavidin-HRP
Secondary Antibody 6 L (Rabbit or Mouse) 6l Rabbit
6 pl Mouse
Oligo 6 L (Rabbit or Mouse) 6L Rabbit
6 L Mouse
Total Volume 300 pL 300 pL

- Vortex mixture for 30 seconds to mix thoroughly.

- Combine 450 pl Luminol-S and 450 pl Peroxide in a microcentrifuge tube.

Gently pipette up
and down to mix

——

Store on ice

& Evaporation sensitive

Peel off iImmediately before
placing in instrument

AT\ IR 3 B

- The Biotin Labeling Reagent should only be prepared immediately before

loading the plate.

Biotin label
reagent tube

» Add 150 pL - Add 150 pL
Reconstitution Reconstitution
Agent 1 (white cap) Agent 2 (orange cap)
- Pierce foil with - Gently mix » Gently rmix
pipetta tip by pipette

by pipette
=
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ETE DTE1 DTE2

Figure 10. Western blot analysis of mitochondria and ER-associated proteins. (a) Whole cell lysates and mitochondrial lysates of parental CHO and MMP-enriched host
cells were analyzed for proteins involved in mitochondrial function and high MMP phenotype. (b and c) Whole cell lysates of stable pools generated from parental CHO
and MMP-enriched hosts were analyzed for mitochondrial and ER-stress proteins. Beta-actin and succinate dehydrogenase subunit A were used as loading controls.

Western blot analysis of the lysates of host cells and pools demonstrating upregulation of proteins associated with mitochondrial functions and downregulation of ER-
stress related proteins in MMP-enriched host cells and pools.
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Figure 3. Wes protein analysis. Calnexin 1:50, 1 pg/ulL protein; annexinV 1:200, 0.25 pg/ uL protein; CD9 1:2!

protein. Bold italics: HPV-positive.
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Figure 8. Wes protein gel for extracellular vesicles and whole cell lysates from HNSCC, normal keratinocyte, and trans-
formed cell lines. RB detected at 112 kDa, 1:100 antibody dilution, 0.5 mg/mL protein; p53 detected at 60 kDa, 52 kda,
and 48 kDa, 1:50 antibedy dilution, 0.25 ug/ ul protein; CyclinD1 detected at 40 kDa, 1:200 antibody dilution, 0.25 pg/uL
protein; p16 detected at 24 kDa, no antibody dilution, 0.25 ug/ uL. protein; and HPV16E7 detected at 18 kDa, 1:100 antibody
dilution, 1 ug/uL protein. Bold italics: HPV-positive.
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