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File Edit View Instrument Window Help
8] @:: | %E Al il Assay ”j Run Summary
[ Experiment = B [ Graph |8 Image Lane | L= 5td Curve
Sample Primary Cycle Cap S
vEZ None 1 1M 300,000
~ 5td 0.0.. Anti-A. 1 2 A2
Std00.. Anti-A.. 1 3 A3 180.000
Std00.. Anti-A.. 1 4 A4
Std00.. Anti-A. 1 5 A5 TEREl
Std00.. Anti-A.. 1 3 AB 140,000
Std00.. Anti-A.. 1 7 AT
Std00.. Anti-A.. 1 8 AB 120.000
Sd00.. Anti-A. 1 9 A9 2
0.08X ). Anti-A. 1 0 A 100000
008X ). Anti-A. 1 1 A & g0000
0.08X ). Anti-A.. 1 12 A
0.08X).. Anti-A.. 1 13 Al 60,000
0.08X ). Anti-A.. 1 14 A
0.08X ). Anti-A.. 1 15 A 4L
weo a1 16 A a0 21 pg AKT/pL sample
0.08X).. Anti-A.. 1 17 Al
0.08X ). Anti-A.. 1 18 A [u]
0.08X).. Anti-A.. 1 189 Al v - v - - " -
008% 1. Anti-A. 1 20 A 0 5] 10 115] 20 25 30 35 40 45 50 55 60 65 Q
0.08X).. Anti-A. 1 A A Gencentration | t I ‘}?’I‘E
+/ 0.08X).. Anti-A.. 1 22 A |[Z peaks . S Capillaries =0 1
~ 0.08X).. Anti-A.. 1 2
008X ). AntiA. 1 AL Sample Primary Cap Peak Name Position MW (kDa) Height Conc % Conc  Width 5/N  Baseline AKT
0.08X).. Anti-A. 1 25 A 0.08X).. Anti-A.. L2 1 recAKTL 502 64 44165 199 100.0 116 2756 295.0
008X).. Anti-A.. 123 1 recAKTL 503 64 46210 194 100.0 108 3015 267.0
0.08X).. Anti-A.. Cl:24 1 recAKTL 504 63 47446 213 100.0 116 2757
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http://www.proteinsimple.com/antibody/antibodies.html

Simple Western Antibody Database

The Simple Western Antibody Database is a user-interactive listing of antibodies that have been screened and tested in Simple Western Charge- and Size-based assays. This
database is intended to provide assay general development guidance in identifying and selecting antibodies to test.

To bring you even more Simple Western-certified antibodies, we've partnered with our sister companies R&D Systems and Novus Biologicals so
you den't have to do the work. You can find their antibodies listed below, or for more details visit their websites and search by Application
(type "Simple Western"). We've given these antibodies the seal of approval they deserve after being certified in-house by our experienced
scientists.

The performance of any antibody selected will need to be optimized for the test system being examined. We encourage users to contribute to the database by clicking the
Submit New Antibody button and sharing specific information about the antibodies that have been tested. If you need help with or have guestions about any of the
information in this antibody database, please contact support@ proteinsimple.com.

The database can be sorted by clicking on the column headings. In addition, keywords can be searched and identified from the database using the Search box.

Antibodies (1552] Search: @ Reset Search ] l Show All ] l Submit Mew Antibody...

Page: <<123456789510111213 14151617 18 19
20 21 22 23 24 25 26 27 28 25 30 31 32 33 34 35 36 37 38 39
40 41 42 43 44 45 46 47 48 49 50 51 52 53 54 55 56 57 58 59
60 61 62 63 64 65 66 67 > »>

Protein Antibody  Antibody Product Protein Antibody Cell Model(s) :ep;zr:ted Antibody ﬁd%ai:-ne:tDa Matrix
Target 4 Type Vendor Number Isoform Species v Dilution Simpl
or Charge on simple
Western
AGKT Primary MNowus NBP1-85200 AGET Rabbit Liver (left), HepG2 (right) Size-Wes, Sally 1:20 47 12-230kD
Biologicals Paolyclonal Sue/Pegzy Sue
ARG1 Primary Nowus NBP2-14787 ARG1 Mouse Liver Size-Wes, Sally 1:20 42 12-230kD
Biologicals Monoclonal Sue/Peggy Sue
ARG1 Primary MNowus NBP1-B7450 ARG1 Rabbit Liver (left), HepG2 (right) Size-Wes, Sally 1:50 41 12-230kD

Biologicals Polyclonal Sue/Pegoy Sue
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Jurkat

Detection of Human and
Mouse HSP60 by Simple
Western. Simple Western
lane view shows lysates of
Jurkat human acute T cell
leukemia cell line and NIH
3T3 mouse embryonic
fibroblast cell line, loaded at
0.2 mg/mL. A specific band
was detected for HSP&0
(Catalog # AF1800, R&D
Systems) at approximately
60 kDa (as indicated).This
experiment was conducted
under reducing conditions
and using the 12-230 kDa
separation system. See full



http://www.novusbio.com/proteinsimple
http://www.rndsystems.com/simplewestern
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e Mouse and Rabbit Master Kits
— 12-230kDa separation range
— 66-440kDa separation range
e 25 and 13 capillary disposable cartridges
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Primary Name MW (kDa) Area S/N *
AntiERK  ERK2 37.9 25722083 4653 |
ANGERK  ERK1 397 22450414 4469 =]

Anti-4EBP1  4EBP1-A 266 3822383 612

Anti-4EBP1  4EBP1-B 294 2079810 191 |

Anti-PLCgammal PLC-g-A 1072 4344473 49
Anti-PLC 1 PLC-gB 1373 12187238 345 |+
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@ PREPARE STANDARD PACK REAGENTS e PREPARE YOUR SAMPLES
« Prapare 0.1X Sample Buffer by mixing: @Eiotinylated Ladder, 5 pL: (3 Prepared Samples, 5 pl
?f;';?"”"' « 1.5 pL 10X Sample Buffer @Wes Antibody Diluent Il, 10 pL
StandardPack | —— U U U + 1485 pl delonized water @Wes Antibody Diluent Il 10 uL: () Primary Antibody, 10 pL
Lscides. SXFeE  DIT &ML Dilute the Hela Lysate Control by mixing: streptavidin-HAP, 10 . @ econdary Artibody, 16 L
st Luminolk-Perokide Mix, 10 pl
< 125 pl stock Hela lysate . .
1125 pl of 0.1X Sample Buffer
DTT (Clear Tube) .
P o Combine | part (28 uL) 5X Fluorescent Master \Yash Bufler
pipstts Mix with 4 parts (112 pL) diluted lysate in a U pL/compartment
+ Gently rrix microcentrifuge tube. . sl
by pipete
U e -1 pant 5%
o i Gh;':":;:':: | For more consistent results, keep the lid on between
« Add 40 L deionized water to make a oA rarts P reagent additions and minimize bubble formation when
400 mM solution — — & Evaporation sensitive adding Wash Buffer to the troughs in the microplates,
1. Dispense reagents into the assay plate using the volumes
Fluorescent 5X Master Mix (Pink Tube) . Peel off immediately before shown in the plate diagram.
< eree Follwith [BJIEONT?E:?:T\;?)USA%A[‘;;:LES AN " placing in instrument 2. Centrifuge the plate for 5 minutes at 2500 rpm
U et L | (~1000 x g} at room temperature, Ensure liguid is fully
e SNOIRC by Se down in all wells.
By pipeite 05 C, 5 prinuney
m— R
- Spin
Add 20 pl 10X Sample buffer »
Add 20 L prepared 400 mM DTT solution o i
Blotinylated Ladder (White Tube) 0 PREPARE YOUR ANTIBODIES
P « Primary Antibody: The ERK1 Primary Antibody is ready
U Eipatte tp to use, If you're using the System Control, add 25 plL of
';‘;"“.”“"‘" the System Control Primary Antibody to 225 plL of the
—_— ERK1 Primary Antibody. Pipette 10 ul of the mixture
inta each Primary Antibady well Canvidge
& 24 e 1. Load the desired assay in Compass software. holder
+ Add 16 pL deionized water + Secondary Antibody; The supplied antibody is ready to 2. Open Wes'door,
- Add 2 pL 10X Sample Buffer use without dilution. - S .
 Add 2 L prepared 400 mM DTT solution Insert a capillary cartridge into the cartridge holder.
The interior light will change from erange to blue.
G MIX LUMINOL-5 AND PEROXIDE y
Trarser entie ! e R 4. Remove the assay plate lid. Hold plate firmly on
volme 1o k Cc?mbme 1.50 pLLuminol:> and 130l Peroxide i a bench and carefully peel off evaporation seal Pop
iy 'm. M‘Ub" micracentrifuige tute any bubhbles chserved in the Separation Matrix
U o wells with a pipette tip. St
Vers e 5. Place the assay plate on the plate holder. holder
— 6. Close Wes'door.
7. Click the Start button in Compass.
8. When the un is complete, discard the plate and

cartridge,




Biotin Ladder, S/ FODTT

%

Standard Pack

Open, remove
4 tubes

9 FEmarker

HIT EEEITR
Loading Buffer

—’U\JW

Ladder 5X Fluor. 0.6 mL
Master
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Sample Prep — Step 1:
ol 5X FL Master Mix

\/ Qpen, remaove
4 tubes

Standard Pack ﬁU U @
A

S Fluor, OTT 06 mL
ilaster

- Plerce foll with - Pierce foll with

pipette tip pipette tip

- Gently mix « Gently mix
@ by pipette @ by pipette

Add 40 uL deionized water to make a

Add 20 pl 10X Sample buffer
400 mM solution

Add 20 uL prepared 400 mM DTT solution

Reconstitute DTT Add: DTT
10x Sample Buffer

3
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Sample Prep — Step 2:
fidk o FErnERS ( marker)

\/ Qpen, remaove
SX Fluor.  OTT 06mL

Standard Pack

4 tubes
Master

- Pierce foil with
pipette tip

- Gently mix
@ by pipette

Add 16 pL deionized water Transfer entire
Add 2 uL 10X Sample Buffer valume to
Add 2 L prepared 400 mM DTT solution 0.6 mLtube Close tube
Add: H,O U
DTT

10x Sample Buffer




Sample Prep — Step 3:
R

When using lyates, we recommend a final lysate
concentration of 0.2 mg/mL. The optimal protein

) ) - 95° C, 5 minutes
concentration depends on the expression level of your Vortex
protein, If needed, dilute your lysate with 0.1X Sample i W -Spin S’

Vortex to mix Store on ice

Buffer (dilute 10X Sample Buffer 1:100 with water), '
Combine 1 part (eg. 1 uL) 5X Fluorescent Master Mix Ladder Sample

with 4 parts (e.g. 4 pl) lysate in a microcentrifuge tube

(final concentration 0.2 mg/mL). 95°C 7]!]*5“ 5 \%q]%/\-r‘rr
+ | part 5X

Fluorescent - Gently mix

haster hdix by pipette Q'I‘QEETL-IS{% / _J \ﬁ#:déj |:| L\/U)EJZQ\
+4 parts lysate Close tube Z‘i\gE md;zril:lﬁl:l ;ZQJ_‘_EQX

‘ o FRXBELD , MRLERD RS
#amA 0.1X Sample Buffer @ TSk ESH

e 4 FH MR @ Vortex;2%]
1 {ARF3 FL Master Mix @ 4GRTEIL)

@ Vortexi2&
® RERTELC



B 1ML
SFEfFEm 5 pL
PR 10 L
AR 10 pL
Streptavidin HRP

AFPINEARE

A Evaporation sensitive

Peel off immediately before
placing in instrument

: Sample 5 pL (0.2-1 pg/uL)
: $AiE 10 pL

:Zh 10 pL
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