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Western Blotting

Westernblotting (WB) isa fundamentaltechniquethathas
helped scientistsunderstandimportantsignalingpathways,
proteinassociations,proteinexpressioninvariouscell lines
andtissues,andeffectsofdrugsortreatmentsonproteinlevels.
BioLegendprovideshelpfultoolsforWBuse,frommolecular
weight proteinladdersandsubstratebufferstohighlyspecific
antibodies.Wearecommittedtoprovidingeveryessentialtool
necessarytoobtain distinct andeasy-to-interpretbandsinyourblots.

To findmorewestern blotting antibodies and reagents, visit:
biolegend.com/en-us/western-blot

AccurateProteinLadders
ThePrime-Step™PrestainedBroadRangeProtein Ladderisathree-
colorprotein standardwith 10prestainedchromophore-conjugated
recombinantproteinscoveringawiderangeofmolecularweights,
from6.5to270kDa.It isideal formonitoringprotein separation
duringSDS-PAGE,confirmingWB transferonmembranes,and
estimatingprotein sizes.
Description Size Cat. No.

Prime-Step™ Prestained Broad Range
Protein Ladder

50 μL | 500 μL 773301 | 773302

Clear separation and sharp bands in different SDS-PAGE gel
and buffer systems
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Tris-Glycine
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Tris-Glycine

3μLPrime-Step™PrestainedBroadRangeProteinLadderwasresolvedby electrophoresis
indifferentgelandrunning buffersystems,followedby transfertonitrocellulose membrane.
Themolecularweight (MW) (kDa)ofeachproteinwasdeterminedbycalibrationagainst
unstainedprotein standards.Note:AllMWs listedareapproximatevalues.

Comparable MW detection with competitors’protein ladders
4-20% Tris-Glycine 12% Bis-Tris
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Ponceau red Coomassie blue

3μLPrime-Step™PrestainedBroadRangeProtein Ladderwasresolvedbyelectrophoresis in
differentgel runningsystemsas indicated.Proteinswereeitherstainedwith Coomassieblue,
or transferredtonitrocellulosemembranefollowedby Ponceauredstaining.Note:AllMWs
listedareapproximatevalues.
Lane1:Prime-Step™PrestainedBroadRange Protein Ladder
Lane2:Competitor1protein ladder
Lane3:Competitor2protein ladder

Excellent transfer efficiency forWB
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M 1

3μLPrime-Step™Prestained BroadRange
ProteinLadder(laneM)and total cell
lysates (15μgtotalprotein) wasresolvedby
electrophoresis in4-12%Bis-Trisgel (MOPS
runningbuffer).Then protein laddersandtotal
cell lysateswere transferredtonitrocellulose
(NC)andPolyvinylidenedifluoride (PVDF)
membrane followedbyPonceauredstaining.
Note:AllMWslistedareapproximatevalues.
Lane1:HeLa
Lane2:Jurkat
Lane 3:NIH3T3cells

Suitable for size detection during protein purification
Protein 1 Protein 2 Protein 3
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3μLPrime-Step™Prestained BroadRange
ProteinLadder (laneM)and2μgrecombinant
proteins1,2,3,with differentmolecular
weights,wasresolvedbyelectrophoresis in
12%Bis-Trisgel(MES runningbuffer) followed
byCoomassiebluestaining.Note:AllMWs
listedareapproximatevalues.



Western-Ready™Buffers
Tryourcomplete setofWestern-Ready™reagentsforevery step
ofyourworkflow,including buffersforproteinextraction,gel
loadingandrunning,anddetection.
Features ofourWestern-Ready™Buffers:

• Quality tested in-house
• Performance isguaranteed 100%

Description Use Size Cat. No.

Western-Ready™ ECL
Substrate Plus Kit

The ECL Substrate Plus Kit is useful
for detecting picogram amounts of
antigen.

20 mL
200 mL
500 mL

426315
426316
426317

Western-Ready™ ECL
Substrate Premium
Kit

The ECL Substrate Premium Kit
detects femtogram amounts of
antigen.

20 mL
200 mL

426318
426319

Western-Ready™ TBS
Tween-20 Buffer (20X)

Buffer for blocking, washing, and
antibody dilution. Formulated to
reduce non-specific binding.

1 L 426309

Western-Ready™
Rapid Protein
Extraction Buffer

Stringent lysis buffer to extract
proteins from all subcellular
compartments.

100 mL 426305

Western-Ready™ MES
SDS-PAGE Running
Buffer (10X)

Running buffer for resolving small-to-
medium-sized proteins on Bis-Tris SDS
page gels.

1 L 426307

Western-Ready™
Protein Sample
Loading Buffer (5X)

Used for the preparation of samples
for non-reducing and reducing
SDS-PAGE.

20 mL 426311

Western-Ready™ ECL Substrate Kits

Western-Ready™ ECL Substrate Premium Kit

Western-Ready™ ECL Substrate Plus Kit
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ELISAanalysisusingWestern-Ready™ECLSubstratePlus andPremiumKits.Theindicated amounts
ofpurified anti-SSRP1antibody (Cat.No.609702)werecapturedby anti-mouseFc-coatedplates
for1houratroomtemperature.Boundantibodywasdetected withHRPgoatanti-mouseIgG
antibody (Cat.No.405306)usingeitherWestern-Ready™ECLSubstrate PremiumKit(Cat.No.
426319)(bluetriangles) orWestern-Ready™ECLSubstratePlusKit(redcircles).Shown values
representtheaveragesignalofthreetechnicalreplicatesafterbackgroundsubtraction.

SensitiveSubstrates
OurWestern-Ready™ECLSubstrate Kitsareanon-radioactive
enhanced luminol-basedchemiluminescent substrate (ECL) for
thedetection ofhorseradishperoxidase(HRP)activity fromWB
reagentsandELISA immunoassays.Ourkitsprovide sensitive
detection andsustainedsignal forupto4hours.OurECLPlus
Kit is ideal fordetecting low-to mid-picogramlevels ofantigen,
while thePremiumKitprovidesmoresensitivedetection ofhigh-
femtogramlevelsofprotein.
Key Features:

• Luminol-baseddetection system
• Sensitive detection
• Available in small20mLsizeforsampling
• Multiple kitswith arangeofsensitivities
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Western-Ready™ ECL
Substrate Plus Kit

Western-Ready™ ECL
Substrate Premium Kit

Western blot analysisusingWestern-Ready™ECLSubstrate PlusandPremiumKits.The
indicated amountsofwhole cell extract fromHeLacellswere resolvedby4-12%Bis-Trisgel
electrophoresis, transferredto anitrocellulose membrane,andprobedwith 0.1µg/mL(1:5000
dilution) ofpurified anti-LaminA/Cantibody (Cat.No.600002)overnightat 4°C.Proteinswere
visualizedusing HRPgoat anti-mouseIgGantibody (Cat.No.405306)ata1:3000dilution,
followed byincubation withWestern-Ready™ECLSubstrate PlusKitorWestern-Ready™ECL
SubstratePremiumKit.

REFERENCIA DESCRIPCIÓN TAMAÑO PRECIO VENTA
773301 Prime-Step™ Prestained Broad Range Protein Ladder 50 μL 34,00 €
773302 Prime-Step™ Prestained Broad Range Protein Ladder 500 μL 118,00 €
426315Western-Ready™ ECL Substrate Plus Kit 20 mL 56,00 €
426316Western-Ready™ ECL Substrate Plus Kit 200 mL 168,00 €
426317Western-Ready™ ECL Substrate Plus Kit 500 mL 280,00 €
426318Western-Ready™ ECL Substrate Premium Kit 20 mL 84,00 €
426319Western-Ready™ ECL Substrate Premium Kit 200 mL 560,00 €
426305Western-Ready™ Rapid Protein Extraction Buffer 100 mL 135,00 €
426309Western-Ready™ TBS Tween-20 Buffer (20X) 1 L 135,00 €
426311Western-Ready™ Protein Sample Loading Buffer (5X) 20 mL 45,00 €
426307Western-Ready™ MES SDS-PAGE Running Buffer (10X) 1 L 73,00 €

Western-Ready™ECLSubstrate Kits



FeaturedDirect-Blot™Data

Whole cell lysates(15µgprotein) fromHeLawas
resolvedbyelectrophoresis (4-20%Tris-glycinegel),
transferredtonitrocellulose, andprobedwith 1:10,000,
1:40,000,and1:100,000dilutions ofDirect-Blot™HRP
anti-β-actinAntibody, clone W16197A,ora1:10,000
dilution ofpurifiedanti-β-actinAntibody,clone
W16197A(upper). Proteinswere visualizedusinga
1:3000dilutedHRPanti rat-IgGsecondary antibody for
purifiedanti-β-actinAntibodyandchemiluminescence
detection.Ponceau Sstainingwasusedasloading
control (lower).LaneM:MWladder.

Direct-Blot™ HRP anti-β-actin Antibody

Findmore Direct-Blot™ antibodies at:
biolegend.com/en-us/direct-blot

Direct-Blot™HRPPrimaryAntibodies
AntibodiesCraftedforSpecificity
WhenperformingaWB,it iscommontouseasecondaryantibody
todetect yourproteinsofinterest.However,unlessthesignalneeds
tobeamplified,thereisnoadvantagetousingatwo-stepprocess.
WeprovideDirect-Blot™antibodies, horseradishperoxidase(HRP)
directlyconjugatedprimaryantibodies,toeliminatetheneedfor
asecondaryantibody andget youtoyourresultsfaster.OurHRP
directlyconjugatedantibodiesarecarefullydevelopedandtestedto
ensurehighsensitivity.

Whole cell lysates (15μgprotein) from
HeLaandNIH3T3cellswere resolved
byelectrophoresis (4-12%Bis-Tris
gel), transferredtonitrocellulose,and
probed with 1:4000Direct-Blot™HRP
anti-GAPDHantibody,clone W17079A
(upper). 1:2000dilution ofDirect-Blot™
HRPanti-β-actinantibody (Cat.No.
643807)wasusedasaloading control
(lower).Proteinswerevisualizedusing
chemiluminescencedetection. LaneM:
MWladder.

Direct-Blot™ HRP anti-GAPDH Antibody

KnockoutandKnockdown
ValidatedAntibodies
Thereproducibility ofpublishedresearchhasemergedasan
urgent topic in today̓sscientific community.Fromfunding
agencies toresearcherstomanufacturersandpublishers,it is
critical forallof thesegroupstoalignthemselves toensure that
researchisdonewith rigorand isreproducible.Weguarantee
antibodyspecificity ofourantibodyproducts.Asknockingout
the targetprotein isoneofthemost trustedantibodyvalidation
processes,wevalidate manyofourcellbiology antibodiesbyKO
(knockout) andKD(knockdown) systems.

Learnmore at:
biolegend.com/en-us/kokd-validation

Featured KO/KDData
STAT3

Total lysates(15µgprotein) fromHeLaandHeLaSTAT3CRISPR/
Cas9knockout (KO)cellswereresolvedby electrophoresis (4-
20%Tris-glycinegel), transferred tonitrocellulose,andprobed
with 1:500(1µg/ml)purified anti-STAT3antibody,clone 4G4B45
(upper). Proteinswerevisualizedusingchemiluminescence
detection by incubation with HRPgoatanti-mouse-IgG
secondary antibody (Cat.No.405306).Direct-Blot™HRP anti-β-
actin Antibody (Cat.No.643807)wasusedasaloading control
(lower). LaneMisthemolecularweight ladder.

HDAC2
Totallysates from293T(lane 1)and 293T/HDAC2CRISPR/
Cas9knockdown(KD)cells (lane2)wereprobedwithpurified
anti-HDAC2antibody (clone 13G8C67).Anti-GAPDH(poly6314)
antibodywasusedasa loadingcontrol. LaneM:MWladder,M*
indicates longer exposure.

TSC2
Total lysatesfromHeLa(Lane 1),5nM(Lane 2),and20nM(Lane
3)TSC2siRNAtreatedHeLacellswere probedwith purifiedanti-
TSC2antibody (clone W16104A).Direct-Blot™HRP anti-β-actin
Antibodywasusedasa loadingcontrol.MisMWladder.M* is
higherexposureof the ladder.



ResearchMultiple Parts
ofaSignalingPathway
Antibodysamplerkitsprovideaconvenient andeconomical
resourceto testmultiple antibodies.Ourkitstargetseveral cell
functionandstructureproteins,relateddetection methods
(suchasepitope tags),orproteinsconnected throughsignaling
pathways.
PhosphoPairantibodysetsbundleapairofantibodies together
forcost-savingsandconvenience. Oneantibody isspecific fora
phosphorylated formofaprotein,while theotherdetects total
orunphosphorylated levelsof theprotein.OurPhosphoPair
antibodysetsarequality tested inwesternblotting toensure
highquality resultsineachexperiment.

Advantages of our kits and PhosphoPair sets:
• Antibodies arequality tested in-houseforwesternblotting

andvalidated formultipleapplications
• Sufficient antibody isprovided ineachkitorset torun

multiple assays
• Performance isguaranteed 100%

Description Clones Specificities Cat. No. (1 kit)

E.coli RNA Polymerase
Antibody Sampler Kit

NT73, NT63, 4RA2, 8RB13 RNA Polymerase β prime, β, α 699907

Epitope Tag Small Motif
Antibody Sampler Kit

L5, 9E10, 16B12, 7/4, J099B12 DYKDDDDK tag, Myc tag, HA tag, V5 tag, His tag 699903

Epitope Tag Big Motif
Antibody Sampler Kit

P1A12, 1GFP63, 8C5.5, 4H12A59 GST tag, GFP tag, mCherry tag, Thioredoxin tag 699902

IRF Antibody Sampler Kit 13H3A44, 13B2A38, 12A4A35, IRF4.3E4, 11F4A09,
14B2C16, 12G9A36, 7G11A45, 5A3A39

IRF 1 - 9 699906

α-Synuclein Antibody
Sampler Kit

A15119B, P-syn/81A, A15115A, A15127A, A15126D α-Synuclein Phospho (Tyr39), α-Synuclein Phospho (Ser129), α-Synuclein
(80-96), α-Synuclein (C-Terminal Truncated x-122), α-Synuclein (117-122)

899903

Tau Antibody Sampler Kit A15091A, M7004D06, A16103A, A16097F Tau Phospho (Ser262), Tau Phospho (Thr181), Tau (1-223), Tau (368-441) 899902

Glial Cell Marker Antibody
Sampler Kit

S16007D, 8E12.D9, SMI 24, SMI 91, P82H9 P2RY12, CX3CR1, GFAP, Myelin CNPase, Myelin Basic Protein 899904

50ngrecombinant humanIFN-γprotein (Lane 1,negative control), Posi-TagEpitopeTag
Protein (Lane 2,positivecontrol), 15µgeachof total protein fromCHOcells (Lane3),and
CHOtransfectedwithHAtaggedprotein (lane4)wereprobed with anti-DYKDDDDK(clone
L5),anti-HA.11(clone 16B12),anti-C-Myc(clone 9E10),anti-His(clone J099B12),and anti-V5
antibody (clone 7/4).Direct-Blot™HRP anti-β-actinAntibody (clone 2F1-1)wasusedasa
loadingcontrol.LaneM:MW ladder.LaneM*: longexposureMWladder.
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Westernblotanalysis
usingwholecell extracts
(15µgprotein) from
serumstarvedHeLaand
NIH/3T3cells treated
with 10µMrapamycin
(Rap) for2hoursor
with 150nMinsulin
(Ins) for6minuteswere
resolvedby4-12%Bis-
Trisgelelectrophoresis,
transferredto
anitrocellulose
membrane,and
probedwith 0.5µg/
mL(1:1000dilution)
ofpurified anti-mTOR
Phospho (Ser2448),
clone A17024A(Cat

No.610301),for2hoursatroomtemperature.To confirm phospho-specificity, aduplicate
membranewaspre-treatedwith lambdaproteinphosphataseprior to incubation.Proteins
werevisualizedbychemiluminescence detection usingHRPgoatanti-mouse-IgG(Cat.No.
405306)ata1:3000dilution. EqualmTORloading wasconfirmed byprobing membranes
with ananti-panmTORantibody (Cat.No.659202)at1.0µg/mL(1:500dilution). LaneM:
MolecularWeight Marker.

mTOR Phospho (Ser2448) pan mTOR
HeLa NIH/3T3 HeLa NIH/3T3 HeLa NIH/3T3
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Formore information, visit:
biolegend.com/en-us/sampler-kits

PhosphoPair Sets

Antibody Sampler Kits

Description Clones Specificities Cat. No.

PhosphoPair STAT1 Antibody Set 10C4B40, A15158B STAT1 (Ser727) 699955

PhosphoPair STAT3 Antibody Set 4G4B45, 13A3-1 STAT3 (Tyr705) 699952

PhosphoPair PLK-1 Antibody Set 3F8, 2A3 PLK-1 (Thr210) 699956

Description Clones Specificities Cat. No.

PhosphoPair ERK1/2 Antibody Set 6B8B69,W15133B ERK1/2 (Thr202)
ERK1/2(Tyr204)

699951

PhosphoPair mTOR Antibody Set 6H9B10, A17024A mTOR(Ser2448) 699953

PhosphoPair Lck Antibody Set LCK-01, A18002D Lck(Tyr394) 699954


