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Polymerase
Chain Reaction

BESE, B/ PCR Cycle & 25, B8R ES
SIEMRE | $EEREE PfuiEE

Genomic DNA templates BJ A ZE 12 kbp
Plasmid #1 lambda DNA BIJEUAZE 21 kbp
BIAIIRA GC-rich(70%) 51

JEBR mispriming # primer-dimer %
HEREBIRIE (Hot start), BB ERHKRAR
1559 KOD Hot Start Buffer aJ 18 PCR %38
ZREN 2mM dNTP Mix

BEB MUK 90% GC-content templates
IEFELE Tag &2

RIBRK 24 kb #Y genomic targets

BI B RUBK 40 kb B9 phage/plasmid targets
BEB XM crude samples R E MR DNA

Choose the Appropriate KOD

Enzyme KOD Hot KOD Xtreme
KOD DNA KOD XL DNA
Start DNA Hot Start DNA
Polymerase Polymerase
Polymerase Polymerase
PCR Product
. <6 <21 <30 <40
Size (kb)
Crude samples, Crud |
) Cloning, cDNA multiplex, rude samples,
. Cloning, cDNA  amplification ) ) long targets,
Applications L . incorporation L
amplification and 70% high o difficult and 90%
GC targets of derlvatized GC-rich targets

dNTPs

® KOD-XL DNA polymerase amplification results in a mixture of blunt and 3'-dA prod
ucts while other KOD DNA polymerases generate blunt end products.
® NovaTag™ is also available for routine PCR.

)
KOD Hot Start DNA Polymerase 71086

KOD Hot Start Master Mix 71842
KOD Xtreme Hot Start DNA Polymerase 71975

Agarose PCR grade 2010
6X DNA Loading Buffer 2100

EtBr Solution 4410
10X TAE Buffer 574797
10X TBE Buffer 8830
5X TBE Buffer 8800
Sterile Purified Water 4.86505

Bateria Protein Exp.
Cloning- pET system

TrxeTag ~ GSTeTag # NuseTag Fusion Tag #2&=
ErDANZAL > pILUER N ERE BB o SLLH
RerpEfER st T E— MR R AR 0 FRAERE
IR TR AR ©

GST BH7E E.coli EFAREFHAIE N- IF Fusion
Tag o BEMIEALLBMFERERET > GST - Tag &
FIt el LU IR & & BRI AN © pET-41a-c(+)
PET -42a-c(+) EEBHRIS GST - Tag FF5! » I U A
R IMES ~ BZRRESAD Xa RELIE o

JRZRTE E.coli RURNBHAFENEREHE N- IHi
FEER (Tre-Tag) FIIMEE > TEAIGINER
M (LaVallie et al.,1993; Novy et al.,1995) °
pET-32a-c(+) Ay Trx - Tag NMEAJLUIEsR—LEE
FAEAN - hATLUE trxB REERRE =
FRSERIZ AR (Stewart, 1998) o

pET-43.1a-c(+) 1 pET-44a-c(+) EEEES T —ER
BRRZREK Nus - Tag 5 HEREFAEARSH
AMRIZAL (Davis et al., 1999; Harrison, 2000) ©
AFEA 4 BARER NusA RMaE B RAMER BB T
85Choose the Appropriate KOD % (Harrison,
2000) °

TREERENRE A
sl 7£ (L|C) LIC %E&E DNA polymerase
H ﬁ?K%% BE ?—EH ’|\$ @ t]] and special primers,
2L &Ligation clone
PCRE ¥ B 5 &
(Aslanidis and de
Jong » 1990 ; Haun
etal.» 1992)° B LIC PCR product

SEBED pET HEEE T4 DNA polymerase
Z:E%ﬁ E’\] 17-15 i}EJZ% dATO ir dGTP
Bk BB AL UCveor

AH ETXLJ:7FEE§}KE Eﬁu‘-ﬁlﬁ 5min After 5min., add EDTA
ot .

%@ %E iE E. E’J ﬁg ]\ ):|l TRANSFORM NovaBlue GigaSingles™
Eﬁ E/\J % w’% 5 %5”%‘5—% ~1hour Competent Cells

LIC & 82 B fioT4 PLATE SOC Medium

DNA S5 EgRY 3'5" S
)E M &R R RN A
AR B ERE

KLU o

4 )

Proteinase K, lyophilized 70663/ 1.24568
Proteinase K Solution, 600 mAU/mL 71049

Competent Cells

Origami( EBERENE ) FLERERERETE
HNEMBA REFE R ALENE o HEEME > &1
BEMRIRARE I ARinclusion body o ABZIREAMMEERY
SEERIRFBEE B IEREMBEAERITE
BEAMEREREE (gor) TEM /| IFAEEA
EIRES (trxB) REMEK (Origami) ERSELS INAHAE
Brp ZRER AL (Prinzetal. > 1997 ; Aslund et
al. » 1999) *Origami Rtk # A trxB #l gor & 58 & »
tEEE R trxB REMEIKE B Al s (e iR
EEHTAMET  SEUEFES (Bessetteetal,,
1999) o FRZEIERE I BN R BB R = K AL
Orgami(DE3) WEMEHELLHEEKkS 101F
(Prinz et al., 1997) ©

Rosetta(f#fcodon bias): ERZAHMPRIBEZE
HEZBIEARNANRRE » EMRIREHRTE |
i#/]\) o RosettaTME K 2 B BB ArgZHE FAGGH]
AGA > lle ZEEFAUA » Leu ZEREFCUA, Pro ZH5+
CCC FAGly ZHEFGGA BItRNA o RosettaE4AEE
BERANRKEPRLEFAE ol BERBFERNE
MZER (Novy et al, 2001) Rosetta 252 7@ rare
codons (AGA, AGG, AUA, CUA, GGA, CCC, and CGG)

T%ﬁ}

Protocol

- )

Rosetta™ 2 (DE3) Competent Cells 71397
Origami™ B(DE3) Competent Cells 70837

Chloramphenicol 220551
Kanamycin 420311
Hygromycin B 400052
Puromycin 540411
Ampicillin 171254

Media & Growth

Overnight Express BEIAE RGN E.coli &
EEQ > BREAMERERLR  WEBENMAGZE
MRFEEARE-BLEBFNEEERRE
F.William Studier 7£ Brookhaven BIZREE:Z FIHT
TR E(CRETHY ©

NO ESRIMRBEAE ~ NO IPTG » EHFREKES

HEBMREERSIES  REa@8NETA

75 ER) EasyPak B4 » BRI 7758 - 1A EE

121t 10kg U EXBE > KIBEREEEEEMA

R ERHE A ETIZCWESS » B NMR
Prepare medium by adding

1 EasyPak of medium inot
1 liter of water

INOCULATE
CHECK on OD
INCUBATE
e

/

Overnight Express™ Instant LB Medium  71757-4
Overnight Express. Instant TB Medium ~ 71491-4

IPTG

IPTGAZEREFRAABIRER
REARTANZEL - HEA
FEEFEFIERNpromoter.

« Dioxane free IPTG? (4% IP
Dioxane B& R IPTG KWEIEY , &F
% Papers #/r , Dioxane E1 |
E.coli &£& - & Dioxane free IPTG ,
oLl % E.coli AP - \,

&7 0 O\

.}@
IPTG, Dioxane-Free, High Pur 420322

X-Gal solution, 40mg/ml in DMSO JALeTAY




Transfection

GeneJuice &z ITWJLA—@?}:R’AZK ~ERGE 4
S NARTTRE » TP m@ﬁﬁqﬂﬁé’ETiF%ﬁ
ERIR © Geneluice BIFT AL \D F 22 HC 5 7o iR
T%%E’J%ﬁﬁ?ﬁ+ﬂ FA AP AR S MHEIER > &
MR EGREEL o (FREEMNERE T R
miTEEEE}ﬁ,%IHH@ia‘%% » iRELLH e EIRRE
H1E » W2FERAEERE Geneduice WEERA o

AR SRR
. HIREERRTFIES <TEJ_ ,.\HJH’P]/% e3'53
- BAREQREES

FEHEER

- BE) BRAREG6TT!
© 6 FLAREFLEZER 2ul
- BEEEERE

FHEHE

c BRAREREMREEEL  BLNES

- IRERE > FTEFRIEER

- MEBEXEE (80 REARAREEZRY5 | FIXCRR)
- BEZE (03mle Iml> 10ml> 5X1ml)

GenelJuice Reagent Is Less Cytotoxic Than Lipid-Based
Transfection Reagents

No transfection Reagent L2

~

GenelJuice Transfection Reagent
NanoJuice Transfection Kit

293-Free™ Transfection Reagent
ProteoJuice™ Protein Transfection
RiboJuice™ siRNA Transfection Reagent
NovaCHOice Transfection Kit

G418 >10,000 citations

G-418 Sulfate 345810

SNBEZEH (Exogenous protein) BIEFRIRE RBUA
REBMAZGENUERLEBDREE
(Chromatin) 9454 > MEMABMHERNREER
== 3B B E B AL B& > TPost transcriptional
genesilencing) RERINREBEER > HLERE
WiEITEESEETE © KA UCOE® fify

« 30 RNERS g/l BEENER

o BERHRRE 100L( AEMEEER 20 B L)

. E'ﬂ?}“iff ERIER - BEIEREE (2% 12187 )
B CHO ~ CMV Bi#F Rz EME UZ (>130 1X)
. ﬁklbﬁﬁﬁﬁﬁg * GPCRs ~ B# % ~ MR E L E

A
+EE=E UCOE® %17 ?
ERGFENEAEERBRAST
Ubiquitous Chromatin Opening Ele-
ment (UCOE)) HRI & B EEEM
REHAMERIRESEEE MM PRY
SMNEEFEZRIT - UCOE® 2 DNA BY—1@
IR RS Housekeepmg genes A9
&

) EamEL AT R B E RE R ML

» BREEE R FHERENSERE ;

SHEGMERZA MPosition effect (

UBENME )1 NMRE > AmmelREERE

REERARAE - EERERETEE XM
PHARSES °

UCOE®
Expression
Technology

[ )

UCOE® Expression Vector, Mouse 3.2 kb, Puro  5.04865.0001
UCOE® Expression Vector, Mouse 3.2 kb, Hygro 5.04866.0001
UCOE® Expression Vector, Human, 4 kb, Puro  5.04867.0001

SEHEZE

When purifying proteins for functional or structural studies, the first step is to disrupt the cells or tissue
sample and extract the relevant protein fraction. This step is critical because processing methods that
require harsh mechanical, chemical, or enzymatic treatments can affect the target protein’s integrity and
activity, or otherwise exposeit to degradative conditions.

Our complete range of reagents and enzymes for cell lysis and protein extraction provideyou with an array
of options so that you can put together the perfect extraction protocol for your particular cells and protein.

Protein Extraction Reagents Application Guide

Starting Material Applications

Total (of-1]] iD 2D PAGE | Activity
Products by Cell Type Culture | Pellet PAGE / IEF Assay | Comments

BugBuster® Master Mix

Combines BugBuster® Protein Extraction Reagent with
Benzonase® Nuclease and rLysozyme™ Solution. Convenient,

- " - " all-in-one protein extraction reagent efficiently lyses bacteria
and digests nucleic acids.
BugBuster® Protein - - - - Efficient protein extraction from E. coli under

Extraction Reagent non-denaturing conditions.

BugBuster® 10X Protein A concentrated form of BugBuster® Protein Extraction Reagent.
Extraction Reagent ] ] ] ] Ideal for extraction when a specific buffer is required for
protein stability.

PopCulture® Reagent Protein extraction from cells directly in the culture medium;

no centrifugation required.

YeastBuster™ Protein Efficient protein extraction from yeast under non-denaturing
Extraction Reagent ] ] | | conditions from any volume of culture. Add 0.5 M THP Solution
(included) and Benzonase® Nuclease for enhanced efficiency.

CytoBuster™ Protein Gentle lysis of insect cells with retention of protein activity for
Extraction Reagent L] ] n* u assays and purification. Can use with monolayers or pellets
derived from suspension cultures.

Insect PopCulture® Lysis of insect cells directly in serum-free medium. Ideal for
Reagent expression screening of many small samples.

CytoBuster™ Protein Gentle lysis of mammalian cells with retention of protein
Extraction Reagent u u m* u activity for assays and purification. Can use with monolayers
or pellets derived from suspension cultures.

ProteoExtract® Kits Extract protein fractions from different parts of the cell. A range

of kits offering maximum flexibility.

Gram-negative bacteria (E. coli)

rLysozyme™ Solution ] ] ] | Cleaves bond in peptidoglycan layer of E. coli cell wall.

Lysonase™ Bioprocessing - - - - Convenient mixture of rLysozyme™ solution and Benzonase®

Reagent Nuclease minimizes pipetting steps.

Gram-positive bacteria

Chicken Egg White - - - - Cleaves bond in peptidoglycan layer of bacterial cell wall.

Lysozyme Solution

All cells

Benzonase® Nuclease Degrades all types of nucleic acids for more efficient protein
] ] ] | extraction, faster chromatography, and reduced interference

in assays.

1D PAGE — One-dimensional Polyacrylamide Gel Electrophoresis
2D PAGE — Two-dimensional Polyacrylamide Gel Electrophoresis
IEF — Isoelectric Focusing

* — Salt must be removed before IEF
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BugBuster® Protein Extraction Kits and Reagents

A. rLysozyme™ Solution - -
Benzonase® nuclease - +
NI HB HB

6XHIS-CRP
[26kDa] —>

- - + o+
-+ -+
BB BB BB BB M

— 200
116
e 97
- 66
- 55
36
- 31
- 22
- 14
- 6

[NI = non-induced

BB = BugBuster” reagent}

HB = Homebrew buffer M =MW Markers

BugBuster® reagentis superiorto “homebrew”
BugBuster® reagent with both Benzonase® nuclease and rLysozyme™

solution produced lysates with the highest 6XHIS-CRP yields.

(A) E. coli lysates (5 L of 1 mL total lysate) from various lysis protocols

were fractionated and analyzed by SDS-PAGE. A band

Feffite (it

lysis buffer and

—RIERHRNEA

10000 —

7500

5000

2500

Protein Concentration (pg/mL)

0

Lysis Method Homebrew BugBuster® | BugBuster®
reagent Master Mix

~—

corresponding to 6XHIS-CRP is prominently visualized in the BB +/+ lane.
(B) Cleared cell lysates (2 pL of 1 mL total) were spotted on assay cards
and quantified using the Direct Detect® spectrometer. In each case, bars
represent the average of 3 independent samples.

mA s =R IEE Ot AR

B2 > 1Y) > BILEYN B PIRE R A EERE -

Ordering Information

Application Description Catalog No.
Bacteria BugBuster® Protein Extraction Reagent 70584
BugBuster® Master Mix 71456
BugBuster® Plus Benzonase® Nuclease 70750
BugBuster® Plus Lysonase™ Kit 71370
BugBuster® 10X Protein Extraction Reagent 70921
PopCulture® Reagent 71092
Mammalian CytoBuster™ Protein Extraction Reagent 71009
NucBuster™ Protein Extraction Reagent 71183
PhosphoSafe™ Extraction Reagent 71296
Yeast YeastBuster™ Protein Extraction Reagent 71186
Insect Insect PopCulture® Reagent 71187

10
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Benzonase® Nuclease

Effectively reduce viscosity and remove nucleic acids from protein solutions

Benzonase® Nuclease is a genetically engineered endonuclease from Serratia marcescens. It degrades all
forms of DNA and RNA (single stranded, double stranded, linear and circular) while having no proteolytic
activity. It is effective over a wide range of conditions and has an exceptionally high specific activity.
Benzonase® nuclease is an excellent choice for viscosity reduction to shorten processing time and increase
protein yields.

Benzonase® Advantages

* Compliant with FDA guidelines for nucleic acid contamination

* Functional between pH 6 and 10, from 0 °C to 42 °C, for maximum versatility

* Active in the presence of ionic and non-ionic detergents, reducing agents, PMSF (1 mm), EDTA (1 mm) and urea.
* Available in ultrapure (> 99 % by SDS-PAGE) and pure (> 90 %) grades

* Available in standard concentration (25 U/uL) and high concentration (HC, 250 U/uL).

10 25 50 U/mL

Nucleic acid digestion by
Benzonase® Nuclease.

E. coli BL21(DE3) cells contain-
ing a pET construct were
suspended in BugBuster®
Reagent (5 mL/g wet weight).
Identical volumes of the
suspension were treated with
the indicated amounts of
Benzonase® Nuclease for 30
min at room temperature.
Samples were clarified by
centrifugation and analyzed by
agarose gel electrophoresis
and ethidium bromide stain-

ing.

E. coli lysate without
Benzonase® Nuclease.
Gooey, viscous, difficult
to handle.

CHEMICON®’s Nuclear Extraction Kit (Catalog No. 2900) provides a simple and convenient
method for the isolation of cytoplasmic and nuclear samples from mammalian cell cul-
ture or tissue samples. The Nuclear Extraction Kit can be used in the preparation of puri-
fied proteins for use in Western blotting, Electrophoretic Mobility Shift Assays (EMSA),
and in CHEMICON®’s Transcription Factor Assay product line.
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ProteoExtract® Subcellular Proteome Extraction Kit (S-PEK)
Reproducible extraction of subcellular proteomes from mammalian cells.

539790 - IKITCN

Actin Membrane/
cytoskeleton Nuclei Organelle Cytosol
Four distinct protein
fractions separated using
S-PEK. A431 cells were
incubated with DAPI (nuclei),
phalloidin (to stain actin)
and MitoTracker® probes,
extracted and monitored by
fluorescence microscopy.
These results show that the
sequential extraction results
Cytosolic fraction in a stepwise degradation of
(F1) the cell’s structure yielding
4 subcellular fractions. In
cases where a loss of signal
was observed following the
extraction, phase contrast
images were recorded of the
identical field to prove that
cells or cell remnants were
still present.

Membrane/Organelle
fraction (F2)

Cytoskeletal fraction (F4)

12
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ProteoExtract® Native Membrane Protein Extraction Kit (M-PEK)

Isolation of native membrane proteins from mammalian cells and tissue.

Extract proteins associated with cellular membranes with M-PEK. Extremely mild extraction conditions
yield a 3-5 fold enrichment of integral membrane and membrane-associated proteins. The simple,
two-step procedure enables processing of multiple samples in parallel. Extraction from tissues requires
isolation of viable cells before proceeding with the extraction protocol.

Applications for Extracted Membrane Proteins:

c
‘D 250 Ordering Information
)
2 200 Application Description Catalog No.
o
o Organelle ProteoExtract® Subcellular 539790
£ 150 — Fractionation Protein Extraction Kit
N 1 ProteoExtract® Complete 539779
QF 00 Mammalian Protein Extraction Kit
L(B 50 - ProteoExtract® Cytosol/ QIA88
w J Mitochondria Fractionation Kit
3 0 ProteoExtract® Native 17-10210
= Total Lysate Membrane Extract Cytoskeleton Enrichment Kit
= ProteoExtract® Cytoskeleton 17-10195
ASSBYEd Extract Enrichment and Isolation Kit
Membrane ProteoExtract® Native Membrane 444810
Proteins Protein Extraction Kit
. . . ProteoExtract® Transmembrane 71772
Notably increased enrichment of EGF receptor using M-PEK compared to Protein Extraction Kit
total cell lysate. HEK293 cells were extracted with buffered 1 % Triton®
,—fy II ith ? el Mass Spec ProteoExtract® All-in-One 650212
X-100 surfactant to generate a total lysate or extracted with M-PEK to yield Peptide Trypsin Digestion Kit
a membrane fraction. Equal volumes of these fractions were utilized to Enrichment -
. . . . ProteoExtract® Glycopeptide 72103
quantitate the concentration of EGF receptor in the samples using an EGF-R Enrichment Kit
ELISA Kit. Protein concentrations were used to calculate the amount of
ProteoExtract® Phosphopeptide 539722

EGF-R per mg protein in the total lysate and the membrane fraction.
The measurements demonstrate a 4.5 fold enrichment of the EGF receptor
in the M-PEK-extracted membrane fraction.

Enrichment TiO, Kit

Merck Millipore inhibitor KTAI i TEAR?

© AEHRDMSO B - REMFIESEY  BRE—THRAGESRINE  REENLSE!
© Ready-to-use - BEZ/DEZ/) . REHBERE |

R

PEEHER: SRR ERE(EE EEHEREZHR:
B Merck Efm
BEaIDUNERE 1ml

Phosphatase Inhibitor Cocktail V
(#524629, ready-to-use, 50X)

13



FHEAREHE - Tag resin &7 |
| GST-Tag™ Purification

The GST fusion system is based on the widely recognized affinity of glutathione-S-transferase (GST)

‘ fusion proteins for immobilized glutathione. Our GST Resin utilizes an 11-atom spacer arm to covalently
attach reduced glutathione to the solid support via a sulfide linkage. The resin can be reused several

\ times without loss of capacity, and the high degree of substitution of glutathione ensures exceptional

o - - binding capacity.
His - Tag® Purification |

kDa
Ni-NTA His-Bind® Resin has a binding capacity of over 10 mg of His-Tagged fusion protein per mL resin. ‘ M
The agarose matrix on the Ni-NTA His -Bind® Superflow™ Resin is structured with more crosslinking 150 -
for enhanced bead rigidity, for exceptional compatibility with FPLC. ‘ PerfectProtein™ markers 15-150 kDa

Our IDA His -Bind® resins are offered uncharged to allow flexibility of choice in the metal ion (Nickel, 100 - BugBuster® extract
Cobalt, Zinc, Iron, Copper, etc.). IDA supports can be recycled many times with no loss in performance. ‘ 75 - - Flow-through

Eluate

| 50 -

‘ 35 -

Crude Extract

- Target Protein Markers 25

Ni-NTA Competitor Q Elution ‘

Ni-NTA Competitor Q Strip
: . . GSTeTAG™ Purification
Ni-NTA Competitor G Elution
f P I ‘ u_' ‘ GSTeBind™ purification. A crude extract
Ni-NTA Competitor G Strip containing unfused GST was applied to a 2 mL
Ni-NTA His-Bind® Elution GSTeBind™ Resin column. Total protein yield
‘ - after purification was 8 mg/mL resin.

-Target protein

1
2
3
4
5
6
7
8

Ni-NTA His-Bind® Strip

Ni-NTA His -Bind® performance vs. equivalent competitor resins Vector pET-28b (+) was used to express a His-Tag
fusion protein of 119KDa in E. coli BL21 (DE3) cells, induced culture was processed with BugBuster® Master Mix, and protein ™ =g =

extract was divided evenly to proceed to the His:Tag purification using Ni-NTA HiseBind®, Ni-NTA Compet’itor Q and ‘ S e Tag Pu rlﬁ Cat|0n
Ni-NTA Competitor G resins. Ni-NTA HiseBind® resins show higher binding capacity and a better purification.

\ The S-Tag™ fusion protein is a short 15-aa sequence that specifically binds with high affinity the 104-aa
S-Protein (K, = 10° M, 1000 times stronger than the interaction between nickel and HiseTag® fusion

Ordering Information protein). Fusion proteins can be easily purified by cleavage with site-specific proteases or in acidic buffers.

Application Description Catalog No.

Ni-NTA His -Bind® Resin ‘ Target protein

Small to medium scale Ni-NTA His+Bind® Resin
Gravity flow column ‘
Recommended for eukaryotic extracts

Lane Sample

BugBuster® Ni-NTA His+Bind® Purification Kit PerfectProtein™ markers 15-150 kDa

Ni-NTA Buffer Kit ‘

Crude extract

Ni-NTA His *Bind® Superflow™ Resin Flow-through

Small to production scale Ni-NTA His+Bind® Superflow™ Resin ‘ Wash 1
FPLC or gravity flow column Ni-NTA Buffer Kit

Wash 2
Uncharged IDA His-Bind® Resin ‘ Eluate + Biotinylated Thrombin

Uncharged (metal flexibility) IDA His+Bind® Resin ‘ Eluate after Biotinylated Thrombin removal

Reusability . . .
Small to medium scale His-Bind® Buffer Kit

Gravity flow column or batch mode His+Bind® Purification Kit

SeTag™ affinity purification

‘ SeTag™ B-gal expressed from a pET construct was purified
from a crude soluble fraction using S-protein Agarose
under native conditions. Elution of the target protein from

‘ the agarose was performed by digestion with Biotinylated
Thrombin, which was subsequently removed with

‘ Streptavidin Agarose. The fractions are indicated.

BugBuster® His+Bind® Purification Kit

14 ‘ 15
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Restriction and Biotinylated Grade

Highly efficient, specific cleavage of fusion pro-
teins

Restriction Grade Thrombin is qualified to specifically
cleave target proteins containing the recognition
sequence LeuValProArgaGlySer. The preparation is
functionally tested for activity with fusion proteins
and is free of detectable contaminating proteases.
Thrombin is supplied with 10X Thrombin Cleavage
Buffer and a Cleavage Control Protein.

Biotinylated Thrombin is identical in activity to
Restriction Grade Thrombin, but has covalently
attached biotin for easy removal of the enzyme from
cleavage reactions using immobilized streptavidin.
Our Thrombin Cleavage Capture Kit includes not only
biotinylated thrombin and immobilized streptavidin,
but also all required buffers and filters for complete,
convenient recovery of cleaved protein.

H RV 3C Protease

Highly efficient, specific cleavage of fusion pro-
teins

Recombinant type 14 3C protease from human rhino-
virus (HRV 3C) is a highly purified, recombinant
6XHis-tagged enzyme, which recognizes the cleavage
site LeuGluValLeuPheGInaGlyPro.

The small, 22 kDa size of the protease, with optimal
activity at 4 °C, high specificity, and His-tag fusion
make HRV 3C protease an ideal choice for rapid
removal of fusion tags.

Strep ‘ Tag® Il Purification

The Strep - Tag® fusion protein Il is an 8 amino acid
sequence that binds to the biotin pocket of Streptavi-
din with 100 times higher binding capacity.

T7 ‘ Tag® Purification

Pu rification is antibody-based. Covalently cg
aga rose beads, the T7 - Tag® monoclo
cap turesthe T7 - Tag® epitope — a seq

Streptaviding

Cross-linked agarose is g
streptavidin under cog
linkage to the resin g
vidin while main

- HEZEBRAIL - IP R

Thrombin

| PureProteome™ HEk& 5

| High speed immunoprecipitation with mag-
netic beads compared to agarose. In parallel
‘ indirect immunoprecipitations, PureProteome™ mag-
netic beads offered a 50 % reduction in incubation

‘ time while yielding results equivalent to agarose
Catalog No. beads.

Restriction-Grade Thrombin ‘

Description

Biotinylated Thrombin

Thrombin Cleavage Capture Kit ‘

Restriction Grade Factor Xa

Factor Xa Cleavage Capture Kit ‘ Pu reProteomeTM
Recombinant Enterokinase =
Enterokinase Cleavage Capture Kit ‘ Incubate sample A Magnetlc Beads Agarose Be =16

HRV 3C Protease
Tageoff™ High Activity rEK

with capture O o
antibody to form
Ag:Ab complex

Tageoff™ rEK Cleavage Capture Kit ‘

| Incubate protein

A or G beads with
| pre-formed Ag:Ab
complex

Description Catalog No.

GSTeTag™ Purification ‘

GSTeBind™ Resin ‘ ¢
|

GSTeBind™ Buffer Kit
BugBuster® GSTeBind™ Purification Kit
| Remove unbound
material and isolate

| complex

» v

Elute target protein
off bead

S-Tag Purification

S-protein Agarose
SeTag™ Thrombin Purification Kit 69232
SeTag™ rEK Purification Kit 69065

StrepeTag® II Purification
Strep-Tactin® Superflow Agarose 71592
Strep-Tactin® Buffer Kit 71613

Strep-Tactin® SpinPrep Kit
D-Desthiobiotin

T7eTag® Purification
T7eTag® Affinity Purification Kit 69025
T7eTag® Antibody Agarose 69026

Catalog No.
Streptavidin Agarose 5 mL 69023-3
16-126

2 hours,
Q. Mminutes




. Depletion kit EGEHEEEONERBEAV B
- IYMERARBEER

Application Description Catalog No.
IP, Antibody Purification, F(ab) Purification PureProteome™ Protein A Magnetic Beads LSKMAGA10 ‘ ProteoExt t® A C l
; : roteokcXtrac garose Columns
PureProteome™ Protein G Magnetic Beads LSKMAGG10
PureProteome™ Protein A/G Mix Magnetic Beads LSKMAGAG10 | Human serum and plasma samples are rich sources of We offer a range of kits and resins for depleting high-
- . proteomic information, reflecting processes regulat- abundance proteins (HAP) from serum or plasma
™ - * . . ey .
PureProteome™ Kappa Ig-Binder Magnetic Beads LSKMAGKPO2 | ing normal or diseased states. Today’s ultra-sensitive samples. Choose from the PureProteome™ magnetic
PureProteome™ Lambda Ig-Binder Magnetic Beads* LSKMAGLMO02 analytical methods, such as two dimensional (2D) gel bead kits and resins or the ProteoExtract® agarose
Biotinylated Molecule Purification PureProteome™ Streptavidin Magnetic Beads LSKMAGT10 ‘ electrophoresis and mass spectrometry, can detect columns. First, identify the species of your serum/
HissTag® Tagged Protein Purification PureProteome™ Nickel Magnetic Beads LSKMAGH10 minute changes in expression profiles — but ultrasen- plasma source — the following tables summarize the
Custom Labelled PureProteome™ NHS FlexiBind Magnetic Beads LSKMAGNO4 ‘ sitive approaches typ|c§lly require the removal of different solutions for your needs.
(Flexibility to Bind Ligand of Choice) — : highly abundant proteins (HAP) and moderately
PureProteome™ Carboxy FlexiBind Magnetic Beads** LSKMAG1CBX10 abundant proteins (MAP)

Magnetic Stands PureProteome™ Magnetic Stand, 8-well LSKMAGS08 ‘
PureProteome™ Magnetic Stand, 15 mL LSKMAGS15

‘ Description Format Species Proteins Depleted Catalog No.

ProteoExtract® Albumin/IgG Depletion Kit Agarose Human, rabbit, rat, Albumin and IgG >80 % 122642
— ProteoExtract® Albumin Depletion Kit columns  mouse, pig and bovine Albumin >80% 122640
20-400 58 73{EFRITCREEE 1N&E{E 5000 7T
ﬂlx*e@iﬁf%ﬂgﬁz%zgﬁé ‘ Application Description Catalog No.
. o PureProteome™ Albumin Magnetic Beads LSKMAGL10
E'I-LXJ:E;F/QE*'\L%EE_EﬁK% ‘ Depletion/Enrichment PureProteome™ Albumin/IgG Depletion Kit LSKMAGD12
ST EFAERRNEREDN , FETHR, KR! |

PureProteome™ Human Albumin/Immunoglobulin Depletion Kit* LSKMAGHDKIT

IP-05 BSA blocking proteinA/G agarose beads |
B wash #iEEH = background 1% ? | ProteoPrep® Immunoaffinity Albumin & IgG Deple

P The ProteoPrep® Immunoaffinity medium in pre-
PReaz BSA block beads! | packed spin columns is a mixture of two-beaded

media containing recombinantly expressed, small
‘ single-chain antibody ligands, providing low non-
specific binding and high capacity. This kit is also
effective in depleting albumin and 1gG from mouse

Magna Grip™ Rack contains 8 holes suitable for | and guinea pig serum.

1.5-

5.0r spin columns. May also be used |
ely, 0.5 ml tubes,

Description Proteins Depleted Catalog No.
Albumin >95%, IgG >85% PROTIA
Albumin >85%, IgG >70% PROTBA

ProteoPrep® Immunoaffinity Albumin & IgG Depletion Kit

Spin Column
ProteoPrep® Blue Albumin & IgG Depletion Kit

Designed for imm

non-specific b



Fast - B OBRFRERE + SEIEE > INREERRIZ
Highest Recovery Rate - & REX At AEAE = [C U=

raw material ;24881 Protein Fractionation, AR L& SRRk

| Amicon Ultra-4 Centrifugal Filter
100 — . EgES! Retentate Recovery (%) by Brand
90 Retenmte Recovery (A) Protein [Concentration) NMWL* VémL PG P7mL Amicon Ultra-4
% Spin Time (min) Cytachome C 5,000 13 — — 9
& EET) = - o =
70 10,000 0 9 — o7
0 I BSA 0.1 mg/ml] 20000 —  — 44 —
50 30,000 76 89 — Q6
| 50,000 [¢] — — 79
40 — — 1G (0.1 mg/ml] 100,000 78 76 — 96
30 —— 35 | —
Dilute Profein Recovery (%) by Brand
20— R Profein (Concentration]  NMWL V6 mL P7mlL  Amicon Ulra-d
10 15 BSA (100 pg/ml) 30,000 76 80 el
10
0 BSA (10 pg/mll 30,000 51 [=l¢] Q3
r T T 1
Brand V Brand P Amicon Sl el 20000 =7 o
BA 14 pg/ml> 20,000 & 44 87
10K membrane with 0. 25 mg/mL Cytochrome ¢ . “Norminal Molscular Weight Limit or membrane cut-off
Starting volumes:
4 mL Amicon Ultra and Brand V; 3 .5 mL Brand P.
wi . )
( Real Physical Dead Stop Lai; Fgo |
.. i
3 Volume - » ﬁ'{ I
b3 o . ‘
I L
" ‘ BOBA M ARBEOKR k2 i |
B OBERIEZ (0.5 ml 7RAinvert spin) ‘

. &
‘

/s SRR > SERE
Y T e

Eoe

rn =

EZTEEA > B LEER:

< www.millipore.com/FastEasy

’aynﬁne. Amicon® Ultra
- tool

Start your search

DNA

= |

(kDa)
(@ Mammalian cells

) Bacterial cells

@ Virus

QBR[O Z & ERRE
FTJEH RERE TR IBESEERN
Amicon Ultra R%IEm
B BEE THERIREFME

1. What are you concentratig
2. What is the source of yg
3. What is the moleculg

n Previous Next n

What are you concentrating?

Protein or other molecules of known weight in kilodaltons

(@ Other molecules/particles of known size in nanometers

EREHCEMENER ~ AMICON ultra

n
n
n

1141
LA Ld

LAl

#l Heat Sealed Membrane -

Ay 0
b

B——RER ARt
w2 RAE 0 AEELTTRMBAE

;ii@%%ﬂﬁ%ﬁﬁ

Amicon Ultra Selector Tool Close
FAST AND EASY CONCENTRATION

—-

ngh Quallty;élz;mcon Ultra
ZHEBCEER (B LEH)

4. What is your starig

5. What is your dg

‘ Restart w;‘

RMILTON-PNO
Bif buffer « £ « B4 —F F

( b ]

Continuous flow
Add 1.5ml Buffer buffer exchange Final sample

Ordering Information

To choose the appropriate Amicon® Pro device, determine the nominal molecular weight cut-off (NMWCO)
for your protein of interest and your desired affinity purification scheme.

Amicon® Pro purification system — NMWCO
No Reagents Included 3,000 10,000 30,000 50,000 100,000

Amicon® Pro Purification System 12/pk ACS500312 ACS501012 ACS503012 ACS505012 ACS510012
Amicon® Pro Purification System 24/pk ACS500324 ACS501024 ACS503024 ACS505024 ACS510024

Amicon® Pro Purification System 24/pk without Amicon® Ultra 0.5 mL filter ACS500024




KEETR=4E34, AMILcoN stirred cell | MERCTK 534 SR E]
| B E—itE oOMINpON

Amicon® Stirred Cells

50 mL to 400 mL concentration | i s C °' ™
Amicon® stirred cells provide high flow rates | OmniPur® Agarose 2125 5002
with solutions up to 10 % macrosolute concen- OmniPur® Agarose, Low Melting 2070 100g
tration and are capable of rapid concentration, | ) ) OmniPur® Glycerol 4750 11
or salt removal followed by concentration in the Organics &Inorganics o jp e Glycerol 4760 41
same unit. For protein concentration, gas pres- ‘ OmniPur® Phenylmethy!l Sulfonyl Fluoride 7110 5g
sure is applied directly to ultrafiltration cell. OmniPur® Phenylmethyl Sulfory! Fluoride 7130 2508
. ‘ OmniPur® Protein Molecular W eight Marker 7331 500 uL
Solutes above the membrane’s nominal molecu- omniPur® TEMED 8920 25 ml
lar weight cut-off (NMWCO) are retained in cell, \ OmniPu® Glycine 4810 500
while water and solutes below the cut-off pass OmniPur® Glycine 4840 5 kg
into the filtrate and out of cell. | Buffers OmniPur® TRIS 9210 500 g
OmniPur® TRIS 9230 5kg
‘ OmniPur® TRIS Hydrochloride 9310 500 g
Advantages OmniPur® TRIS Hydrochloride 9350 5 kg
 Gentle magnetic stirring minimizes concentra | OmniPur® Sodium Dodecyl Sulfate, SDS 7910 500 g
tionpo[a rization and shear denaturation. OmniPur® Tween® 20 (Polyoxyethylene (20) Monolaurate) 9480 11
. ‘ OmniPur® Tween® 20 (Polyoxyethylene (20) Monolaurate) 9485 4]
» All stirred cells can be autoclaved. OmniPur® Tween® 80 (Polyoxyethylene (20) Monooleate) 9490 11

(20)

‘ Detergents

e Three different sizes to handle volumes from OmniPur® Tween® 80 (Polyoxyethylene (20) Monooleate) 9495 41

50 mLto 400 mL OmniPur® Triton® X-100 Surfactant 9400 100 ml
. . . ‘ OmniPur® Triton® X-100 Surfactant 9440 41
° ngh flow rates with SOIUtlons_ up to OmniPur® Triton® X-100 Surfactant 9460 201
10 % macrosolute concentration ‘ OmniPue® Sodium Chloride 7710 500 g
Gl A QiR OmniPur® Sodium Chloride 7760 5 kg
. . . ‘ OmniPur® Magnesium Chloride, Hexahydrate 5980 500 g
Available in three sizes OmniPur® Ammonium Persulfate 2300 5g
‘ OmniPur® 10X PBS Liquid Concentrate 6505 41
OmniPur® 10X PBS Liquid Concentrate 6504 20 1
50 mL UFSC05001 ‘ OmniPur® 10X PBS Liquid Concentrate 6507 41
200 mL UFSC20001 OmniPur® 10X PBS, Premixed Powder 6508 11
200 L UFSCA0001 | Buffers OmniPur® PBS Tablets 6501 200 ea
OmniPur® 10X TBE Buffer 8820 41
| OmniPur® 10X TBE Buffer 8830 201
1 To regulated Amicon “Stirred OmniPur® 10X TBE Buffer 8840 200 |
pressure source Cell Reservoir | OmniPur® 10X TG Buffer 9000 41
" (Cat. No. 6028) OmniPur® 10X TG-SDS Buffer 9015 41
‘ OmniPur® EDTA 4005 500 g
Chelating Agents OmniPur® EDTA 4008 5 kg
— 3 ) ] B ‘ OmniPur® EDTA, Disodium Salt, Dihydrate 4010 250 g
- & OmniPur® 6X Loading Buffer 2100 5ml
= fes ‘ Dyes and Stains OmniPur® Bromophenol Blue, Sodium Salt 2830 25¢g
Cell Amicon® Stirred Cell OmniPur® Ethidium Bromide 4410 10ml
oot setup for large volume ‘ W ater, WFI Quality, Sterile Purified W ater 4.86505.0500 500 ml
& concentration and Water W ater, WFI Quality, Sterile Purified W ater 4.86505.1000 11
continuous diafiltration ‘ W ater, WFI Quality, Sterile Purified W ater 4.86505.5000 51

! using selector valve and ‘

@ reservoir accessories.
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Blocking 14 Wash 2%, Wash Protein
810 C 57788 x 2 - 810 1078 x 1 C 810 C Detection C
Blak™ SignalBoost™ SNAP id® 2.0 SignalBoost™ SNAP id® 2.0 Luminata™

Western HRP Chemiluminescence
Substrates

Noise-Cancelling Reagents Immunoreaction Enhancer Kit Immunoreaction Enhancer Kit

Protein Detection System Protein Detection System

signalsoost” reagent
. I T SRR S o EMIGRETERE
inmMrA0bUloN western HRP substrate « HIEEFE B 19100 E) BT B AR EE A S8
 WMRAIEHEFHEE > REFFNENERM%
« BVATERRRE  FEERN  HEIFA
- ER—EHERFPEEFHFHMEL

slzk® Noise cancelling reagents
« {62 block- RSB EMH AR
s AFEEQBBRICER

= ~_InMM0bUDN® -P PVDF MemMbrane
= - BIBH BT B SRR
- RERFERNWesternsyPV
N

reslot” plus western slot Recycling
o IREEE > M IRRS I RRIRR E R
- BmEEFC TS o RV EBMERE QNEdmanfEiE) RS

sSNRP i.d." 2.0 in petection systemn
niesinding it =
- sloctking 87 - washing 87 - sBinding 87

- MEETE

MERRUK
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SNAP i.d.” Starter Package
Components Package Catalogue No.
SNAP i.d.® 2.0 Protein Detection System - please specify which size ~ STARTMINI
Immobilon®-P Membrane, 0.45 um, 26.5 ¢cm x 3.75 m roll STARTMIDI
SNAP i.d.® 2.0 Blot Holders, 100 units/pk STARTMM
Blgk®-CH Noise Cancelling Reagent
Luminata™ Classico Western HRP Substrate, 100 mL
Reblot™ Plus Strong Antibody Stripping Solution, 10x, 50 mL
SNAP i.d.” Basic Package
Components Package Catalogue No.
SNAP i.d.® 2.0 Protein Detection System - please specify which size ~ BASICMINI
Immobilon®-P Membrane, 26.5 cm x 3.75 m roll BASICMIDI
SNAP i.d.© 2.0 Blot Holders, 100 units/pk BASICMIM
Western Blotting Package
Components Package Catalogue No.
Immobilon®-P Membrane, 26.5 cm x 3.75 m roll WBPRO
Blok® Noise Cancelling Reagent
Luminata™ Classico Western HRP Substrate, 100 mL
Reblot™ Plus Strong Antibody Stripping Solution, 10x, 50 mL
Fluorescent Blotting Package
Components Package Catalogue No.
Immobilon®-FL PVDF Membrane, 0.45 pm, 26.5 ¢cm x 3.75 m roll WBPROFL
Blok® Noise Cancelling Reagent
Luminata™ Starter Package
Components Package Catalogue No.
Luminata™ Classico Western HRP Substrate, 100 mL WBLUMO100
Luminata™ Crescendo Western HRP Substrate, 100 mL
Luminata™ Forte Western HRP Substrate, 100 mL

MERCK Life sclence
DBDD-DEB-222
F£B.COM/MMTAlWAN




Immobilon®EENfE

FEFX A &Ei#52,0005% -
; - ]

BEBEEFOER (PVDF) SUBERK (MERE) REWHTE | = ,,

EAEEAER © BTN T 45 A REERR A A B EIA) R f{!:f ~t

FR&I o 2, 2011 £4) Immobilon® EENREAIFE A SCER EASHRIS 52,000
B BAABRENEREEEERY » GERFEEET Western
ENAYAZZE PVDF-Immobilon®-P » RIFSHEREEMRHEN/ D&
HEBH Immobilon®-PSQ LA SRl BRI Immobilon®-FL » A%
7 Western ENFME/ER B EEENERTIER ©

o %5 0.45um > 0.2um RECHAEAES - B2 REEAER Top Side of
. EERMEENR  BOEE - ERTR VMembrane
o FERMLT 0 HEEREE » PR AT S 5 BR

o PVDF JEE S {EMZ R Lower Side

. REFRELEESEACNE AR ENEOE SRR of Membrane

SNAPi.d.® 2.0
Protein Detection System for Western Blotting

B4 Western-Blotting & » SREREFEFREEAIIER > SNAP i.d.° 2.0 INZRESF) B ETHIE/E
BREZFREME » AR T RERRE ~ 128 TIRIERE o SREAIFNEMENER - MBEaEIR
o IFREEESHWMIEE > ZHFEFRD » M Western Blotting BIEFEM R ENEE ©

o HBIRER : 30 % 5 STAL WB BEg ©

o BRI fEDIUL Ab > BRRALA ©

s BHE . RZ[FEIFRZIE 4 A membrane

EB85R5M : BlL Overblocking » FBEBERBSILIBRAEREEZINGE  BESSE

ZEEHE | AW EBENEANEEE > & (4.5x8.4cm),(7.5x84cm)&(8.5x13.5¢cm) o

=8 FEDAIETREZEIN 0 Holder BE 4 BN FE » IBINEHE

BRASSMER > membrane & substrate

Sample Prep Electrophoresis Membrane Transfer

Blocking

45 minutes 1-2.5hours 1 hour )
SNAP i.d.
System
f \ Detection | 30 minutes
B Western & 5 :g‘gk?tgdy
Blottingf£sE % ; ho'u'rcs’”
RFEEENBH | 15 minutes
BRER - S
, g~ (A2 ' ‘ :.‘ ,,. = .
£ B R IR BRI f I
\ REAF RSN EEREENERE S ) ] 1= \
/ N
SNAP i.d® 2.0 st ugle .
R — o~
HRIEF R @ " i
] SNAP i.d” 2.0

N\
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Luminata™ Western chemiluminescent HRP substrates

RENEBUR

{ESEE5¢ HRP (&Y (BRIRIBRCYIBEEY) > th BB ECL A
=B AT Western blot 1 lfh & A B HBIAE o BB IEIHEMY

Immobilon %51 HRP M EIEENBRNE - —HARBME 1 =y

£ o 37 LAY Luminata™ 31| HRP 48145 = BFEREL HRP &%) e
) BERA  AE BB FEEREA BB o - = P o Wi
. BHTSREBEE - RBETHENERY o
. EDATERASH - FEBERE - HEF | i

. TEE—BRERARAE BFHOIEEL
- BEEERBE - HELFA

Luminata™ Classico Luminata™ Crescendo Luminata™ Forte
- - Soe- - Obee
Unique Feature Premixed Premixed Premixed

Blots with overnight primary

Blots where the primary antibody ~ Blot where the primary antibody is antibody incubation, or detection

Best used for

is incubated for ~1 hr incubated > 2 hrs of PTM* proteins
Detection Range ~6 pg ~1-3 pg ~400 fg
Signal Duration 1 hr 3 hr 3 hr
Stock Solution Stability 1yrat4°C 1yrat4°C 1 yr at room temperature
**PTM - Post-translationally modified.
SignalBoost™ immunoreaction enhancer

ARG E— RS > HoaERRE o —

SignalBoost™EAMBHRERE—T « ZNESRIEBMN T MEBNE—
AT > R TESRRE > tE T Western blot ERHER ©

o 1MSRGIZENES ~ BIRSENEN K ELISA 1558

o EIEEENME - RVEFRFRBIIBRAEN 10%

o BMCEEN N &N - BEERBIWAS EER

PP2A —— | = T—

Blok® Noise cancelling reagents

= MIEE VT EARIR - (EBlocking Y SR {EEE
EIREEYD | B BB ST RBREN « MASNE SIS » B R A IR
BUABEIER  BNTHE - M » FMSNBEBELEESTERA TEaS
MR o Blok® RIS S MR » LIBEH WB BEREER o
o CHZBAAE - FL BREYEE » PO ARHRCEEHA

c BERESR > AEERRAMR
LAYy &0 /

s ERATENTSERABRINE—REKX
27

s MERE > ERIEM2FEUL
o BIRERE EREAE




MRRCU K

R A =25 FHBYPVDF

R% M §

No more Alcohol pre-wet
. Lower Side of Alcohol = methanol or ethanol
Membrane q
or isopropanol

INMMODUILON PVDF

How do Immobilon® \
membranes work?

Membranes bind biomolecules through hydrophobic
(polyvinylidene fluoride (PVDF) or electrostatic(cellul-
ose-based membranes) interactions. Membrane pores
increase the surface binding area while restricting sizes
of bound proteins.

_ Top Side of
Membrane

Key Benefits
o Stronger protein signals due to high adsorption & Membranes are 3-dimensional
retention of protein in the membrane structures full of microscopic
» Prolonged shelf life due to higher tensile strength pores (Scanning electron
» Easier stripping & reprobing with PYDF membranes microscope image of a crosssection
« Avariety of pore sizes provides optimal protein reten of Immobilon®-P
tion Membrane, Magnification: 500x).

Membrane comparison table

. ®
Immobilon -E membrane
for high sensitivity immunodetection

PVDF Membranes Nitrocellulose Membranes

Manufacturer GE Healthcare Life Sciences
Amersham® Amersham®
AU L Protran Amersham® Protran e 1985% - Milliporetfiz% 7 Immobilon-P » X #&PVDFFERE!
premium Protran premium . e o "
: : , : , ESET BlottlngB‘Zﬁ]EF' METHLEE P BB IR ERIEM KRR
Chemistry PVDF PVDF PVDF PVDF Nitrocellulose Nitrocellulose Nitrocellulose Nitrocellulose Z_ER E’] % E g,_._‘ o gt 5&}_._1: ﬂ' J i E? ;[_L
3 ] = [l - TE — 1% ?
Pore Size 0.45um 0.45um 0.45um 0.2 um 0.45um 0.45um 0.2um 0.2um o o E s = == o5
ExRR T’Eﬁ ETREL » FBFRRPVDFEZEAlcoholZpre-wet
Chemiuminescence, Gl UmiEREies) Chemiuminescence, Chemiuminescence, Chemiuminescence, E J
Detection emiumines ! Chemiluminescence, Colorimetric, PR ! Chemiluminescence, PR ‘ Chemiluminescence, PR R = R = AT
methods gﬁggg@:‘; Colorimetric FIuorescepce (including gj:ggzt:zé Colorimetric ﬁjéorgrszzt:gé Colorimetric ﬁjéorggzzt:gé . X
nearinforec) e 2018% - Milliporefftg2 T Immobilon-E » RE#IFPVDF4S
GoatlgG 225-293 ug/cn? 294 ug/ent 300 pg/cn? 448 ug/cn? 115-125ug/em? | 162-180 pg/em? | 150-176 pg/em? | 173-208 pg/em? | WesternBlottin g}ﬁﬁj%}ﬁ A EEIFT » EHR T ABEFRARE
o B
BSA N/A 215 pg/ent 205 pg/ent 340 pg/crre N/A N/A N/A N/A e ' fEItE » PVDFAREEREFRAlcohol pre-wet.
Insulin N/A 160 pug/cnt 155 ug/cnt 262 pg/cnt N/A N/A N/A N/A =
Western blots Western blots, dot blots :a‘irmNCu% ? uitnitﬂf¥ﬁ;ﬁ AlCOhOl pre WetE’JImmObllon E
Applications The durability and high protein retention of Immobilon PVDF make these Western, Southern and Northern blots, dot blots == =1~
membranes the preferred option for sequential detection of multiple targets via ,EVEE/(_IR ﬁ-_l. PVD FElJ A {%{ F"i FEﬁ E E}Eﬂ Eﬂ?ﬁ *% n n nitm $ |:| EP
antibody stripping and reprobing.
Selection * Target protein expressed over a broad dynamic range * Target protein * High-abundance target protein * High-abundance target proteins Immobilon®-E Nitrocellulose
Elicie » Wide range of molecular weights <2\? kDT » Wide range of molecular weights * Target protein <20 kDa Membrane Membrane
* Very low
abundance target
protein
« Low affinity
antibody

STER

IEVH00005 | Immobilon-E Membrane,
PVDF, 0.45 um, 26.5 cm x 1.875 m roll

;Fﬁ’E'XLn_-\ E
0800-068-222

Merck and the Vibrant M are trademarks of Merck KGaA, Darmstadt, Germany. Immobilon is,

Copyright © 2017 Merck KGaA. All Rights Reserved. All Rights Reserved. Lit. No. MK_FL.
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Immobilon’Reagent
S SR REmnER

Substrate
Immobilon ECL Ultra Western Chemiluminescent HRP Substrate 22752 ¥ H IS ZEHE Substrate.

° BEE  MerckE B & ERTEHERSHsubstrate » $t¥thorseradish peroxidase (HRP)EA] « R
EEBHER XREBERS - HoIUER T femtogramEBENERE -

© B SRETLUEESTA - AIUEEBAZRE - FERERRICIC -
- =HHZA : BEPVDF # nitrocellulose iR » M E@A IR —fzBbuffers A blocking reagents

Primary
Antibod - g = . .
bilution  Relative Sensitivity of Chemiluminescent Substrates

1547 P31 Aag bl ~ 100ng Immobilon® ECL
1:100,000 dilution Immobilon Ultra HRP Substrate 2-component

................. ]63]63125 2550100n91mm0b”0n® reagents

1:20,000 dilution Immobilon® HRP Substrate HRP Substrate

1.68371 = 6.3 ] 2:5025 50 100ng

1:15,000 .Q Luminata” Forte
1:15,000 dilution Luminata™ Forte HRP Substrate

................................................................................................ . 1_Component
o3l 6325 25 50 100ng i ™ .
110,000 - Luminata” Crescendo (pre-mixed,
................ LIRS i TN ready-to-use)
1.6 3.1 635 256 258 S0 (0 ) ™ )
1:5,000 B P — Luminata™ Classico
1:5,000 dilution Luminata™ Classico HRP Substrate

Catalogue Number Pack Size

WBULS0100 100 mL (2 x 50 mL)
WBULS0500 500 mL (2 x 250 mL)

Improve your signal in your next Western blot.
sigma-aldrich.com/westernblot

The life science business of Merck operates as
MilliporeSigma in the U.S. and Canada.

Merck and the Vibrant M are trademarks of Merck KGaA, Darmstadt, Germany.
Immobilon is a registered trademark of Merck KGaA, Darmstadt, Germany and its affiliates.
Copyright © 2016 Merck KGaA. All Rights Reserved.

Lit. No. PF1801ENEU | BS-16-13327 | 09/2016

MERCOK
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mHELERERAN  Reblob ERSEminiEEEE

ReBlot™ Plus Western blot recycling kit
ReBlot™ Plus: #EAEiE ~2,900 23Rk

What is ReBlot™ Plus?

e Re-Blot™ Plus ;&F%! Stripping Solution - Provides good results on both nitrocellulose and PVDF
membranes.

* Re-Blot™ Plus 58 /32 Stripping Solution - Performs when membranes with high signal are to be
stripped, or use when Re- Blot™ Plus Mild treatment is not sufficient.

Key Benefits

* B-Mercaptoethanol-free to avoid pungent odors

* Room temperature stripping in just 15 minutes

* Fast reuse of blots for multiple antibody probings

* Non-acidic, for reduced risk of protein degradation (such as in Edman degradation)

SNAPi.d.®
2.0 System

ReBlot™ efficiently strips blots to allow for
fast reprobing with different antibodies.

Two-fold dilutions of A431 lysate were resolved
by SDS-PAGE then transferred onto Immobilon®
-P. The blot was initially probed with HSP70
(1:8,000, Cat. No. H5147) (top) using the SNAP
i.d.® system. Following stripping using ReBlot™
Plus Strong for 15 minutes (middle), the blot was
reprobed with anti-GAPDH (1:8,000, Cat. No.
MAB374) (bottom).

Stripped Blot

ReBlot’s™ ability to efficiently strip the blot led to
a clean GAPDH blot, even though both primary
antibodies share the same anti-mouse secondary
antibody.
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