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| l ntroducti on: Overview

Overview

The BlastR™ Buffer and Filter system allows efficient extraction of proteins from all cellular
compartments (Appendix |; Figure 1). The Lysate viscosity is eliminated after passage over

the BlastR™ filter (Appendix |, Figure 2), providing a user friendly lysate for downstream
applications including SDS-PAGE, western blotting, immunoprecipitations (IPs). Bl aEt R

|l ysis buffer is compatible with standard col
1% denaturing lysis buffer (Appendix 1; Figu

It should be noted that the BlastR™ Buffer will efficiently break up protein:protein interac-
tions and is therefore not suitable for co-IP applications. The BlastR™ filters are sold sepa-
rately and can be used with any nuclear lysis buffer system to reduce lysate viscosity by
removing genomic DNA from the sample.
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(I Ki t Content s: Reconst.i

This kit contains enough reagents for appro

500 Ol vol ume of | y sMasn yb wofff etrh ep ekri t| ysantpe.nen:
Il yophilized form. Prior to beginning the a
components as shown in Table 1. When proper|

are guaranteed stable for 6 months.

Tabl e 1: Kit Contents and storage prior to r

Kit Comp(Cat/ P#rtReconstitution Storage
(Quantit reconst

Bl aSM . Rsi sPart# BLUB&9Odspend in 15 MAL sterile
Buffer to give a 1X stoclk solut] on
2 bottl gs
Bl aSMDRI utfPart# BOResuspend in 130 [4AC rile
Buf fer t o gi vset oackl X ol ut
1 bottl €
Prot ease |[Canth# bRIt@REsuspend in 1 AIRC of DMS O
Cocktail (provided in kit for a 10
1 tube solution
Preci sEonParetd #GLUS®t required Room t emp.

Advanced |[Protein
Assay Redalgemattl e (100 ml)

DMS O Part# DMS$S®t required Room t emp.

1 tube (1.5 ml)

5X LaemmllPart# SONot required Room t emp.
(SDS samgl tube

buffer)

Bl aBf RIt {Cat# BLHANot required Room temp.

50 filte

* I'tems with part numbers (Part #) are not so
l'tems with catalog numbers (Cat. #) are avail
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1 Ki tcoiont ent s

Standard reagents and equi pment that you wil

1 Tissue culture cells or tissue of interest

1T PBS pH 7.4 buffer (10 mM phosphate buffer

1T Cell scrapers

1 Lysate specific inhibitors

1 Liquid nitrogen for snap freezing cell l'ys
for i mmunoprecipitations (I Ps).
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I T Lysate Pr-BpApGE aAp pini d @

For PB&SE based applications, such as prot e
staining or western bl ot anal ysi s, cekEl l'ys
Dilution Buffer and caBllysissdBafdieredtylsptas.
for |l ysate preparations that wi || be used i
applications.

SDEPAGE Application Method Sample Preparation

1. Grow and treat cells as required (a 6 c¢cm
mul ti plPAAGESBS mpl es) .
Remove culture meditawiama WRBSH T Xe cell s

3. Add 500 OIE bysiBd abufRfer (supplemented wit
inhibitor cocktail, and other necessary 1in
The | ysate will become viscous due to nucl

4. Use a snipped 1 ml pipette to Efahngfeer tthae
been placed in a 15 ml collection tube (se

5. Use a supplied filter plungerE ftiol tceormpd red ed
the Iysate flow through, including any bub

6. Optional: transfer to a 1.5 ml mi crocentr

approximately 10,000 g for 1 minute at 4AC
7. Quantitate protein €PAGEenqurnati bat({®sa@aebs8DBwW
SDEPAGE Application Method Sample Preparation
Tabl Ex&@mple of Total Protein Obtained From 1

0 a P 0
Liver 100 mg 1015
Heart 100 mg 1620
Brain 100 mg 8-12

Processing Tissue Lysate:

Obtain fresh or frozen tissue.

2. PrepareEBlyastsRand dilution buffers with p
and other necessary inhibitors.

3. Add 500 OIE loyfsiBsl alsufRf er per 50 mg-sdafzedi ss
gl ass dounce tissue grindée/ Bomogesi zdhe 4

become viscous due to nuclear Il ysis.
Not e: The amcdulnysiod BUfafsdrR wi | | change dep
ti ssue wused. For exampl e, i f you wuse 100

Bl aBt Rsis buffer.
4. Use a snipped 1 ml pipette to Efamndfeer tthtae

been placed in a 15 ml collection tube (s
5. Use a supplied filter plungerE ftiol tceormpd red ed
the Iysate flow through, including any bub

6. Add B00fdfltered | yBlaft e BmasitlRUG0O®n Buffer i
microcentrifuge tube and mix.
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I Lysate Pr-BAGEcabti.on f O

7. Centrifuge the |l ysate

at approxi matdloy 10,

microcentrifuge. Trans$fB&8rmbumecnatantribuag

8. Quantitate protein PAGEenquraati bat({®seaebs&DSw
Protein QuantitatiPdGBGEAstyapnteor SDS

1) Aliquot 20 Ol of cell
2) Dilute lysate iDihl ustOi

|l ysate into a microf
onl Bouff fBelrasanRd mi x wel

3) Make a Blanking Buffer EyLyasddi nRufXcer Olt oo

Bl aBtODRl ution Buffer.

4) Aliquot 1 ml EBfAdRraeciesli ®r oRedn Assay Reag:¢

1 ml cuvettes.

5) Add 20 Ol of diluted
second cuvette.

6) Cap the cuvettes and
at room temperature.

cell lysate to one cu

mi x wel |l by inverting

7) Blank the spectrophotometer at 600 nm wave

8) Read the lysate sample at 600 nm.

9) Use the equation below to determine the |y

sampl e reggki 2 &GD protein concentration

NOTE:eadings below 0.05 or
For readings >0.5 samples

above 0.5 are close to t

can be diluted. For rea

ADVO2 (up to 50 Ol). See Table 3 for multipliers
|l ysate protein concentration.

10)Equalize |lysate prote

11) f |l ysates ar e tPoAGlEe
(provided in kit) sho

l12)lysates that wildl not

i n"TMcysiicenBufat e ons usi

onzeed iffdarh D% ume of
uld be addd to the 1y

be used straight aw

l'iquid nitrogénhO anWAG.t orleyls aattes should be

mont hs. Al ways aliqu

Tabl e 3: Mul tiplier wval
SDEPAGE Applications

ot into experiment si

ues for protein conc

Vol ume of diluted cel Multiplier

o f Precision Red Prq ODoo
(01)
20 25
30 16.5
40 12.5
50 10
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|l V: Lysate Preparation f o

Applications such as immunopreci pktLaytsiaare (lo
preserve affinity reagent iEnltyesgirsi tbyuf flenri té rad
proteins are extracted efficiently from all

interactions are disrupted. Af t €rL ycseilsl B uyfsfi
cel | | ysat &€ Diiltuht i BlInasBuRF f er resul ts in a fi
compatible with I P applications. NOTE: due t
Bl aBtlIRsates are nod Psabsstalbbe fdrhecdoll owin
general guidelines for achieving a |lysate th
Il mmunoprecipitation Application Method Sampl
It is recommended to aim for 1.0 mg of tot al
starting point. Wés50eépmmmesd utilizating

Protein yield varies widely for any given ¢
per f off ens moprlatteei n quantitation (see appendi x

Processing Tissue Culture Cell Lysate:

1. Grow and treat tissue culture cells as req

2. PrepareEBlyasstsRand dilution buffers with p
and other necessary inhibitors.

3. Remove cul ture medi a and was h t he cell s
Not e: remove as much PBS as [tolsysibd eb pfrfia
order to maximize cell 1lysis.

4. Add X Ol EdfysHlsashtuR fer (based on expected |
lyse cells using a cell scraper. The |l ysa

Table 4ELBbast Rilution Buffer Chart

Plate Pl Recommended® Bl Recommended® §

content Lysis Buffer Dilution Buf
< 1 mgl Combine protein/ To makefl~n®Ilmime
pl ates: See apps¢g 9

1-2 mg 3001 To make fl @Il mime
2-4 mg 600 To makd idvarlume
46 mg 2001 To make f4 v®lmime

5. Use a snipped 1 ml pipette to Efahmsfeer tthhae

been placed in a 15 ml collection tube (se
6. Use a supplied filter plungerE ftiol tceormpd red ed
the Ilysate flow through, including any bub
7. Optional: Centrifuge the lysate at appr ox

Transfer to a new tube.

8. Dilute the | yEshitleutwidrh BU fafsew® Ituomeg igviev etnh ei n
4. This step is important as the final b
stringency.

9. Quantitate protein concentration (see | P |
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| V: Lysate Preparatgdcom.) f o

Il mmunoprecipitation Application Method Sampl e

It

is recommended to aim for 1.0 mg of tota

startinfmbgdeei Mt .provides examples of protein
types.
Processing Tissue Lysate:

1. Obtain fresh or frozen tissue.

2. PrepareEBlyastsRand dilution buffers with p
and other necessary inhibitors.

3. Add 1 ml EolfysBlsashtuRF fer per 100 mgiafedti 94 @
dounce tissue grinder/ hdrmogstnrizkeas . aThhe al)
become viscous due to nuclear | ysis.

Not e: The amculnytsiof BUfafsdarR wi | | change dep
ti ssue wused. For exampl e, i f you use 50
Bl aBtiRsis buffer.

5. Use a snipped 1 ml pipette to Efamsfeer tthlne
been placed in a 15 ml collection tube (s

6. Use a supplied filter plungerE ftiol tceormpd red ed
the |lysate flow through, including any bub

7. Add 200 Ol of filtered lysate to a 1.5 ml
Not e: Only a fraction of I|ysate is process
excess | ysate. However, this is tissue typ
Dil ut e Glhfed 12t0e0r ed | Podt & EwdDsttIiRIt2i000n Buf fer a

9. Centrifuge the Il ysate at approxi mateloyp 10,
mi crocentrifuge. Transfer supernatant to a

10Add ®®GE BEasitiRuti on Buffer to dil utfei rmehle |
vol ume. This step is important as the fi.l
reaction stringency.

11 Quantitate protein concentration (see | P |

Protein Quantitation Assay For | mmunoprecipi
Add 1 ml of ™Adwvasted Redtein Assay Reage
each of two 1ml cuvettes.

2. Mi x Oloof Blf'isytsRs Buffer and¥UDidoutdlonofBuBlfest |
tube on ice. This will be used for the pro

3. Add 20 Ol of the Lysis/Dilution buffer mix
inverting two to three ti mes.

4. Add 20 Ol of the diluted cell lysate (fror
above.

5. lncubate samples for 1 min at room tempera

Bl ank spectrophotometer with the Lysis/ Dil
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| V: Lysate Preparatgdcom.) f o

7. Measure absorbance of the |Iysate sample (f
8. Determine the |lysate protein concentration
sampl e reggki rbg =Opr ot ei n concentrati

NOTEreadi ngs below 0.05 or above 0.5 are close toc

assay. For readings >0.5 samples can be diluted. F

the ADVO02 (up to 50 Ol). See Table 5 below for mul

mg/ ml Il ysate protein concentration.

9. 1 f there is insufficient protein in one g
pl ates per | P. In this case plates wildl be

300 Ol of Lysis Buffer between plates.

l10Based on protein concentration, dil Ete sa
lysis: 4 PpditstBbaj)tRo a desired final con

11 Snap freeze aliquots @fi mamgdisatmpllyesbd has e
i mmunoprecipitation.

Table 5: Multipliers to Convert Spectrophoto

Not e: Protein concentration readout (mg/ mL)
dilution buffer prior to measuring the prote
the multiplier.

Vol ume of cell | ysat Multiplier to use
Preci sion Red Protei i ng D

20 5

30 3.3

40 2.5

50 2.0
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Appendi x | : Exampl e

Dat a

6’/6%?
&
’bp€ o

Flotillin 2

Membrane
Markers
E-cadherin

Cytoplasmic

Tubulin Markers

|
=

Hexokinasel
Mitochondrial

_

Markers
AlF
Histone H3
Nuclear
CJUN Markt.ers/
Proteins
p21
Figur@omparison of Bl astR | ysi

s buf fer

buffe&msl cells were |lysed with BlastR, RI
ing (1% SDS), and Laemmli |ysis buffers. |/
DNA removed wusing BlastR filter. Il sol atio
cytopl asmic, mitochondrial, and nucl ear

antibodies against

t he

respective

compartr
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Appendi x | : E&wampl e Dat a

FigurBlastR lysis filter is effective
DNA(A) A431 cells were |ysed with a dena
DNA was removed or sheared with BlastR f|
cation for 5, 10,29 00f alnyds a3tOe swacso nadrsal y z e d
um bromi de, agarose( BelLyd ®tce rfophirar 843 5 . C ¢
with a denaturing buffer was either wunfil
Sampl e were sepaPrAaGEedanwdi tvhi sSuaS i zed using
stain. (C) Duplicate sampl e AGEomMtBawser e
ferred to PVDE, and EGFR protein was &exa

FigurBl 8stR | ysis buff éArdsBlharcatct €r wertei

l' ysed wi t h Bl ast R, RI PA, mPER, I P l'ysis.
Laemml i l'ysis buffers. Al l denaturing | vys
using the BlastR filter. Coomassie stain
isolation profile with these buffers. (B)
1% SDS, and Laemmli was performed using a
(ADVO02). A titratimonwaosf p5Ser flor mealnd o20det e

Pagek4



