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Thermo Scientific Pierce 66( Pre ASS3 BCA Protein Assay BCA, Reducing Agent Coomassie Plus Protein Assay Coomassie Protein Assay Modified Lowry Protein Assay
. T . .
Pierce™ Protein Proc 560 and 2266 (Product # 23225 and 23227) Compatible Assay (Product # 23236) (Product # 23200) (Product # 23240)
Assay (Product # 23250 and 23252)
Advantages ¢ Compatible with reducing agents, chelating agents e Faster and easier to perform than the Lowry ¢ Measures dilute protein samples in the presence e Measures protein samples in the presence of e | owest protein-to-protein variability of any o Faster than the BCA or Lowry Protein Assays o Stable, ready-to-use copper solution (no need to make
and detergents Protein Assay of detergents reducing agents, chelating agents and detergents standard coomassie dye-based (Bradford) Assay e Ready to use: does not require prefiltering or diluting fresh every day)
e Faster and easier to perform than BCA or Coomassie e As accurate as the Lowry Protein Assay and e Easier to perform than the Lowry Protein Assay e | ess protein-to-protein variability than the Coomassie e Faster than the BCA or Lowry Protein Assays ¢ Compatible with reducing agents (BME, DTT) ¢ More accurate than the Coomassie (Bradford) Assay
(Bradford) Assays more stable e | ess protein-to-protein variability than the Coomassie (Bradford) Assay e Ready to use: does not require prefiltering or dilution e Reaches a stable end-point e | ess protein-to-protein variability than the Coomassie
e Excellent linearity of color development within the e Compatible with most ionic and nonionic detergents (Bradford) Assay e Assay protocol utilizes small sample volumes e Compatible with reducing agents (BME, DTT) (Bradford) Assay
detection range (SDS, Triton X-100, etc.) e Excellent linearity of color response within the e Available in both standard and microplate formats e Reaches a stable end-point e Reaches a stable end-point where color absorbance
e Reaches a stable end point ¢ |_ess protein-to-protein variability than the Coomassie detection range e Superior linear response ranging from 125 to does not drift
e Compatible with Laemmli sample buffer containing (Bradford) Assay 1,000pg/mL for BSA *100% correlation with the original Lowry Method
bromophenol blue ¢ Best linearity of color response of all coomassie
dye-based protein assays
App"cations e |deal for measuring total protein concentration e |deal for measuring detergent-solubilized e |deal for measuring dilute protein solutions that do not e |deal for measuring total protein concentration e Used for quick estimation of protein concentration e Used for quick estimation of protein concentration o Substitute for “homemade” preparations of the
in samples containing both reducing agents membrane proteins contain reducing agents in samples containing both reducing agents e Used to measure protein in the presence of ¢ Used to measure protein in the presence of Lowry reagents
and detergents ¢ Measures peptides as small as 2,000Da ¢ Measures peptides as small as 2,000Da and detergents reducing agents reducing agents e For the determination of a broad range of proteins after
e Used for quick yet accurate estimation of protein e Can be used to measure protein on solid surfaces ¢ Measures peptides as small as 2,000Da e \easures protein of > 3,000Da e Measures protein of > 3,000Da TCA precipitation
¢ Measures peptides as small as 2,500Da such as affinity supports, plastic microplates e Compatible with any published method for sample
and membranes treatment modification of the Lowry Assay
. “MA . 1 part water+ 0.2mL sample +
Standard Assay Spectrophotometer o IR - o0|parts EMATEERI L sample: Incubate: i Spectrophotometer _ Spectrophotomater 1 part 2N Phenol  0.1mL Modified 0.1mL AN
50 parts “A + Incubate: 48 parts “MB” 1mL working 60 minutes at + 25)L RAC Add 1mL BCA -
P t I = + 2mL working 30 minutes 2 parts “MC” reagent 60°C Spectrophotometer Reagent Working Reagent Read at 562nm B - Reagent Lowry Reagent Phenol Reagent  Spectrophotometer
rotoco =1 1 part “B” reagent at 37°C Spectrophotometer ) 5 . - — — c 2 _—
e — . . ‘ N N — = ' ' AN -
g ——— 7 288 Ay — — ' ' I — L H H ‘ ’ - ' ' —— — 2 l
X o -~ — me Z _ , Mix 0.03mL sample Mix Measure at -
’ ; ; 3 o o | Mix 0.05mL sample Mix Measure at ; ; T —
Mix ?'mlt'h Mix 2? %_lrnfcourbate Measureazfai%snc:]bance it = ' l l I —— Wi &in i v!ell Then cool MeW ¥ incubate v Incubate ' —— +1.5mL Coomassie  and incubate 595nm + 15“;;%%?]?“% an:tgﬁgzrate 595nm Mix 1N Phenol ~ Mixwell,incubate  Mix well,incubate ~ Measure at 750nm
f.alsnr;pLi\ :gay 5 minutes Mix working Mix well Then ool Measure at 562nm feagent Y 15 min. at 37°C 30 min. at 37°C Spectrophotometer Plus Reagent 1at RT for 10 minutes Reagent exactly 10 minutes  exactly 30 minutes
Reagent reagent 0 minutes ' at room temperature  at room temperature -
Microplate Microplate Microplate Microplate Vicronlats M;:roglate
Read icroplate
Reader Reader Reader eader Reager eader “
Add 10pL sample Mix on a plate Measure Pipette QL Add 4“" Mix on plate Add Mix on plate Read at ] Add 40pL Mix on a plate Add 20pL 1N Mix on a plate Measure
and 150pL Assay shaker for 1 minute absorbance at ' Add 150pL Mix on a plate Measure gy CangElily  deeror AHLEE G g K] L Ik 2l casli i il et Mi lat M sample shakerand ~ Phenol Reagent ~ shakerand  absorbance at
Reagent and incubate at RT 660nm Addaﬁguzl_oziTple M;?]:Ee? Erl]%te abxfg:rllj; at sample and 150pL shaker and incubate absorbance at RIS iLéPJg]étzn; ‘:\;‘:\rgm iLchJg]ét:nz;jt s%mprI: o 3§0uL s?zl}efr ﬂdo"rmb?te absgg’san"n‘;e 2 25ouu|_ éfmaesj}g shak:; 22; iﬂﬁ,gate abso?t?:rl:; at | and200uL incubate at RT incubate at RT 750nm
for 5 minutes AT T incubate at 37°C 5620m working reagent at 37°C for 2 hours 562nm S . OOR ;:gs:]t £ ElArie =S Reagent at RT for 10 minutes 595nm Ml-oociivf:;d for 10 minutes for 30 minutes
for 30 minutes 15 min. 30 min. pE
Precautions e Use reagent with IDCR (lonic Detergent Compatibility ¢ Not compatible with reducing agents such as DTT, ¢ Not compatible with reducing agents such as DTT, e Measure samples within 10 minutes to avoid the e |nterference from ionic and nonionic detergents e |nterference from ionic and nonionic detergents e |nterference from reducing agents, some detergents,
Reagent) with samples containing ionic detergents B-mercaptoethanol (BME), glucose or ascorbic acid B-mercaptoethanol (BME), glucose or ascorbic acid effects of drifting color e Greater protein-to-protein variability than the BCA or e Greater protein-to-protein variability than the BCA and copper-chelating agents, carbohydrates and Tris
like SDS ¢ Measure samples within 10 minutes to avoid effects of e Measure samples within 10 minutes to avoid effects of Lowry Assays Lowry Assays e Requires timed addition of reagents
e Greater protein-to-protein variability than the drifting color drifting color e Practical limit of about 20 samples at one time
BCA Assay
H Dye-Metal Complex + Protein Dye-Metal-Protein Complex
AT (Reddish-Brown Colo)  (FeseR L P25 (&reen Color STEP1. STEP 1. STEP 1.
SChemes Residues) A, = 660nm fz"a CH  HyC. |Cz"5 fzﬂs CHy HyC. Iczu5
Ri f Poly L - Amino Acid + Cu — Cu+t + Cu- S Cu+! + Cu2 = Cu+t + Q e I s :\< T C w ] A :\< Tetradentate
esponse of Poly L - Amino Acids Basic and Aromatic ~ Na0,S S0;~ Basic and Aromatic ~ Na03$ 805~ 42 OH™ 1
_ 35 Poly L - Glutamic acid STEP 2. STEP2. STEP2. Side Chains Side Chains +Cut2 — CO(r:rlljmex
E 4 PolyL-Arginine @ @ @ @ @ @ ¥ Coomassie® G-250 " Coomassie® G-250
= 2.5 ¥ PolyL - Lysine
% ¢ Poly L - Histidine -00C ON,\ ’NO C00~ ~00C N. ,NO C00~ -00C ON\ ’NO C00~
g Cu+1+2BCA~— Cu’ Cu+'+2BCA:— G’ Cu+'+2BCA*— Cu ac,ts W 0cyHs W Tetradentate
o RN PARN RN
S -00¢C N oras N €00~ -00C . €00~ -00C N peps N €00~ 465 4650m Cu! MO*/W+* ————
E O B O BOw O BN O " Complex +
= 05 Complex Complex Complex :
| Protein-D Protein-Dye Folin Reagent o
3 —_—— e Complex (Phosphomolybic/phosphotungstic acid) - _750nm
Anax=5950m Anax=595nm
Poly L - Amino Acid (pg) A = 562nm A = 562nm Ao = 562nm
Based on binding of proprietary dye-metal complex Based on the reduction of Cu®* to Cu'* by proteins at Based on the reduction of Cu* to Cu'™ by protein at an Based on the reduction of Cu? to Cu™ by proteins at Based on the direct binding of the coomassie dye to Based on the direct binding of the coomassie dye to Based on the reduction of Cu®* to Cu'* in the presence of
to protein at an acidic pH that causes a shift in the an alkaline pH. Two bicinchoninic acid (BCA) molecules alkaline pH. Two BCA molecules chelate the Cu'* ion to an alkaline pH. The Cu'* ion is chelated by two BCA protein tertiary structure and specific amino acids. protein tertiary structure and specific amino acids. proteins at an alkaline pH. The biuret reagent chelates the
absorption maximum of the dye to 660nm. The dye chelate the Cu*' ion to form a purple complex. form a purple complex. molecules to form a tetradentate purple complex. The dye changes color from brown to blue upon The dye changes color from brown to blue upon binding Cu™ ion to form a complex. The Folin-Ciocalteu reagent is
changes color from reddish brown to green upon protein binding. to protein at an acidic pH. added to enhance blue color formation.
protein binding.
Typical \ 18 175
M BSA + 5 mM DTT 304
Standard Curves 3] ¥ BGG 14 BSA - DTT a0 H BGG
= O BSA 12 | ¥ BGG-DIT O BSA
Prepared Using & _ = BSA _ = @ B6c+ 5 DT E 125 =
) E v BGG T 2 E g 1 /- £ 5 € 5o
Pre-Diluted g 2] § 5 g 2 1o 8 £
e L = o 08 <) ® =
@ @ o = g
BSAand BGG | ¢ g g g o] : g
£ S 1 g g 2 i 2 £ 10
Standard Sets | 3 2 2 5 5 = 0 = g
oo | 0.25
0 T T T T 0 - - - 0 T 0.00 T T T 0.00 T T T 0.0 T T T
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0 Compound that is not compatible at the lowest concentration tested.
! Value when the 660nm Assay is run using the ionic detergent compatibility reagent (DCR, Part No. 22663).

ft Selected values for the regular BCA-RAC Kit are given in parentheses in the column for the Microplate BCA-RAC.
i Compound (buffer) whose formulation is described more fully in the following table:

Buffer Formulation

2-D sample buffer

(8M urea, 4% CHAPS) or (7M urea, 2M thiourea, 4% CHAPS)

Laemmli SDS sample buffer

65mM Tris-HCI, 10% glycerol, 2% SDS, 0.025% bromophenol blue

MES-buffered saline pH 4.7 0.1M MES, 150mM NaCl pH 4.7

Modified Dulbecco’s PBS

8mM sodium phosphate, 2mM potassium phosphate, 0.14M NaCl, 10mM KCI, pH 7.4

Na carb-bicarb pH 9.4

0.2M sodium carbonate-bicarbonate pH 9.4

Na citrate-carbonate pH 9

0.6M sodium citrate, 0.1M sodium-carbonate pH 9

Na citrate-MOPS pH 7.5

0.6M sodium citrate 0.1M MOPS pH 7.5

Phosphate-buffered saline (PBS)

100mM sodium phosphate, 150mM NaCl pH 7.2

RIPA Buffer

50mM Tris, 150mM NaCl, 0.5% DOC, 1% NP40, 0.1% SDS pH 8.0

Tris-buffered saline (TBS) 25mM Tris, 150mM NaCl pH 7.6

Tris-glycine pH 8.0 25mM Tris, 192mM glycine pH 8.0

Tris-glycine-SDS pH 8.3

25mM Tris, 192mM glycine, 0.1% SDS pH 8.3

Tris-HEPES-SDS

100mM Tris, 100mM HEPES, 3mM SDS

Detection Range 25-2,000pg/mL 20-2,000pg/mL or 5-250pg/mL 0.5-20pg/mL 125-2,000p9/mL 100-1,500pg/mL or 1-25pg/mL 100-1,500pg/mL or 1-25pg/mL 1-1,500pg/mL
nterfering -D sample buffer undiluted M- eagen : -D sample buffer na M- eagent  undilute -D sample buffe n/a  Na acetate pH 4. m -D sample buffe n/a  Naacetate pH 4. -D sample buffe na M- eagent  undilute -D sample buffe nfa M- eagen n/a -D sample buffer n/a_ n-Acetylglucosamine n/a
1 2-D le buffert diluted M-PER™ R t 1:2 2-D le buffer* /a M-PERR diluted 2-D le buffert /a N tate pH 4.8 200mM | 2-D le buffert /a N tate pH 4.8 0 | 2-D le buffer* /a M-PER R diluted 2-D le buffer* /a M-PER R t / 2-D le buffert / Acetylgl i /
2-Mercaptoethanol 1M n-Acetylglucosamine 100mM 2-Mercaptoethanol 0.01% n-Acetylglucosamine  10mM 2-Mercaptoethanol 1mM Na azide 0.20% | 2-Mercaptoethanol™ 25mM(35) Na azide 0.01% | 2-Mercaptoethanol 1M n-Acetylglucosamine 100mM 2-Mercaptoethanol 1M n-Acetylglucosamine 100mM 2-Mercaptoethanol 1mM Na acetate pH 4.8 200mM
Substaqces ACES, pH 7.8 50mM Na acetate pH 4.8 100mM ACES, pH 7.8 25mM Na acetate pH 4.8 200mM ACES, pH 7.8 10mM Na bicarbonate 100mM | ACES, pH 7.8 0 Na bicarbonate @ | ACES,pH7.8 100mM Na acetate pH 4.8 180mM ACES, pH 7.8 100mM Na acetate pH 4.8 180mM ACES, pH 7.8 n/a Naazide 0.2%
(MaXIm_um Acetone 50% Na azide 0.125% | Acetone 10% Na azide 0.2% | Acetone 1% Na carb-bicarbonate undiluted | Acetone @ Na carb-bicarbonate undiluted | Acetone 10% Na azide 0.5% | Acetone 10% Na azide 0.5% Acetone 10% Na bicarbonate 100mM
Concentration) | Acetonitrile 50% Na bicarbonate 100mM | Acetonitrile 10% Na bicarbonate 100mM | Acetonitrile 1% PH9.4" : Acetonitrile 30% PHO.4' : Acetonitrile 10% Na bicarbonate 100mM | Acetonitrile 10% Na bicarbonate 100mM | Acetonitrile 10% Na carb-bicarbonate n/a
Virtually every protein detection Ammonium sulfate  125mM Na carb-bicarbonate 1:3 | Ammonium sulfate 1.5M Na carb-bicarbonate undiluted | Ammonium sulfate @ Nachloride 1M | Ammonium sulfate @ Nachloride 150mM | Ammonium sulfate 1M  Na carb-bicarbonate undiluted | Ammonium sulfate 1M Na carb-bicarbonate undiluted | Ammonium sulfate g pHO9.4
method known exhibits a par- Aprotinin 2mM pHO9.4° Aprotinin 10mg/L PH9.4' Aprotinin 1mg/L Nacitrate pH 4.8 SmM_ | Aprotinin @ Nacitrate pH 4.8 50mM_ | Aprotinin 10mg/L PH9.4' Aprotinin 10mg/L PH9.4' Aprotinin 10mg/L  Na chloride ™
t';"t’)',ar rs]e"s_'t"’l'ty © thf p,re;?"ce Ascorbic acid 500mM Na chioride 1.25M | Ascorbic acid p Nachloride 1M | Ascorbic acid @ Nagitrate-carbonate  1:600° | Ascorbiciacid fifal Naieirate-carbonate 0 | Ascorbic acid 50mm_ Na chioride SM_ | Ascorbic acid 50mm_ Na chioride SM_ | Ascorbic acid imm_ Nacitrate pH 4.8 n/a
ot biochemical reagents in the Asparagine 40mM NacitratepH4.8 ~ 125mM | Asparagine imMm NacitratepH4.8  200mM | Asparagine na PHO Asparagine g PHY . Asparagine 1omm Nacitrate pH4.8  200mM | Asparagine 1omm Nacitrate pH4.8  200mM | Asparagine 5mM_ Na citrate-carbonate n/a
EENETTE I ISTIES i i : Na citrate-MOPS 1:600 Na citrate-MOPS  undiluted - i i i H9*
typically contain detergents, Bicine 1M Na citrate-carbonate 0 | Bicine oomM Na thrate-carbonate 1:8 | Bicine omM ol 7.5 : Bicine 1mM DH 7.5° Bicine 100mM Na m}rate-carbonate undiluted | Bicine 10omm Na thrate-carbonate undiluted Bicine nfa P :
buffer salts, denaturants, reduc- | Bis-Tris pH 6.5 somm PH9 : Bis-Tris pH 6.5 33mm PH9 | Bis-Tris pH 6.5 02MM oo choiale 000 5% | BT PHB5 16.5MM 12 Seoryohoiate 006 a | BS-TiS PHES 100mm PHO Bis-Tris pH 6.5 100mm PHO , Bis-Tris pH 6.5 na g'ﬁ g't5r3te'M°PS na
ing agents, chaotropic agents Borate (50mM)  undiluted '\ Citrate-MOPS 116 | Borate (50mM)  undiluted N Citrate-MOPS 18 | Borate (50mM)pH 8.5  1:4 : Borate (50MM)pH85 @ : Borate (50mM)  undiluted \a Gitrate-MOPS Wa | Borate (50mM)  undiluted Nacitrate-MOPS —undiluted | Booie somm) pH8S  na o
or antimicrobial preservatives, pH 8.5 pH7.5 pH 8.5 pH7.5 B-PER R n y Na hydroxide (NaOH)  50mM B.PER R n 13 Na hydroxide (NaOH) 0 pH 8.5 pH7.5 pH 8.5 pH7.5 B-PER R n y Na deoxycholate (DOC)  n/a
depending on the preparation B-PER™ Reagent 1 Nadeoxycholate 0.25% | gpeRpoagent  undiuied Nadeowcholate (DOC) 5% | - eagen 8 Na phosphate 100mM | 2= neagen > Na phosphate 100mM_| 5 oER Reagent 12 Nadeogcholate (00C) 04% | g peR Roagent 1> Na deoxycholate 0.05% | ———nneagen 8 Na hydroxide (NaOH) 100mM
technique the protein sample = < (DOC) Na hydroxide (NaOH) 10omM | -PER Reagent N8 NE-PER Reagent (CER) _ n/a | -rER Reagent | 14 NE-PER Reagent (CER) 122 *~ Na hydroxide (NaOH) 100mM = (DOC) B-PER Reagent | a_ Na phosphate 100mM
has undergone. These additives B-PER™ Reagent I 1:2 Na hvdroxide (NaOR)_125mM B-PER Reagent I n/a B-PER Reagent PBS n/a B-PER Reagent PBS 1:4 : B-PER Reagent Il 1:4 B-PER Reagent Il n/a Na hvdroxide (NaOH) 100mM B-PER Reagent PBS n/a
B-PER" R tPBS 12 a hydroxide (NaOH) m B-PERR PBS / Na phosphate 100mM = NE-PER Reagent (NER)  n/a = NE-PER Reagent (NER)  1:4 B-PERR PBS P Na phosphate 100mM B-PERR t PBS / a hydroxide (NaOH) m - NE-PER Reagent (CER) n/a
can affect the results of an Sagen " Na phosphate 500mM cagent N9 NE-PER Reagent  undiluted | Sri-39 5% Nickel chloride 02mm | Brii-39 0.63% Nickel chioride 0 cagent 09 NE-PER Reagent (CER)  1:4 | moar oo 4 Na phosphate 100mm | Bri-35 0.031% "\ PER Reagent (NER)  n/a
assay. When a component of Brij"-35 5% = . Brij-35 5% g Brij-56 1% . Brij-56 nfa Brij-35 0.062% g — Brij-35 0.125% Brij-56 0.062% — 9
a protein solution attenuates Brii™-56 Va NE-PER™ Reagent  undiluted Brii56 1% (CER) . - (in TBS pH 7.2) 4 - (in TBS pH 7.2) Bri-56 0.031% NE-PER Reagent undiluted Bri-56 0.031% NE-PER Reagent (CER) n/a . e Nickel chloride n/a
or artificially enhances the D58 50 (CER) : BriJ'-58 T NE-PERReagent  undiluted Brij-58 1% NP-40 5% | Brii-58 0.50%_ Np-40 0 Bri‘__58 ooien NER) Brij'-58 0051y NE-PER Reagent (NER) _n/a Brij-58 0.062% _ (in TBS pH 7.2)
color response of any assay, J D° NE-PER Reagent  undiluted | °  (NER) Bromophenol blue 0 Octyl beta-glucoside  0.1% Bromophenol blue 0 Octyl beta-glucoside™ 2.5% (10) | . ° Nickel chloride 10mM | . °  Nickel chloride 10mM Bromophenol blue 0 NP-40 0.016%
the component is considered Bromophenol blue  0.031% (NER) Bromophenol blue D Nickel chloride 1omm | (in 50mM NaOH) Octvithioalucosid 59, | (in 50mM NaOH) Octvithioalucosid 79, | Bromophenol blue D (inTBSpH7.2) Bromophenol blue O (nTBSpH7.2) (in 50mM NaQH) Octvl beta-alucoside  0.031%
interferi (in 50mM NaOH) - - in 50mM NaOH h i i clyrhioglicoside 0 i i iiililog)| Bonside © | (in 50mM NaOH in 50mM NaOH - i cly! bela-glucoside 20517
to be an interfering substance. Nickel chloride 1omm | ) (inTBS pH 7.2) Calcium chloride 10MM - orthovanadate 1m | Galcium chioride MM - orthovanadate  0.5mM ( ) NP-40 05% | ¢ ) NP-40 0.5% | Calcium chloride Va  5onithioalucoside I
Substances that do not affect Calcium chloride 40mM (in TBS pH 7.2) Calcium chloride 10mM  np-a0 59, | (nTBSpH7.2) (in PBS pH 7.2) (inTBS pH 7.2) (in PBS pH 7.2) : Calcium chloride 10mM Octyl beta-glucoside __ 0.5% Calcium chloride 10mM Octyl beta-glucoside __ 0.5% (inTBS pH 7.2) yaniog y
or that marginally affect the (in TBS pH 7.2) NP-40 5% | (nTBSpH7.2) Octyl beta-glucoside 5% | Cesium bicarbonate 100mM_ oo Fo = g | Cesium bicarbonate  prerolRed 3a2smomL | & TBS pH 7.2) Octvithionlucosid 3 | TBS pH 7.2) Octyithioglucosid 39, | Cesium bicarbonate _ 50mM Ng-s)étgo;a;agate a
results of an assay are knownas | - Cesium bicarbonate 100mM gty beta-glucoside 59 | Cesium bicarbonate 100mM - - 9 Cetylpyridinium chloride  n/a enoLre - Cetylpyridinium chloride  n/a eno’re 1209 Cesium bicarbonate_100mm_ Oct/thioglucoside o | Cesium bicarbonate _f0omm_ Octvithioglucoside | Cetylpyridinium chloride  n/a ( pH7.2)
compatible substances. Py o/ 1 : : i ; Octylthioglucoside 5% Phosphate-buffered undiluted Phosphate-buffered undiluted e : Na-orthovanadate 1mM e : Na-orthovanadate 1mM Phenol Red n/a
o ot oot Crflzltyl%yrldlmum 2.5% Octylthioglucoside 10% Cetylpyridinium chloride  n/a Na-orthovanadate TmM CHAPS 1% saline (PBS)’ CHAPS' 10% (10)  saline (PBS)’ Cetylpyridinium chloride  n/a (in PBS pH 7.2) Cetylpyridinium chloride  n/a (in PBS pH 7.2) CHAPS 0.062% Phosphate-buffared =
nterfering substances can affec chloride 0 h 0 2 0 2 N
the gssay of protein mone o e | CHAPS 5y, \e-orthovanadate  50mM g:ﬁigo g .;0 (in PBS pH 7.2) CHAPSO 5% PIPES pH 6.8 100mM | CHAPSO 0 PIPES pH 6.8 25mM g:ﬁgg 5 gof‘ Phenol Red 0.5mg/mL g:ﬁﬁg - goﬁ‘ Phenol Red 0.5mg/mL | CHAPSO 0.031%  saiine (PBS)'
following ways: CHAPSO % (in PBS pH 7.2) 2 Phenol Red @ | CHES : 100mM_ pMSF in isopropanol ~ 1mM | CHES : 50mM_ ppsF 0.125mM 2 Phosphate-buffered undiluted ® Phosphate-buffered undiluted | CHES : n/a_ PIPES pH 6.8 n/a
1. They can suppress the Phenol Red 0.5mg/mL | CHES 100mM_ pnosphate-buffered undiluted | Cobalt chioride 0 Potassium thiocyanate __n/a | Cobalt chloride 0.4mM  in isopropanol CHES 100mM - saline (PBS) CHES 100mM - saline (PBS) Cobalt chloride a  pMSF in isopropanol _1mM
responss of an assay. gHESn — >5ggmm Phosphate-buffered  undiluted (.:or%lts chlllo;ldze 0.8mM saline (PBS)* (inTBS pH 7.2) P_PER Reagent a | inTBS pH7.2) Fe Sl 0 (;obTaE!tS chlllo;ldze 10mM  pipES pH 6.3 100mM (;obTaE!g chlllo;ldze 10mM  pIPES pH 6.8 100mM | (inTBS pH7.2) el e O
2. They can artificially enhance (ir? T%SCpHO? 2‘; MM saline (PBS) (in TS pH 7.2) PIPES pH 6.8 100mM_ | CTAB a8 2o buffert 110 | CTAB /a_ p.pER Reagent 12 | (DTBSPH72) PMSF in isopropanol___tmm_ | (NTBSPH7.2) PMSF in isopropanol _ 1mM | CTAB. a_ b bER Reagent 0
the response of an assay. STE : PTEwT PIPES pH 6.8 100mM | CTAB n/a_ pySF inisopropanol  1mM | Cysteine ? Sps 5o, | Cysteine 2.5mM  RiPA buffer' 12 | CTAB. Wa_ Botassium thiocyanate M | CIAD. W2 botassium thiocyanate  3M | Cysteine MM oo e v
3. They can result in an elevated : 9% PMSF in isopropanol __1mM | Cysteine _ D Potassium thiocyanate  3M | Dithioerythritol (DTE) 0 Sodium compounds (see Na) | Lithicenythritol (OTE) 2.5mM gy 5% (10) | Cysteine 10mM_ 5"bER Reagent g | Cysteine 10mM_ 5"bER Reagent g | Dithioerythritol (DTE) 0 Sps %
background measurement. Cysteine 350mM Potassium 250mM | Dithioerythritol (OTE)  1mM_ p_pER Reagent @ | Dithiothreitol (DTT) 0 3 oan 20 19, | Dithiothreitol OTT)" 5mM (5)  Sodium compounds _(see Na) Dithioerythritol (DTE)  1mM_Zipa"y erers T40 | Ditnicerythritol OTE)  1mM pipp" cros 110 | Dithiothreitol (DTT) 0 Sodiom com SE O
Interference from many common |  Dithioerythritol (DTE)  25mM  thiocyanate Dithiothreitol (DTT) 1mM_ RiPA buffer' undilted | DMF 1% DMF 5% Dithiothreitol (DTT) 5mM o | Dithiothreitol (DTT) 5mM . DMF 10%
substances can be compensated | Dithiothreitol (OTT) _ 500mM P-PER™ Reagent 12 | DMF 10% sps s | DMSO Jo,  Sucrose 4% lieen oy oan20 _a | oy 0% o 0016% | jur 0% 208 0.125% | oo S0y Shan 20 0.25%
for in the blank designed for a DMF 50% RIPA buffer’ undilited | DMSO 10% 2 0 °  TCEP 0 : Sucrose 40% (40) DMSO 0% Sodium compounds _ (see Na) DMSO 10% Sodium compounds  (see Na) ®  Sucrose 7.5%
specific assay. To avoid signifi- DMSO 50% SDS T ° Sodium compounds (see Na) | DTAB na_ Tpimerosal g |D1AB na_ tcepi 10mM (10) ® Span 20 0.5% ° Span 20 05% | DITAB na 1eep /a
cant interference, the standard DTAB o =P/, 0k | DTAB a_ Span 20 1% | EDTA 0.5mM .o 4 | EDTA 5mM (20)  Thimerosal 0.03% | DTAB U/ Er— 10% | DTAB Wa oo 10% | EDTA I 0%
curve must be prepared in the 2 SOdIL{:T] compounds _ (see Na) EDTA 10mM_ gycrose 40% EGTA 0 TLCK 01ma/L EGTA' 5mM (10)  Thiourea n/a EDTA 100mM TCEP 125mM EDTA 100mM TCEP 125mM EGTA 1mM Thi - /
same diluent that is used for the EDTA 20mM - Span™ 20 na | EGTA D TCEP @ | EPPSpH 8.0 100mM -1Mg EPPS pH 8.0 0 EGTA 2mM == 3 EGTA 2mM - - 3 EPPS pH 8.0 n/a lourea va
« » 3 i) & TPCK 0.1mg/L : TLCK 0 Thimerosal 0.01% Thimerosal 0.01% [l 45 TLCK 0.01mg/L
sample. When only a “rough EGTA 20mM - Sucrose 50% | EPPS pH 8.0 100mM  Thimerosal 0.01% | Ethanol 1% - Ethanol 0 TpcK o | EPPSpH8.0 100mM - a | EPPSpHB.0 100mM - ; Ethanol 10% :
estimate of protein is needed, EPPS pH 8.0 200mM TCEP 40mM | Ethanol 10% T : Ferric chiod TEmM CER Reagent | o p—y Ethanol 10% —ourea V& | Ethanol 10% —hourea L = o IPCK 0.1mg/L
a blank-only correction can be Ethanol 50% Thimerosal 0.25% _ . Thiourea n/a | Ferric chloride MV Tricine pH 8.0 o 5mM | erric chioride MM T-PER Reagent n/a , , TLCK 0.1mg/mL , , TLCK 0.img/L | Ferric chioride 2 T_PER Reagent -
used. In this case, a blank is : : ! 297 | Ferric chloride 10mM 1 ck 01mg/L | (nTBSpH7.2) - : (inTBS pH 7.2) Tricine bH 8.0 05mM Ferric chloride 10mM TPCK R Ferric chloride 10mM TPCK 0.1malL (inTBS pH 7.2) =
. ’ Ferric chlorid 5mM TBS pH 7.2 Triethanolamine 0.5mM p TBS pH 7.2 g TBS pH 7.2 g Tricine pH 8.0 n/a
repared in the diluent of the ermc chioride Thiourea 2M | (inTBSpH7.2) Glucose 1mM Glucose 0 — . (inTBS pH7.2) . (inTBS pH7.2) Glucose 100mM
prep ! (in TBS pH 7.2) ol o oK 0.1mg/L : pH7.8 : Triethanolamine 25mM | o T T-PER Reagent undiluted | o v~ T-PER Reagent n/a , Triethanolamine pH 7.8 n/a
sample to correct for its raw : TLCK Smg/mL ucose 0mM T oeR Reagent 12 | Glutathione (reduced) R rr————r— 170 | Glutathione (reduced) 10mM_ py7g ucose Tricine oH 8.0 100mM ucose 1 Tricing oH 8.0 Toomm | Glutathione (reduced) nfa — e
absorbance. The concentration Glucose 500mM  Tpck 4mg/mL | Glutathione (reduced)  nfa —— Glycerol (fresh) 1% A : Glycerol (fresh) 5% . . Glutathione (reduced)  n/a  -nciN€ POS Glutathione (reduced)  n/a  -nciN€ ProS Glycerol (fresh) 10% Jris-buffered saline (TBS) n/a
of the sample is then determined Glutathione 100mM = 5, Jricine pH 8.0 25mM v o (TBS) Tris-buffered saline undiluted 5 Triethanolamine 100mM o Triethanolamine 100mM y ~ Tris-alvcine oH 8.0° n/a
rom a standard curve obiained ) T-PER™ Reagent 1:2 | Glycerol (fresh) 10%  Triethanolamine o5mm_ | Glycine-HCI pH 2.8 N/a_ Tris-glycine pH 8.0° 110 | Glycine-HCIpH2.8  50mM  (TBS)* Glycerol (fresh) 10% DH7.8 Glycerol (fresh) 10% DH7.8 Glycine-HCI pH 2.8 100mM = Qly ! %DS. 7
= P — : g — : - — - — : e ris-glycine- n/a
from a series of dilutions of a Glycerol (fresh) 50 .ncine pH8.0 S00mM | Glycine-HCIpH2.8  100mM  p17.8 Guanidine-HCI 4M_ Trisglycine-SDS  undiluted | Guanidine-HCI" 1.5M (2)  Tris-glycine pH 8.0 p | Glycine-HCIpH28 T00mM -7 roreq saline undiluted | GuCne-HCIpH28 100mM ™ trered saline undiluted | Guanidine-HCI ma ou 893¥
protein of known concentration Glycine-HCI pH 2.8 100mM Triethanolamine 100mM | Guanidine-HCI M Tris-buffered undiluted | HEPES pH 7.5 100mM  pH 8.3 HEPES pH 7.5" 200mM (200) Tris-glycine-SDS pH 8.3 @ | Guanidine-HCI 3.5M (7B Guanidine-HCI 3.5M - (1Bg)* HEPES pH 7.5 mM el OH 8.0 10mM
prepared in water or saline. Suaidine HCI . 25l D|'_| 7.8 : : HEPFS pH7.5 100mM  saline (TBS)* Hydrides ® Tris-HCI pH 8.0 50mM | Hydrides n/a Tris-HCI pH 8.0"  35mM (50) HEPES pH7.5 100mM Tris-glycine pH 8.0 undiluted HEPES pH7.5 100mM Tris-glycine pH 8.0  undiluted Hydrides n/a Tris-HEPES-SbS* T
ST 100;11M T_lr_lgébiuffered saline undiluted | Hydrides Tris-glycine pH 8.0F 1:3 | (Na,BH, or NaCNBH,) Tris-HEPES-SDS* n/a | (Na,BH, or NaGNBH;) Tris-HEPES-SDS* n/a | Hydrides (Na,BH, n/a Tris-glycine-SDS 1:4 | Hydrides n/a Tris-glycine-SDS 1:2 (Na,BH, or NaCNBH.) T 0.031%
SRLEE (TBS)" — (Na;BH, or NaCNBH,) Tris-glycine-SDS  undiluted | Hydrochloric acid (HC) 10mM  Triton X-100 59, |Hydrochloricacid HC) @ Triton X-100" 7% (10) | O NacBHy) pH 8.3¢ (Na,BH, or NaCNBH) pH 8.3 Hydrochloric acid ~ 100mM —
H'\}/d%(li_les NaCNBH 0 Tr!s-glyc!ne pH 8.0 unqnuted Hydrochloric acid 100mM  pH 8.3 Imidazole pH 7.0 12.5mM  Triton X-114 0.05% | Imidazole pH7.0" 30mM (50) Triton X-114" 2% (2) Hydrochloric acid 100mM  Tyis-HCI pH 8.0 oM | Hydrochloric acid 100mM  Tyis-HCI pH 8.0 oM (Hcl) Tr!ton X-114 0.031%
(Na,BH, or NaCNBH;) Tris-glycine-SDS  undiluted” | (HCI) Tris-HCI pH 8.0 250mM | |-PER Reagent va T - -PER Reagent na T (HCI) Tris-HEPES-SDS’ | (HC) Tris-HEPES-SDS* " Imidazole pH 7.0 25mM  Triton X-305 0.031%
?Hyglgochloric acid  125mM pH 8.3 Imidazole pH7.0 ___ 50mM  Tris HEPES-SDS' wa [T rere 5 ﬁ"“ iigg 12;“ i 5 ?!:0” ;igg 103 imidazole pH7.0 _ 200mM 7.~ TG, | Imidazole pH7.0  200mM oo iz | I-PER Reagent o Triton X-405 0.031%
is- i ; rion A- 0 riton X- . = : - - ] i
\midazols R0 o0 lr!s :EL[E): 233* 25|0;n(|;l|T I-PER Rgagent undiluted  Titon X-100 5% | sample buffert I o sample buffer* T 10% (10] I-PER Rgagent n/a Triton X114 0.062% I-PER Rgagent n/a Triton X-114 0125% Laemmli SDS¢ @ Tween 20 0.062%
= — Inis- [2lEs undilute Laemmli SDS D Triton X-114 1% | Leupeptin 10mg/L ~— | Leupeptin 0 ~—| Laemmli SDS 0 Triton X-305 0.125% Laemmli SDS 0 Triton X-305 0.5% sample puffer Tween 60 n/a
I-PER™ Reagent 1:4 Triton™ X-100 1% | sample buffer’ . - Tween 60 0.5% - Tween 60 5% | sample buffer sample buffer’ Leupeptin 10mg/L Tween 80 0.031%
Laemmli SDS undiluted' Triton” X-114 05% Leunentin TomalL Triton X-305 1% Mannitol n/a Tween 80 5% Mannitol n/a Tween 80 25% | Leupsotin TOmaL Triton X-405 0.025% Leunentin TomalL Triton X-405 0.5% p .P g . o
sample buffer’ ron o — Y P f | g jp Uil 1% | Melibiose na {jea 3w | Melibiose Va_ {ea M@ | P 5 | g/ Tween 20 0.031% | P 5 | g/ Tween 20 0.062% | Mannitol R0 S
Leuneotin 00N Triton™ X-305 9% ELOTIT Na  Tveen 20 5% | Mem-PER Reagent undiluted Mem-PER Reagent 1:2 annito na Tween 60 0.025% annito na Tween 60 01 Melibiose 25mM  Y-PER Reagent n/a
upep MV Triton™ X-405 5% | Melibiose 0 . Y-PER Reagent n/a . Y-PER Reagent a | Melibiose 100mM 2029% | Melibiose 100mM 1% | \lem-PER Reagent /2 Y-PERPlus R /
Mannitol 100mM J - Tween 60 5% MES-buffered saline 1:4 MES-buffered saline 0 - Tween 80 0.016% Tween 80 0.062% em eagen n/a us Reagent n/a
— Tween™ 20 10% | Mem-PER Reagent undiluted o0 oo 59, | PHA.T! Y-PER Plus Reagent Va | g4zt Y-PER Plus Reagent n/a_| Mem-PER Reagent undiluted ' Mem-PER Reagent n/a ' MES-buffered saline n/a Zinc chioride n/a
Mciibiu- 8 S00mM 3, een™ 60 5% | MES-bufered undiluted - | MESpH Toomm Zinc chioride 0.5MM | ES pH G647 T00mM (100 Zinc chioride 0 | MES-buffered undiluted Ured M| Mes-buffered undiluted Ure2 M| a7 (in TBS pH 7.2)
Mem-PER™ Reagent undiluted 3o oosa s 59, | saline pH 4.7 .~ (nTBSpH7.2) o~ (inTBSpH7.2) saline pH 4.7¢ Y-PER Reagent n/a | saline pH 4.7* Y-PER Reagent na | MESDpH6.4 125mM Zwitteraent 3-14 A
MES-buffered undiluted oen 2 Y-PER Reagent undiluted | Methanol 1% Zittergent 3-14 g [[Hemdiol 0.5%  7yyittergent 3-147 2% (2) Y-PER Plus Reagent undiluted Y-PER Plus Reagent n/a LED. .
line pH 4.7 Urea gm | MESpH61 100mM e e s undiluted | Magnesium chloride n/a f Magnesium chloride 100mM 4 - MECTiilbS: O 76 chiorid 4 T MESIiilES: U0 7inc chiorid 4 oM Methanol 10 %
sa b — £ in ri 10m in ri m : :
MES pH 6.1 T25my Y-PER” Reagent g | Methanol : 10%  peagent Modified Dulbecco’s ~ undiluted Modified Dulbecco’s undiluted G| : 10% (iln o &_: o 2 0 Methanol : 10% (iln 2 Sl': o 2 Magnesium chloride n/a
. _PER™ . Magnesium chloride na - 3 PBS* PBS? Magnesium chloride n/a - : Magnesium chloride n/a - : Modified Dulbecco’ /
Methanol CHE L . Zinc chloride 10mM Zwittergent 3-14___ 0.025% Zwittergent 3-14___ 0.025% ocitied Dulbecco's —— n/a
: - L i Modified Dulbecco’s undiluted MOPS pH 7.2 100mM MOPS pH 7.2 200mM Modified Dulbecco’s undiluted g - < Modified Dulbecco’s undiluted g - < PBS*
Maanesium chloride M Zinc chloride 10mM " (inTBS pH 7.2) p p s :
v g.f- 4 Dubecoo's Ondiluted. 01eo PH7.2) PBS Zwittergent 3-14 1% | M-PER Reagent n/a M-PER Reagent 1:2 PBS PBS MOPS pH 7.2 n/a
PBOS: led Dulbeccos undilute ZWlﬁergentw 3-14 0.05% MOPS pH 7.2 100mM n'Acetylglucosamine 0 n'Acetylglucosamine 0 MOPS pH 7.2 100mM MOPS pH 7.2 100mM M-PER Reagent n/a
MOPS pH 7.2 125mM
(‘f . Find us on e ) Concentrations listed refer to the actual concentration in the protein sample that is compatible with the assay.
irr') ()() 0 n Face book thermoscientific.com/ pierce n/a  Compound was not tested in this assay.
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