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Intended Use <

The CycLex Research Prod%ex Poly-Ubiquitinated Protein ELISA Kit is designed to detect
and quantify the level of total -ubiquitinatprbteins in cell lysate. Since the amino acid sage®f
ubiquitin is well conserve & ng mammal, this EL ISt can be used for any mammalian cells. This
assay is intended for the ction of poly-ubigated proteins in cell lysate.

This assay kit is for re h use only and not fause in diagnostic or therapeutic procedures.

Storage
« Uponreceipt@pore all components at 4°C
* Don't exp reagents to excessive light.
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Introducti 6}_
ntroauction _5,

The ubiquitin-proteasome pathway is the princiéhpay of proteolysis in eukaryotic.q$ and may
contribute to controlling the intracellular levetd a variety of short-lived proteins§~ dditioa t
degrading abnormal proteins in the cytosol and eusl| Protein substrates are~flarked with a
poly-ubiquitin chain and then degraded to peptated free ubiquitin by a large multigatalytic comple
the proteasome, which exists within all eukaryogtls. Numerous examples of re@a ory proteinghav
been found to undergo ubiquitin-dependent protéslys

Protein substrates of the ubiquitin-proteasomevpagtinclude a number of c(&%gulatory molecules,
such as cyclins, the Myc oncogene protein, and pb8,the regulated degradation of these molecules
has been linked to the control of cell proliferatiand cell cycle progr@sion. By controlling the
intracellular levels of such proteins, the activif the ubiquitin—prote@e pathway might also be
linked to apoptosis.

In a recent decade, a variety of reversible areb@rsible inhibitors
identified that can enter mammalian cells and iithille ation of proteins by the
ubiquitin-proteasome pathway. One group of suclibitdrs is p e aldehydes, e.g. MG132 which
reversibly binds to active sites and inhibits ckege of hydropholfbor acidic substrates. A moreifipe
inhibitor is the naturally occurring bacterial cooymd, lactacygiyt, which covalently modifies thriman
residues in the proteasome's active site and doeseem go affect any other known protease. Such
agents can inhibit protein degradation and majetohd tibility class | antigen presentation in a
variety of mammalian cells and have been widel probe the physiological function of the
ubiquitin-proteasome pathway.

&

Principle of the Assay $

e 20S proteasome have bee

The CyclLex Researc@yclLex Pon-UbiqL&Qted Protein ELISA Kit is a solid phase sandwich
ELISA. A monoclonal antibody specific p(txr;ubiqmiated protein has been coated onto the wells of the
microtiter strips provided. Samples, i%@l g anslard containing poly-ubiquitinated protein, cohtr
specimens, and unknowns, are pipetggdrinto thefle. \iBairing the first incubation, poly-ubiquitinate
protein binds to the capture antibod& n the wafter washing, HRP-conjugated mouse monoclonal
antibody, specific pon-ubiquitinat@protein asletection antibody, is added to the wells. During t
second incubation, this antibod rves as a aetbgt binding to the immobilized poly-ubiquitinated
protein at captured during the mt incubationtehfremoval of excess detection antibody, follovegd
which then catalyzes the ceo?@rsion of the chromiogsubstrate tetra-methylbenzidine (TMB) from a
colorless solution to a blg-nolution (or yellowteafthe addition of stopping reagent). The color is
quantitated by spectrophQtometry and reflects ¢ative amount of poly-ubiquitinated protein presen
in the original specim\A

<

K
QQQ
S
&

at#: CY-7053 2 \ersion#: 150825

&
Q&



ycl_ex User’s Manual

S
% 4% Poly-Ubiquitinated Protein ELISA Kit &ob

For Research Use Only, Not for use in diagnostic pcedures

S
Summary of Procedure A,O

Culture cells in culture flask or dish at 50-70 &aftuency .§

¢ Incubate O/N at 37°C in a G@ncubator s
Add appropriate amount of the drug for inductiorubiquitination <

¢ Incubate appropriate time at 37°C in a ator
Harvest the cells by scraping or centrifugation (&)

| X

o
Make cell extract by adding extraction buffer andtcifugationg$
N
o

Add 100 pL of diluted cell lysate to the wells 0

¢ Incubate for 1 hour at rod@?&mp.

Wash the wells

; ¢
Add 100 pL of HRP conjugated Antibody ( conjegbanti-poly ubiquitin mAb)

¢ Incubate for J@ur at room temp.

Wash t:e wells $
O

Add 100 pL of Substrate Reage{t

} g

Add 100 pL of Stop Soluti(ﬁq’
<
g

Measure absorbancefg@r450 nm

Q\Q
N

<
\éat#: CY-7053 3 \ersion#: 150825



\0

S
4;.% Poly-Ubiquitinated Protein ELISA Kit b
; yCLeX User’s Manual \
For Research Use Only, Not for use in diagnostic pcedures &Q
Materials Provided _5,0
All samples and standards should be assayed iticdtgl The following components aiq”@plied and
are sufficient for the one 96-well microplate kit. s\
Microplate: One microplate supplied ready to use, with 96 w@Bsstrips of 8-wells) igrya foil, zip-lock
bag with a desiccant pack. Wells are coated withpoty-ubiquitinated protein moﬁ)nal antibody a
a capture antibody. ‘D
&

10X Wash Buffer: One 100 mL bottle of 10X buffer containing 2%Tw@@®\

(4

Cell Extraction Buffer: One bottle containing 20 mL of 1X buffer. ;&
Dilution Buffer: One bottle containing 50 mL each of 1X buffer; @andard and sample dilution.
Ready to use.

Poly-Ubiquitinated Protein Standard: One vial containing 13&% of lyophilized poligiquitinated
protein.

20X HRP conjugated Detection Antibody One vial co@a&ining 0.6 mL o HRP (horseradish
peroxidase) conjugated anti-poly-ubiquitin monocl antibody.

Conjugate Dilution Buffer: One bottle containing 1@mL of Conjugate DilutiBoffer
Substrate Reagent20 mL of the chromogenic gﬁbstrate, tetra-metmzizéne (TMB). Ready to use.

Stop Solution: One bottle supplied ready t{ke, containing 20afnL N HSOs.
]

Materials Required but n%ﬁovided

* Orbital microplate shaker (¢/)

» Protease inhibitor cocktail: e. igma Cat# P-2714 (reconstituted according to rsetwrer’s
guideline). Add 25QiL per 5 ell Extraction Buffer.

* Pipettors: 2-20 puL, 20-20 nd 200-1000 pL precision pgrstwith disposable tips.

» Multi-channel Pipettors: €@-250 pL precision multi-channel pipettor witlsgthsable tips.

* Microcentrifuge and @ﬁor sample preparation.

* Centrifuge and buck microplate.

* Vortex mixer

* Microplate wash tional (Manual washing is possible but not praiée)

* Plate reader capable of measuring absorbance in 96-well platetual wavelengths of 450 nm/540
ngths of 450/550 or 450/595 nm daa bhe used. The plate can also be read at a
th of 450 nm, which will give a savhat higher reading.

age facilitating data generation and raalysis:optional

L graduated cylinder

* Rea Servoirs

* Dei ed water of the highest quality

. Disgsable paper towels

<
ééat#: CY-7053 4 Version#: 150825
Q.
9
&



o

yCLeX User’s Manual

For Research Use Only, Not for use in diagnostic pcedures

Precautions and Recommendations A?

« Allow all the components to come to room temp@@before use. .!\g,c

« All microplate strips that are not immediatelgui#ed should be returned to the zip-| pouchictvh
must be carefully resealed to avoid moisture aligorp <@

* Do not use kit components beyond the indicated¥piration date.
 Use only the microtiter wells provided with thie k
* Rinse all detergent residue from glassware.

* Use deionized water of the highest quality.

» Do not mix reagents from different kits.

X
&
&
N
&
&
&

 The buffers and reagents in thiskihy contain preservative&r other chemicals. Careldhmitaken
to avoid direct contact with these reagents. é

» Do not mouth pipette or ingest any of the reagent 00

* Do not smoke, eat, or drink when performin %a‘y or in areas where samples or reagents are
handled. &

» Dispose of tetra-methylbenzidine (TMB) og@in'mgutions in compliance with local regulations.

* Avoid contact with the acidic Stop So@ angbStrate Solution, which contains hydrogen peraxide

» Wear gloves and eye protection \&n handling impdiagnostic materials and samples of human
origin, and these reagents. In 9% of contact thighStop Solution and the Substrate Solution, wash
skin thoroughly with water and sgek medical attamtivhen necessary.

* Biological samples may b@)ntaminated with infeatus agents. Do not ingest, expose to open

wounds or breathe aeron. Wear protective glovesd dispose of biological samples properly.

N
» CAUTION: Sulfuric is a strong acid. Wear disposable gloves and eye protection when
handli p Solution.
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Detailed Protocol _5,0

The CycLex Research Produ€ycLex Poly-Ubiquitinated Protein ELISA Kit is pr d with
removable strips of wells so the assay can beethauit on separate occasions using o e nuaiber
strips required for the particular determinatiomc8 experimental conditions may v an aliguot o
the Poly-Ubiquitinated Protein Standard within Kite should be included in each asggy as a catibrat
Disposable pipette tips and reagent troughs shdigddused for all liquid &nsfers to avoid
cross-contamination of reagents or samples. ‘D

&
Preparation of Working Solutions X

All reagents need to be brought to room tempergtu@ to the assay. ay reagents are supplied
ready-to-use, with the exception X Wash Buffer, Cell Extraction Bu andPoly-Ubiquitinated

Protein Standard. \
v

1. Prepare a working solution of Wash Buffer byiadd.00 mL of @)X Wash Bufferto 900 mL of
deionized (distilled) water. Mix well. Store at 4f@ two week;b -20°C for long-term storage.

2. Prepare a working solution of Cell Extractionffiéu by addi@ 250 uL of Protease inhibitor codktai
(Sigma Cat. # P-2714) to 5 mL G&ll Extraction Buffer . MJX well.

3. Prepare HRP conjugated Detection Antibody iy the 20X HRP-conjugated Detection
Antibody 20-fold with Conjugate Dilution Buffer af*e tinoé assay.
Prepare appropriate volume for your ass#{y Discamly unused HRP-conjugated Detection
Antibody after diluted. R

4. Reconstitute Poly-Ubiquitinated Protei Qtandard with 1 _mL of Dilution Buffer. The
concentration of the poly-ubiquitinated Qo einvial should bel50 units/mL, which is referred as a
Master Standard. &Q,

Prepare Standard Solutions as folr&s:
Use theMaster Standard to p@iuce a dilution series (below). Mix eachetboroughly before
the next transfer. The 10 ufis/mL standard (Stdetyes as the highest standard. Dilation
Buffer serves as the zero@ndard (Blank)

A\ﬁ}ne of Standard Dilution Buffef ~ Concentration

Std.1 40 p_\;f Master Standard 560 pL 10 units/mL
Std.2 3? of Std. 1 (10 units/mL) 300 pL StsfimL
Std.3 pL of Std. 2 (5 units/mL) 300 pL 2.5tefmL
Std.4 _ 300 pL of Std. 3 (2.5 units/mL) 300 pL 1.26ts/mL
Std.SQ,%SOO pL of Std. 4 (1.25 units/mL 300 pL 0.6@%s/mL
Std‘.Q' 300 pL of Std. 5 (0.625 units/mL) 300 pL 0.313 units/mL
SO | 300 pL of Std. 6 (0.313 units/m) 300 pL 0.156 units/mL
wnk - 300 pL 0 units/mL

S

Nof&s Do not use a repeating pipette. Change tips feryedilution. Wet tip with Dilution Buffer
QO  before dispensing. Unused portions of Master Stahslaould be aliquoted and stored at below
Q -70°C immediately. Avoid multiple freeze and thayeles.

<
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Assay Procedure-1 (For cells cultured in culture dih or flask) A,O
A. Treatment of Cells with compounds ‘\*'Q
NS
1. Plate adherent cells or non-adherent cellslmmeudish or flasks at 50-70% conflueneﬁ
<
2. Incubate the culture dish or flasks at 37°C awght in CQ incubator. &
3. Add appropriate amount of test compounds to déthor flask. o‘b
X
4. Incubate the culture flasks at 37°C for appiaprtime. (b
\:
B. Cell Extraction \

Note: This protocol has been successfully applied tcelsé\c@es Users should optimize the
cell extraction procedure for their own applicaton

1. Collect cells in PBS by centrifugation (hon-acime ceIIs) craping from culture flasks (adhere

I
cells). 0

2. Wash cells twice with cold PBS. §

3. Remove and discard the supernatant and ¢ tell pellet. At this point the cell pellet caa b
frozen at below -70°C and lysed at a later d

4. Lyse the cell pellet i8.5 mL* of Cell Exk&ion Buffer for 30 minutes, on icejth vortexing at
10-minute intervals. \

* To get a rough idea you could adipdt the cell @amtration to around 2 x ICells/mL. Resulting
protein concentration of the cell Iie te should?b¢ mg/mL using this Cell Extraction Buffer.

* The volume of Cell Extractiod#Buffer depends lom ¢ell line, the cell number in cell pellet aneé th
amount of poly-ubiquitinat rotein. For examglex 10 MCF-7 cells can be extracted in 0.5 mL
of Cell Extraction Buff(x nder these conditionse of 0.1-0.5 uylL of the clarified cell lysate
diluted to a volum 100 pL/well in Dilution Berfis sufficient for the detection of
poly-ubiquitinated prstgl

5. Transfer the Iysate@icrocentrifuge tubes@rifuge at 15,000 rpm for 10 minutes at 4°C.

6. Aliquot the cleantract to clean microcengiutubes. These lysates are ready for assay. The ce
lysate can beb red at below -70°C. Avoid multfipbeze/thaw cycles.

C. ELISA Qo

1. Re %he appropriate number of microtiter svetbm the foil pouch and place them into the well
holégr. Return any unused wells to the foil powefgld, seal with tape and store at 4°C.

2. @&e lysate4:500* with Dilution Buffer (e.g. 1 uL cell extract + 499 uL Dilution Buffer).

EQ{ Lysates prepared in Cell Extraction Buffer mustieted 1:200 or greater in Dilution Buffer. While

&
QO
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a 1:200 sample dilution has been found to be satisfy, higher dilutions such as 1:500 o, 1,000
may be optimal. The dilution chosen should be aptichfor each experimental system.

3. Pipettel00 pL of Standard Solutions (Std1-Std7, Blankanddiluted lysatesin duplic ﬁnto the
appropriate wells.

4. Incubate the platat room temperature (ca. 25°C) for 1 hour shaking at ca. 30@pm on an orbital
microplate shaker.

v
5. Wash 4-times by filling each well with Wash Barff(350 uL) using a 5%9 bottle, multi-channel
pipette, manifold dispenser or microplate washer. (b

6. Add 100 pL of HRP conjugated Detection Antibodyinto each well. \:

7. Incubate the platat room temperature (ca. 25°C) for 1 houy sha@q at ca. 300 rpm on an orbital
microplate shaker. Q\’

8. Wash 4-times by filling each well with Wash Berff(350 using a squirt bottle, multi-channel
pipette, manifold dispenser or microplate washer. &

9. Add 100 pL of Substrate Reagent Avoid exposing microtiter plate to direct kgint covering
the plate with e.g. aluminum foil is recommende Substrate A to 4°C immediately after the
necessary volume is removed [e)

10. Incubate the plat room temperature (ca. ﬁ) for 10-20 minutesshaking at ca. 300 rpm on an
orbital microplate shaker. The incubatiowime nieey extended up to 30 minutes if the reaction
temperature is below than 20°C. w5

11. Add 100 pL of Stop Solutionto ea@/\/ell in the same order as the previoudtjed Substrate

Reagent. (¢/)
{

12. Measure absorbance in each @ell using a spéctrometric microplate reader at dual wavelengths
of 450/540 nm. Dual wavel hs of 450/550 or 498/Bm can also be used. Read the microplate
at 450 nm if only a single elength can be u¥éells must be read within 30 minutes of adding
the Stop Solution. N

Assay Procedure-2 (&J cells cultured in 96 wellsutture plate)
N

A. Treatment of C@th compounds

1. Plate adherengells or non-adherent cellsdé wells culture plate at 50-70% confluency.
2. Incubate tI@% wells culture plate at 37°C awght in CQ incubator.
3. Add a priate amount of test compounds to esath

4, In%b te the 96 wells culture plate at 37°Caimpropriate time.

Bééll Extraction
<
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Note: This protocol has been successfully applied teisdcell lines. Users should optimiz De cell
extraction procedure for their own applications.

1. Remove the culture medium and wash the cellsetwith 200 pL of cold PBS using§§htrifuge for
microplate.

2. Remove PBS completely. (Tap the 96 wells culplate on the paper towel in e of the adherent

cells. Take PBS away carefully using multi-charmipktte in case of the non- erent cells.) At thi
point the 96 wells culture plate can be frozeneddw -70°C and lyse at a lat te.
3. Add50 pL* of Cell Extraction Buffer to each well. (ﬁ'

* The volume of Cell Extraction Buffer depends loa ¢ell line, the elNaumber in cell pellet aneé th
amount of poly-ubiquitinated protein. For examgdle2 x 18 MCF- lIs can be extracted H0 pL
of Cell Extraction Buffer. Under these conditionse of 0.5-2 the clarified cell lysate ditlite
to a volume of 100 pL/well in Dilution Buffer isffétient for, detection of poly-ubiquitinated

protein. 2

4. Shake the 96 wells culture plate at ca. 300@pran orbit @oplate shakat 4°C for 1 hr.

5. Centrifuge the 96 wells culture plate at 3,000 @t 4°d{ 15 min.
6. Carefully transfer the lysates to new a 96 weilsr@late.

7. The clear lysates in the 96 wells microplat%y for assay. These cell lysates can be saired
below -70°C. Avoid multiple freeze/thaw ,c&@es.

C. ELISA S
42
1. Remove the appropriate number @f@nicrotiter svsbm the foil pouch and place them into the well
holder. Return any unused Wellséo he foil pouelpld, seal with tape and store at 4°C.

2. Dilute the lysates from 96 plate50* with Dilution Buffer (e.g. 5 pL cell lysate + 245 pL
Dilution Buffer). Q

N
* Lysates prepared in C xtraction Buffer mustdiluted 1:50 or greater in Dilution Buffer. While
a 1:50 sample dilutighwhas been found to be satiefg, higher dilutions such as 1:100 or 1:200
may be optimal. Thedilution chosen should be dptichfor each experimental system.

3. Pipettel00 pL o@ndard Solutions (Std1-Std7, Blankanddiluted lysatesin duplicates, into the
appropriate WQ’S.

SN

. Incubate th@)platat room temperature (ca. 25°C) for 1 hour shaking at ca. 300 rpm on an orbital
micropl haker.

[

. Waqutimes by filling each well with Wash Barff(350 uL) using a squirt bottle, multi-channel
pipette, manifold dispenser or microplate washer.

<

G&d 100 pL of HRP conjugated Detection Antibodyinto each well.

<
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7. Incubate the platat room temperature (ca. 25°C) for 1 houy shaking at ca. 300 rpm on arrbital
microplate shaker.

8. Wash 4-times by filling each well with Wash Barff(350 uL) using a squirt bottle,'@-channel
pipette, manifold dispenser or microplate washer.

9. Add 100 pL of Substrate Reagent Avoid exposing the microtiter plate to dir int covering
the plate with e.g. aluminum foil is recommendediURn Substrate A to 4°C itediately after the
necessary volume is removed G

10. Incubate the plagt room temperature (ca. 25°C) for 10-20 minutes@(q at ca. 300 rpm on an

orbital microplate shaker. The incubation time ni@yextended upJOnS0 minutes if the reaction
temperature is below than 20°C.

N

11. Add100 pL of Stop Solutionto each well in the same ord%g the previoudbed Substrate
Reagent. Q

12. Measure absorbance in each well using a smmnunetﬂ@:roplate reader at dual wavelengths
of 450/540 nm. Dual wavelengths of 450/550 or 498/A» can also be used. Read the microplate
at 450 nm if only a single wavelength can be uwéelllénust be read within 30 minutes of adding
the Stop Solution. )

Note-1: Complete removal of liquid at each step is,esaktdi good performance. After the last wash,
remove any remaining Wash Buffer @piraﬂng ecahting. Invert the plate and blot it
against clean paper towels. %

Note-2: Reliable standard curves are obtaiﬂ&when e@hler values do not exceed 0.25 units for the
blank (zero concentration), or Z.a’ﬁfnits for thghleist standard concentration. The plate should
be monitored at 5-minute inter or approxima®d minutes.

Note-3: If the microplate reader is noﬁcapable of readibgorbance greater than the absorbance of the
highest standard, perform @second reading at #05Amew standard curve, constructed using
the values measured at. 405 nm, is used to detepoigeubiquitinated protein concentration of
off-scale samples. Th dings at 405 nm shouldeptace the on-scale readings at 450 nm.

N
NOTE: THE ABOVE PIQCEDURES ARE INTENDED ONLY AS A G UIDELINE. THE
OPTIMAL EXPERIMENTAL CONDITIONS WILL VARY DEPENDING ON THE
PARAMETERS\BEING INVESTIGATED, AND MUST BE DETERMIN ED BY THE
INDIVIDU @ER. NO WARRANTY OR GUARANTEE OF PERFOR MANCE USING
THESE P%EDURES IS MADE OR IMPLIED.

Q
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Calculations A,O

standard optical density. Plot the optical densdy the standards versus the concémifation of the
standards and draw the best curve. The data cdimdzized by using log/log pape d regression
analysis may be applied to the log transformatidn. determine the pon-ubi«m’tinated protein
concentration of each sample, first find the absonde value on the y-axis and e d a horizomal li
to the standard curve. At the point of intersectiertend a vertical line to t -axis and read the
corresponding poly-ubiquitinated protein conceitrat If the samples h@ been diluted, the
concentration read from the standard curve mustddéplied by the dilution fqgt'or.

Average the duplicate readings for each standangtral, and sample and subtract thg@erage zero

1. The dose-response curve of this assay fits toeat sigmoidal 5—pa§ter logistic equation. The
results of unknown samples can be calculated with @mputerprofram having a 5-parameter
logistic function. It is important to make an apptiate mathematicghadjustment to accommodate for
the dilution factor.

2. Most microtiter plate readers perform automasilculations of‘hﬂalyte concentration. The calibrat
curve is constructed by plotting the absorbance ¢Y)sglibrators versus log of the known
concentration (X) of calibrators, using the fourgmaeger function. Alternatively, the logit log
function can be used to linearize the calibratiarve (i@ logit of absorbance (Y) is plotted versu
log of the known concentration (X) of calibrators). &

Measurement Range <
>

The measurement range is 0.156 units/ngﬁ O/omlitsAny sample reading higher than the highest

standard should be diluted with Dilution B ilgher dilution and re-assayed. Dilution factorgedhe
to be taken into consideration in caIcuIatirqt b/qubiquitinated protein concentration.

&

Troubleshooting 'g,

1. The Poly-Ubiquitinated Protein @andard showdim in duplicate, using the protocol described in
the Detailed Protocol Incubatjd@times or temperatures significantlffedent from those specified
may give erroneous results.0

2. Poor duplicates, accongnied by elevated vdtwesells containing no sample, indicate insuffitie
washing. If all instruct in thBetailed Protocolwere followed accurately, such results indicate a
need for washer mas ance.

3. Overall low sigr@nay indicate that desiccatifrthe plate has occurred between the final wash a
addition of Sut@rate Reagent. Do not allow théepla dry out. Add Substrate Reagent immediately
after wash. @

O

Reaqg’Stability

All %t reagents included in the CycLex ResedPchductCyclLex Poly-Ubiquitinated Protein

ELISA Rit have been tested for stability. Reagents shoulth@atsed beyond the stated expiration date.

Up eceipt, kit reagents should be stored at XCept the reconstituted Poly-Ubiquitinated Protei

S ard must be stored at below -70°C. Coated gdates should be stored in the original foil bag
ed by the zip lock and containing a desiccack.p
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Assay Characteristics _@

1. Sensitivity R

The limit of detection (defined as such a concdioina of poly-ubiquitinated h@’ln giving
absorbance higher than mean absorbance of blank*thtee standard deviations of absorbance of
blank: A blank + 3*SD blank) is better than 0.08tsimL of sample. Q

* Dilution Buffer is pipetted into blank wells. ’D&

&)

Typical standard curve

X
U
Standard Curve of Poly-Ubiquitinated Protein §$
25| N
4
4

A450

0.0 L L L
0 2 4 6 8 10

Poly-Ubiquitinated Protein (U/mL)
2. Specificity NS

The antibodies in ‘&:5 CycLex Poly-Ubiquitinated teno ELISA Kit are highly specific of
poly-ubiquitinated @nwith no detectable reactivity to monomer ubiquiind mono-ubiquitinated
proteins

3. Linearity

To assess@e linearity of the assay, samples intgaand/or spiked with high concentrations of
poly-ubiquiiQated protein were serially dilutedtivihe Dilution Buffer to produce samples with vedu
within th namic range of the assay.

&
O
o
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Example of Test Results _\0
Fig. Breast cancer cell line, MCF-7 cells weretedavith 10uM MG132 for indicated timg “@ lysates
of the MCF-7 cells from the indicated time were swad by the CyclLex Po@quitinated
Protein ELISA kit
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Related Products N
4
* CycLex Poly-Ubiquitinated Protein Enrichme@ Detection Kit: Cat# CY-7001
* CycLex Proteasome Enrichment & Activity Assay Kit Cat# CY-7002
* CycLex Poly-Ubiquitinated Protein ELISA@Cat# CY-7053
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Japan

Fax: +81- 618
e-mail: info clex.co.jp
URL: http: .cyclex.co.jp

CycL&:ircuLex products are supplied for researchuse only. CycLex/CircuLex products and
compmnents thereof may not be resold, modified foresale, or used to manufacture commercial
profycts without prior written approval from CycLex Co., Ltd.. To inquire about licensing for
s{th commercial use, please contact us via email.
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