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| l ntroducti on

Background

ADP ribosyl atioi# f(#ctf ) prdtomigns ol t he family
are involved in various aspects of membrane t
the assembly and di sassembly of vesicle coat
and bebaracterized among the Arf GTPases ar
regul ates function of thet-@&ollggii ,t reanndsoppol rats, mi rc
transport vesicle coat-lpran®di-A®. such as COPI ,
The Arf switch operates by al-beundtistathketawm
inacti veequnGDPst at e. Understanding the mecha
inactivation of the GTPases is of obvious b
intense investigation The fact that Arf far
GTP bound form of the protein (7) has been
power ful affinity purification assay that mon
Traditionally, the Arfl activati odovars smgt thoadks
wherein -6hR Wirdidi ng domain of a Arfl effecto
all owing affinity based detection of the act]
suffers from several drawbacks such as being
tot al cellul ar protein, being I'imited in th
simultaneously anduwnel dabhgvenltgsséms.
The Arf1 G-LISA® Advantage
With thellmlé&w tG (patent# 7,763,418B2) you can
from cell and tissue slaln®Aeecsuiirne-5l%osost ytthiaen nBa tl
needed for a choawrendsdoay.l pYioud will al so be a
numbers and generate qubh8adwaantvagesesarld ssumr
Table 1.
Table 1: | SAWe aGt age
Traditional pull-down G-LISA®
Assay Time 10-12 h (2 days) <3h
) 1-2 mg protein 10-50 g protein
G LI 17 (100 mm plate) (12-well plate)
Lysate clarification needed* Yes No
Sample handling Up to 10 samples Up to 96 samples (or more)
Quantitative Data** Semi Yes
* Clarification is stil!l recommended for | ow
omit clarification have been developed.
** Numeri cal readouts and fewer sample handl ir

guantitative.
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Assay Principle

(Continueo

The Adfl8AGt cont-GTkS nali Agf protein linked to
pl at e. Acdurwve, AlGTP in cell |l ysates wil- bin
bound Arfl is removed during washing steps.
Arfl specific antibody. The degree of Ar f
readings from activatedtdelalt eldy ce®tlds | wesrages .
diagram of the stelpsSAsnvehwwed in FhglLIGEAL.
results are shown in Figure 2.
Figure 1: Simple and Quick Protocol Figure 2: Typical G-LISA® Results
Schematic diagram of G-LISA™ assay 0.6 -
o STEP 1: Cell lysis. 10 05
cm plate, 6 or 12-well
plate depending on € o4
* Tedratée signal intensity. g
STEP 2: Incubate 2 %31
lysate in Arf1-GTP
affinity plate for 30 8 0.2 1
min.
0.1 -
STEP 3: Detect the 0 -
bound Arf1-GTP Serum Grown Serum
through antibody Starved
recognition.
Arfl activation by sefum de
+W39“ by -LlG@ SA C2C12 cells wpre gr
= STEP 4: Develop the medi um suppl emented with 10
= signal with HRP Cells were then switched to
2 detection reagents. medi um and incubated or an
== of cell lysates wdané&Asubjec
ABGCDEF assay. Absorbance wa read
Sample
cytoskeleton. com Page 6



I 1 Purchaser Noti ficati or

Limited Use Statement

The-LG8Akits are based on patented technology
(Patent # 7,763,418B2). The purchase of thi
transferable right to use the purchased amou
research conducted by the buyer. The buyer
product or any component thereof to a third
components for commerci al purposes. Commer ci
to: use of the product or its components i
components to provide a service; resale of th

The terms of this Limited Use Statement- appl
p t

rofi entities. I'f the purchaser is not wi
St atement, Cytoskeleton Inc. is willing to a
refund.
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I T Ki t Content s

This kit contains enough reagents for 96 assays. You can run anywhere from 2 to
96 samples at a time for your own convenience. Table 2 summarizes the kit
contents.

Table 2: Kit Contents

* Items with Part numbers (Part #) are not sold separately and are available only in

Reagents Cat. # or Part#* Quantity Storage

96 welGTPArPart # GL5M2 stri psDeosfi c8cat ed

binding pljlate wells eac¢ht able for

An#Arf 1l antPdrotdy# GL1R tubes, |[Desiccated
Il yophiliztdable for

Secondary |([Ratti b#d@LOPL tube, I| Byeospihci cl ai tzeedd

-horse radj sh Stable for

peroxi dase

conjugate |[(HRP)

Arfl contriPartpr#tAR1@GHM2 tubes, | /Desiccated

(constitutlively actiffogophilizxtdable for

Ar f 1)

Cel | Lysi sPp&8utff f#rGL3pgL bottl e,Desiccated
Il yophili zetdable for

Wash BuffegPart # PE3BL tablet [4°C
Stable for

Binding BuPdrtr# GL37|1 bottl e /Desiccated
Il yophili zetdable for
Antigen PriRaemt#n@L308 bottl e /Roo3® tmedmpe
Buffer Stable for
Anti body DP&awmt i#®nGL4A4M bottl e/ /Desiccated
Buffer ' yophiliztdabl e for
HRP DetectifPamt # GL4BL tablet [4°SCG 1 ver
Reagent A pack Stable for

HRP Detect/fPamt # GL4A4 tablet 4°gDI d
Reagent B pack Stable for

HRP Stop SBPawt i #nGL80 bottl e, |4°8C ml
Stable for

Preci siEon |[Radt # GL50 bottl| e |RoloOn® tmdmpe
Advanced Hta®¢&imhnable|in 500 mBtable for
Assay size Cat. # ADVO02)

Protease ||Gat bi# ol Cl2 tube, I| Byeospihci cl a tzeedd
Cocktail Stable for

kit format. Items with Catalog numbers (Cat. #) are available separately.

cytoskeleton. com Page &



11 : Kit Contents (Continu

The reagents and equipment that are required but not supplied:

1 Cold 4°C PBS buffer (10 mM phosphate buffer
1 Concentrated sulfuric acid (need to add 1
1 Cel | scrapers

1 Liquid nitrogen for snap freezing cell l'ysé

1 Mu kcthiannel -ddrs prewnlstiing p2i0pOe tptlo rr afnogre .2 5

1 Mutcthiannel pi pettor solution basi-9%30).avaUsa
for Iiquid handling.
1T Vortex for mixing cell |l ysate and Binding |
1T Two orbital mi croplate shakers (VWR, Cat .
rpm (200 rpm is the minimal speed required
4°C.

1 Mi cropl at e spectrophot ometer (see Section
information on settings etc.)
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I V: Reconstitution and Sto
Many of the components of this kit have bee
beginning the assay you wil!l need to reconst |
3:

Tabl eCo3mponent Storage and Reconstitution

Kit Component Reconstitution Storage Conditions

ArfGITP bi nldti nigs i mperative to keep theStpolraet ed eisn [ctchag e

96 wel |l pljwat B desiccant at al | ti mes|4°Reconstiftutioc
prior to the start of the a|Ssaple Tbhe| fr mb
pell et in each wel]l of the |[plate may |becor
the bottom of the well durijng shippin|g.
the assay performance. Pel|ll ets should be
the bottom of the wel!/l prior to resusplensi (

An#Arf 1 an€ebbdyfuge briefly to coll eStotbadeatpedflE@t
tube Resuspend each tube i nStldWl qlf ®PrBS3 ma

Secondary|/Centrifuge briefly to coll ed$tdarme pteldfe@ i

anti bod HRPe. Dissolve the Dowdert iursSe8®db lud fodr |[PB Smo
sodiumiazicoenbi nati on with this antibody as
inactivate the HRP.

Arfl cont|Eath tube is good for one exX®Pteorienendtesi|cRad

protein necessary until starting thed4aBGsay (sele Tal

(12 tubes| Stable for| 6 mo

Cel | Lysi|ReBohsertute in 100 ml of stetrorde at s4dCI e
This maylOt ackien 5t 0 resuspend. |StUsdla 10rmhil pek
thoroughly resuspend the buflffer.

Wash Buf f/®econstitute in 1000 ml of Stsarid |aetd rwoadner
This wil680 tmikre t4 resuspend|tembemagmuefi c s
and stir plate can be used Dt ahbkelle freoersjut preo

Antigen No reconstitution necessary/|/Store at rjoom

Presentinlg Buffer temperaturile

Stable for| 6 mo

Binding BRetemstitute in 5 ml of stenStlereiastti4dfl@d
This solutid® wilhl tbakesbhspg®tnhabl eUsfeora 65 mu
pipette to thoroughly resuspend the buffer

Anti body |Rielcotmisomtute in 15 ml of steJtidree datstdflCT ed

Buf fer Stable for| 6 mo

HRP Det ec/Resmspend tablet in 10 ml stStrarl@0&C stfil | e

Reagent AAliquot into 12 x 0.8 ml volSitmeksl.e for| 6 mo
Pl ac€0i°C freezer for storage.

NOTERO0O°C is NOT good for stojrage

HRP Det ec/Resmspend tablet in 10 ml stStrarl@0&C stfil | e

reagent BAliquot into 12 x 0.8 ml volSitmesl.e for| 6 mo
Pl ac€0i°C freezer for storage.

NOTERO°C is NOT good for stofrage.

HRP Stop |([Carefully add 1 ml of concettorag eat sl ur

Solution |HRP Stop Solution Check t heStbaobxl eo nf otrh e6 tnoo
indicate acid has been adde
Mi x wel | and store at 4°C.

Preci siEonNRedeconstitution necessary. /Store at rjpoom

Advanced |[Protein temperaturile

Assay Stable for| 6 mo

Protease |[Relciomistot ute in 1 ml of di metitoyle saul 4¢Ci d e

Cocktail stock. month stabfl ity

the cocktall wi
freeze at W4°C
Stor€0atc flor 1
year stability.
cytoskeleton. com Page 10



V: | mportant Technical Not

A. Updated Version Review

Changed part # GL32 to PE38 to reflect remova

B. Growth and Treatment of Cell Lines

The ability to obtain reproducible activatior
responsiveness of the cell type you are usin
literature for Arfl1 activation vary greatly,
of cul tured cell s may prove beneficial if

experiment al design. The ideal culture- cond
GTP 1l evels i n fctohnet r ohtomehatsehdafiree sponsidtehadt at
maxi mizes the cellular response to the Arf1l s
Quite often the most critical el ement contr
activation is i Temtirfoyibkegr tsly@aubeptarticul ar

ftontroet hed reflects conditions that #fbaowoird a

active state. For adherent cel |l types, t wo
confluency of the cells in the culture vessel
(e.g. tissue culture treated plastic or coat €
These are parameters that can vary with eac
activator being evaluated. Some cell types

(e.g Swiss 3T3 mouse fibroblasts), whereas ot
(e. g endot hel i al cell s). Engagement of the
the matrix they are plated ont o -GaRP ahdothntl
need to be evaluated for each cell type.

I'n addition to cell density and growth surfac
a profound effect o®GTPhe basal | evel of rfil
Once theftomttirmd boefd tshemateel | s is achieved, t h
their responsiftespessi0doeat kthneiwn sti mul us. |
that poor culturing technirgeusep ocnasni vree scud Itl si.n e
occurs when cells are passaged too many ti mes
| f you are having dicbhtcol bgpdrdeyaetmi mixp@gr am
contact technical32-22354 gwaatrseeer vaitc e3@c3yt oskel et o
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V: | mportant Technical

Not

C. Assay Preparation For G-LISA®

It is critical to get btelieprepsay ngompeddentyss art
previously prepar eéddolupndatfeosr m aosf tAref 1GTB very
assayed as soon as possible after preparation
Tabl e 4: Assalyl $Aeparation for G

Reagent Preparation

ArfGITP bindllngReéove plate from 4°C and keep i|n its
wel | pl ate bench at room temperature for 30 min.

2. Do not remove the plate (or stri|lps) fr«
to the experiment.

Distilled MOt e pl aced on ice.

Protease ||Klielpi tadr room temperature.

Cocktail

Lysis Buffldr Determine volume of Lysis Buffer|] needec
at Tabl e 5.

2. Det er tofalnvelumeof Lysis Buffer needed by m
volume per culture vessel (pl) bly numb:
for guidelines)

3. Aliquot this volume of Lysis Bufffer int
in ice.

4. Add 10 pl of protease inhibitor Jcocktai

5. Mi x well and | eave on ice.

6 Lysis Buffeiceecokleds to be

Arfl contr|®Dli sprodtvei mnel tupei $ nBuOODer and | eaye on i

solution is good on ice for up to |1h D

stock, discard unused stock.

PBS pH 7. 2|Phosphate buffered saline is not plrovi dec
prior to the assay and placed on i e for

col d

An#Arf 1 ant|Haowey pri mary antibody stowkl|llteadyilpn Vyoe
need to mix 12.5 pl antibody with| 500 pl

dilution step should be performed]|just P

protocol .

Secondary |[|Hmtviebskyx ondary anti body st-wekl rseadyponyou
need to mix 2.5 pl antibody with |[500 pl

dilution step should be performed]|just P

protocol

Anti body DJ|PIll mtcieomeconstituted buffer on the RBench a
Buf fer

Binding Bul|fEfmdred bottle in ice.

Wash Buf fe|Place on the bench and use at room|temper
Antigen PrlPdartei mg@ the bench and use at roomj|temper
Buf fer

HRP Detectl]iThhre 0.8 ml aliquots of t-H68€ wveapklnsecoal
Reagents Alaand b®Bdy addition as detailed in tHhe assa
HRP St op S|Maktei srure that the box on top of he bot

acid has been added to the solution.

Pl ace the bottle on your bench and]all ow

Preci siEon |RPédice on the bench and use at room|temper
Advanced Pfrotein

Assay Reaglent

cytoskeleton. com Page 12



V: | mportant Technical Not

D. Timing and Intensity of Arf1 Activation

When using an Arf B abceteinv antedrl tchhaatr ahcatsenr i zed i
to consider a time course of Arfl1 activatior
P

transient in natur e, whi ch may be mi ssed
experiment. Recommended time points for an /
0, 1, 3, 6, 12 and 30 minutes.

I'n practical terms the timed experi ment shot
rapid processing of each single time point.
shoul d be s repperriomedmatl i puned i mmedi & 0.1 yT haen d
GLI SRit uses 25 pl. Oofmgl/yrHatleys(alt.e5 protein co
We recommend duplicate or triplicate samples
120 pl aliquots are recommended for snap free

E. Rapid processing of cells

GTP bound (active) Arfl is a |l abile entity,
r

ArGAPs during and after cell l'ysis esulting
are useful for rapid washing of cells.
Washing
1. Retrieve culture dish from incubator, i mme
place firmly on ice.
2. Il mmedi ately rinse cells with an appropriat
proteins (see Table 5 for recommended wash
3. Aspirate off all Thesi dsalesBRAtbaffemwm. that
dilute@orrect aspiration requires that the
for 1 min to allow excess PBS to collect ir
Cell Lysis
To avoid making too dilute or too concentrate
recommended to adjust the amount of Lysis Buf
type. Table 5 gives guidelines for suitable
I ow protein yields. The =exact Il ysis vol ume
determined empirically.
Tabl e 5: Recommended Wash and Lysis Vol ume
Culture Vessel Vessel surface area Volume of PBS Volume of Lysis
(cm?) wash (ml) Buffer (ul)
35 mm dish]8 2.0 100
60 mm dish 21 3.0 150
100 mm disH 56 10.0 400
150 mm di sH 148 15.0 1200
6-we | | cl ust]|edr. 5pl/atwee | | 3.0 100
l2wel |l clusfér/ pwatkl 1.5 60
T25 Fl ask 25 4.0 160
T-75 Fl ask 75 10.0 800
T-150 Flask | 150 15.0 1200

cytoskeleton. com Page 13



V: | mportant Technical Not

Cel | Lysis, continued

The time period between cell lysis and addi

i mportant. Take the following precautions:

1. Work quickly.

2. Keep sol uti onesmberdd aeldyisceet esso t hat t he tempe
This helps to minimize changes in signal o
gives very specific instructions regarding
to for successful results.

3. We strongly recommend cell |l ysates shoul d
clarification. A sampl e of at |l east 20 |
concentration measumustimentsnaphérloysatesn | iq
st or e0 °aQ. Under these conditions, frozen |
mont hs.

4. Thawing of cell Ilysatebkl $Asoay tohdihled ulse i
temperature water bath, followed by rapid
assay.

F. Protein Concentration

Equal protein concentration in all sampl es

bet ween samples in Arfl activation assiage.

colLddsis Buffer to give identical protein col

protein concentr 8t-bofigs/ mla nwd wigd falolm need to b

ml We highly recommend that the final Océncerl

lrﬁg/ml. However, due GadPthevel 6f emerddd fefr e

highly recommend you titrate yourfcbpsanbkl ede
st @sampleesge(rum starved) -bh@Aspsaayowmtha tGh e m.

|l ysate concentration that gives OD readdi ng (
0. 4. By doing this the OD readings of activa
stay in the |lineaProaege obntéertaasiagns bel o0\
not work with sufficient accuracy to warrant
equalize protein concentrations if the variat
The Preci®adeanBed Protein Assay Reagent (Par
kit in order to measure pr otstiep cprnceadurad.i o
for this analysis because it is detergent co
The protein assay can be performed in a 1 ml
Protocol section-:weAl t gromramaitv eclayn, dhe 6ubs esda myph eel
pipetted into a wel!/l f odll oowe dP rboyt eti me Aasdsdaiyt iRoe
case the absorbance reading at 600 nm is m
concentration in mg/ ml

G. Assay Linearity

The assay is linear from 1 to 20 ng of bound
at 16 ng, therefore any assay readings that

be out of the I|inear range of the assay. I n
tot al cell protein per assay. The | ower I ev
20% above the background reading of Lysis Bu
require increased cell protein per assay.

cytoskeleton. com Page 14
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| mportant Technical Not

H. Use of a Multi-channel Pipettor

When processing more than 16 wethannégl icr im
di spensing pipettor @i tphera driasnpgeen soef. 2Cr ittoi c2a0lC
addi ti omi,ndp mgt wash step and t he Antigen Pr
requirements for accurate and timely additi o
single channel pipettor will also increase t|
reagent addition can be completed, resutltting
channel or atdi spastsi ag mpi pettor wherever p o
pi pettor options is available we highly recoc
maxi mum of 16 well s.

Removal of Solutions from Wells

Removal of solutions from the wells is accomp

flicking out the well contents into a waste

times on a paper towel to get rid of residual

removal of solutions from the wel!/l requires

series of pats ohthampaperat $owel $Shé5compl ete |

wells between -st8ps wofryhemm@ortant as it av

readings in the buffer only wells. Ohea5baff

an absorbance of 490 nm I f bacek.gx5 utntde r eaa dr

vigorous removal of solutions from the well/l S

J. Plate Shaker Recommendations

I't is recommended to use an orbi-taly@lacanshs

200 rpm orbital shaking culture incubator or

be | ower with the 200 rpm option.

K. Spectrophotometer Settings

The majority of the work in the design of t |

Devices SpectraMax 250, which is one of the

parameters of a protocol file for the instrur
Table 6. Spectrophotometer settings

Parameters Character Contents

Wavel eng|th90 nm Bandwi dth 2 nm (can be % 20 |nm f o

Protocol| End poinfStandard end point assay

Shaking Medi um, b5 bst al

Temper atf|u4e° C Room temperature is also finje for
Pl ease inquire to Technical assistance3Zdr he
2254 for i mmednadtbkes rhve lcpe, @coyrt ofesokre |aestsa ns.tcaonnc e  wi
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VI : Assay Protocol

It is crucial to the success of this assay that the section entitled flmportant
Technical Notesd be read thoroughly and followed accurately. The A sign

indicates steps that have particularly critical flmportant Technical

Notesb .Have copies of Appendices 2 and 3 ready |

Filling these out wildl be a good reference b
need technical support.

To keep the assay in the Ilinear rafcpentwe | hie
ced(lserum starved in most case4) SAgsaye cChoe
the |Ilysate concentration that gives an OD ree¢
0.-a. 4. By doing thifscttihwea 6@Bdt pceedldlo g e d ofmelt &
likely to stay in linear range.

STEP 1: Assay Preparation

At |l east one hour prior to -befasnangcompomsmst
described in Section |V and Section V: I|Import
off Ilist below to confirm that the foll owing
ﬂ ArfGTP binding plate, at room tempeTrature i
ﬂ Wash Buffer, resuspended at room tTemperatur
f Precisi"mdvReded Protein Assay ReagTent, roo
ﬂ Water, 30 ml, ice cold T

ﬂ HRP Stop Solution, acid added and Lt room t
f Lysis Buffer, ice cold with proteaTse inhibi
ﬂ PBS, ice cold (see Table 5) T

ﬂ 1.5 ml mi crofuge tubes, kept on iTce

! Arf1 control Protein, resuspended‘l;n Lysis
ﬂ Anti body Dilution Buffer, room temIJerature
ﬂ Il ce bucket containing ice T

ﬂ Cel | scraper for cell collection T

ﬂ Liquid nitrogen for snap freezing ‘Ilcell Iy sé
f Vortex close to assay area T

cytoskeleton. com Page 16



VI

Assay Protocol (Contin

STEP 2: Lysate Collection

We strongly recommend you snap freeze your ¢
harvest and clarify. This is especially nece:c
amount of I|ysate before you snap freeze them
1. Treat cells as your experiment requires.
2. After treatment, place culture vessel on
PBS, see Table 5, Section V for recommend ¢
AS.Aspirate of f PBS. Tilt pl ates @amspicat éon
remnants Refsi RIBISs.I PBS will adversely affec

4. Lyse cells in an aipcgeeodQeerliilatley sviosl uBnef foefr ;
Section V for recommended vol umes.

5. Harvest cell |l ysates with a cell scraper.
this method because the Lysis Buffer is s

6. Transfer | ybabebednsampie tubes on ice.

7. Il mmedi ately <clarify by <centrifugation at
throughput screens or well characterized
omi tted)

8. At this point each |lysate volume shoul d
Buffer vol ume

9. Save at |l east 20 upl lysate in a clean mic
assay

10 Aliquot and snap freeze the remaining cel
-76C for future use. I't is recommended to
(sufficient-L18#ssayp)icate G

All.Measure |l ysate protein concentration as f«

12

a. Add 20 pl of each |lysate or Lysis BLuU
b. Add 1 ml of Protein Assay Reagent to
c. Il ncubate for 1 min at room temperatu

d. Bl ank spectrophotometer wi t h t he L
Reagent cuvette at 600 nm.

e. Read absorbance of sampl es.

f. Multiply the absorbance by 5 to obt
mg / ml

Move on to next time point or condition

.Calculate how to equaliize tlhddseBluf fatr a
identical protein concentrations. It is e
in each sample for a successful assay. (.

14.
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VI : Assay Protocol (Contin

protein concentration is not higher t he
Specifically, we recommend the final cor
and 1 mg/ml for HelLa cells. |t is not ne
if the sample variation is |l ess than 10%
The volume of cold cell Lysis Buffer to be &
be calculated as foll ows:
Ai B
_____ x (volume of A) = _ ____ __ __ ___
B
Where A is the higher concentration |ysates
most dilute sample (mg/ ml).
NOTE: | f you have previously titrated the
concentratidnd StAoryowowranG cal culate and may ¢
desired |l ysate concentration separately befc«
time cell Il ysates stay on ice; i-6TH htowd rdo Inyosd
is very fast.
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VI : Assay Protocol (Contin

STEP 3. G-LISA® assay

1. Al i quot 60pl of Lysis Buffer into a | abel
ice cold Binding -5BBufdrerhi gvloramdc ploaced on
buffer blank control

2. Al i quot 90 pl of A1CA (Arf1 Control Prote
dilute with 50ul of Lysis Buffer. -5sAdd 14
high and place on ice. This is your posit

3. Take t HGelIPArbfimdi ng plate out of its bag.
strips and pull out the number of strips
hol der provided, and place on ice. I mmedi
put the rest of the plate back in the p
storage

4. Di ssolve the powder in the wells with 100

5. Thaw the snap frozen cel | l' ysates in R (
| mmedi ately place on ice after they are t

6 . Based on the calculation of equalization,
respective tubes to equalize all Ilysate c¢

NOTE: It is recommended to calculate the dil

lysates as this allows rapid sample processir

7. Al i quot sufficient |lysate for duplicate (
mi crocentrifuge tubes

8. Add an equal vol ume of ice col d-5Bi rodhi rhg g
Keep on ice.

9. Compl eteanlowe t he water from the microplate
Compl ete removal of s ol ut ivoingso ffodrucenk tohfe t
pl at e vaingpdorsaeus es of pats offharpgaper. t oTwh
complete removal of solution £t 8ims wedtys
i mportant as it avoids high background r
buffer only wells shOunh3 mneadbbetwaeneOo
| f background readings are higher than
solutions from the well should be practi

10. Put plate back on ice.

11. I mmedi ately add 50 pl of lysate to respec:

12. Pipette 50 pul of buffer blank control to |
13. Pipette 50 pl of Arfl positive control (1

14. | mmedi at

ely pl acecotlddrebipladt emiacm opl at e s h
recommended

, 200 4°pCGn frdrmianuamt layy 30 mi n

NOTE: An ORBI TAL micr anplnatmmsh@G&er pmemugto
Sl ower shakers or rockers wild.l not be suffici
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VI : Assay Protocol (Contin

15 During the incubaAifoh, pdiitharty armtei bammdyi t c
Dilution Buffer by adding 12.5 upl of ant
Buffer. Note: The final volume of 500 pl

16 After 30 min, flick out thewswiktut i 200 fulo nv
Buffer at room t emmgeraantnerle Do pied dt ok emu ket it h
unattended .atVitghhiroutsil me remove the Wash B
flicking and patting the plate as detail e

17 Pl ace plate on the bench.

A 1 8 .Immediately pipette 200 pl of room temperature Antigen Presenting Buffer
into each well using a multi-channel pipettor and incubate at room
temperature for exactly 2 min.

19 Vigorously flick out the Anti ger/ Rriearseentoir
a paper towel as outlined in step 9.

20.0 mmedi ately whbhed weitrived2l0d pl of room te
Buffer. Vigorously remove Wash Buffer af:

21 .Add 50 wpl oAr fdl |l ptiemarmaynwtanti body to each
the orbital micHA0pPl apen)skkakeoom2®@@mper atu

22 During t he pri mary antibody incubation,
antibody to 1/200 in Antibody Dilution Bu
500 wpul Anti body Dilution Buffer. Not e: T
one strip (8 wells)

23Vigorously flArdkh outi maheg amttii body i mas br
a paper towel as outlined in step 9.

241 mmedi ately whbBhed weitrmved2l0d pl of room te
Buffer Vi gorously remove Wash Buffer af/

25.Add 50 pul of diluted secondary antibody
micropl at{ @ 88hkagkme)r at room temperature for

26 During the secondary antibody incubation
The HRP reagent is in two parts (A & B) w
prior to adding 50 pl to each well . For e
A with 250 pl of Reagent B into a clean
thawed in a room temperature water bath
t hawed. The mi Xtur e must be protected
temperature for 1 h. Unused mixed s-ol uti
mi xed, soluti dmozemoulminelde atel y for | ater

27Vigorously flick out t he seconr/datriymeasntadrn
paper towel as outlined in step 9.

281 mmedi ately whbBhed wgitmed2i0d pl of room te
Buf fer. Vigorously remove Wash Buffer af:

29 Pipette 50 pl of HRP detection reagent i
temperature for 10 min.

30.Add 50 pul of HRP Stop Buffer.

310 mmedi ately read the signal by measurin
mi croplate spectrophotometer as describec
Not es. Designate Lysis Buffer only wells
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VIl Data Anal ysi s

1.1t is recommended to use the Lysis Buffer
wi t h this kit. Based on the operator d e
machines have associated protocols that pe
Technical Hel p for the company supplying t|
perform this functifbynsi s Waehf é&thley sdilbt rB afr fed r
sampl es have been allocated as Blanks in t
a simple graph software |ike Excel or ig
background can be subtracted manually or ir

2. Data should be arranged i n c é&aumpdlddefaoner e
fStandard oDeem htd@ned8nd epfdor the number of
performed on each sampl e.

our s a mp8 aensplcwonl duemmn tihne t he same order
d in the plate.

4. Enter the following for mufMa atn, ratficcr alge ¢ Xm r ¥
where X = the colfuemmpYdescghamar dEempg@gmat or
n= row designator of the row that you are
t hiMeaomeader wuntil there are sufficient row
your experi ment

5. Enter the following for mi@ltanidrtra ddhsetiidieitvi ® i
( Xn:owmere X = the <col immYdesicgonlauwtnonr dfeosri gr
frepdnd n= row designator of the row that Yy
sector uBdendahe oHemdati ant il there are su
the number of samples in your experiment.

6. Enter your replicate data into repl, rep?2
and Standard deviation of your replicates.

7. When the data has been entered select the
data sectors by the click and drag met hod
Excel; this looks I|like -aacl cbaabl ensqiiaies
through the chart making process witbhumhe
charnitially, designate the Mean numbers fo
col umn f-@wxi st herryor bars needs to be desigr
chart is made. This is achieved by doubl e
t hiy-axi s oeabprthen entering the |l ocation of
clicki g stoboepti on and selecting themaarlea
tservice@cytoskeleton.com for a free Excel
|l ayout and data plot is shown in Figures 4
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AV I Dat a

An al

y S

(Contin

Figure 4: Typical Excel Layout

3 Microzoft Excel

Figure 5: Typical G-LISA® Results

||Ele Edt wimw Dnsert Formsk Tools Dats Widdow Help dwerchat 0.6
Dew &SRy s ao-- A&z 42
"ﬂrid vlnvnI].[|EEE B % 5 T8 0.5
= W ERAGE(DS.EDL4r 515 E
c 04
(=]
o 0.3
A
= 0 0.2
7 Samplerume Fiepl Fepz|  Arpd] St O] o
IR in 0 e 0.1
|9 82 D4 04| el ko) -
(" REH] D4 034 L0 a2
ERED I o e
12 a5 04| LE L0 A ['
{EREL] 04| 034 L0 a2
14 Posiiv: Comol [ e Serum
:: Bt er Bllank o1 0| USRI S‘amed
18
13 04
bl
2 L e N L Arfl activation by serum depletion measured by
o g PN I By G-LISA™L C2C12 cells were grown in medium
5 o2 supplemented with 10% serum. Cells were then
[ Tt rmr switched to serum free medium and incubated for
=l ° M L O LA an hour. 12.5 ug of cell lysates were subjected to
= R the G-LISA™ assay. Absorbance was read at 490
Rasdy __| .
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VI Troubl eshooting Guid
Observation Possible cause Remedy
Weak signal 8Browoprocessinjd.ofProammlses aonnpl es qui ckl
signal inpabtewsl hg°Cat abojve 4
2. The wells were|2al IDowendtt o edmow eouthg sol u
during the experijmerdtess the solution|of ne
3. The plate was |[Bl.I Swed et d hgettplpa thea gi|l nwi tt hhe
damp during storaldesiccant. Keep thg prot
the plate.
4. A step or compleine Rte adf itntsd rauscstdypong car e
was omitted.
5. The HRP reactil|dbn wWédhse matnual gui dellines
developed for | onjg eacduom. shoul d be g4l 1 owe
10 min at room temp. I'n
signal is very low, |allow
(up to 30 minutes) [ g
signal . HRP Stop Sqlutio
added prior to readilng at
Hi gh signal Canaéhtrati on |df &mtlil bovditérse irse ctoanchended
wel |I's hi gh. antibodies in the Mmanual
high, an antibody itrat
to optimize your rgsults
2. Insufficient w@shd&olwewethe instrgction
perfor med in the manual
Backgroundi. I nefficient r effava8lackfgroalnut ishhmoaul-4 read
readings Jarfer dithgh 0.25. Compl ete removal
(>0.25) GLl Cwel | s. from the wells is equir
clean assay Vigofous f
patting of the invegrted
to completely remoVye sol
wells after each sjtep is
Il mportant Technica Not e
L1 $method for detalls.
I nduced sjampPeor inducer aldti Wiutryx.hase a new vilal of
does notalgivﬁechnique not J2apiRek adr imsltd ucti ong care
significanensiugmal compare with your Experi
increase Sheet .
3. Too much extr ald3t. iTrhet He nealrl 3§ afide pgf t h
or the concentr altiodn aacft i enet rAa dtl .
is too high.
4. The endogerfdus|4GTHitrate down the|amoun
l evel is too higlh.added.
5. Tissue culture|bcelDleg andts of how tq seru
correctly serum |stgarveend.in Appendi x [|. Ly
keep Cell Lysis Buffer a
water on ice.
6. Temperature of|6l.ysliigrandce controllgd cel
incubati 8n is no|t s4aarved) as indicafted in
basal l evel reading is o
7. The basal | evel] bouff fAerrf 1bliasnkt osoubt r pcti on
hi gh detect correct actj|vatio
Significght I ncorrect vol ujmme dfold olwuttihend nfsamr gcti on
variation bedwkrentep added]| iwvoltthme wied Itshe manuhfl
duplicateg2triphccatate pi pl|ett iAnguantniel pipettolr is
sampl es recommended.
Positive |[tonPositive contrjfdl. Pset @ mewads urbee edch ti
not wor kijngstored after ref onpsetri tkuitti.on.
Not e: Refer to our website for-Lt Banesgyspdates
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Appendi x 1 Experi ment Rec
Scientist Nameéééééééeeééeé
Contact Tel Héeééeéeeeeeeed
e-mai | ééeéecéécééeeéceé.
Kit Cat # | Léoétéét éecéeécéé
STEP Comments or Change
1. Type of c&eélkékgéerégicssceeécéééé
2. How were the cell séépéréeépéacréedagsi on tctaoalkwyusk
é6ééééeééé. donfluency
.ééééééééinducer
ééééé mg/ m of protein i
3. How | ong were the ice celééeg€eél mt hons on i
4. Time that cultures wééééeéénoveod fprmom i nct
5. Was BindingéBaééeéryY aadrdeM ?
6 . Ti me that binding react iécdré® éwe raem plra cpend o
7. Did you add 50 @aééeéééeXtraot peN well ?
8. What | ocations are théééoOéalwedlylss s Buffer
9. What speed and time was th&éshpméamgi for t
10. How long did yiundiang wdéd&é&éé&dp? pastmin
11. What was t he-Rthiomep rwhmeanr yt haen ta nbtoid yé éréeact i o
am or pm
12. What was the time when the Secarédary .ant.i
am or pm
13. What was the time when déééec.t&dmmorr gpaagent
14. What was the ti me whééé . .tahme oprl aptmre was r ead
Name of e xépéeéréiémbeénétééééééééééééééééceé
Date of erpébiEméacééééééééeééeééeeceeéeésd

Technical

Assi st ahz2254 awlilkeeeivtiiceer@c3dyG3o s kel et

cytoskel eton
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