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About the Kits

Cell Extraction Kit 1 kit 71926-3
WideScreen® Reagent Kit 1 kit 71783-3
WideScreen RTK Complete Assay Kits

RTK Total Bead Kits See Appendix A
RTK pTyr Bead Kits See Appendix A
Overview

Bead-based flow cytometric assays enable sensjtreejse quantification of analytes within a sampWhen directed
towards protein analytes, such assays are es$efiidEAs on a bead. Samples are combined withlégbe
microparticles covalently conjugated to a capturigbady. Analytes captured on the beads are idedtifith detection
antibodies and a fluorescent label. A major adgataver traditional protein analyte quantificatmethods (such as
ELISA) is the capacity for multiplexing, as beadséd assays allow simultaneous quantification ofiplalanalytes in a
small sample volume.

Receptor tyrosine kinases (RTKSs) are critical ratprs of numerous cell signaling pathways and e implicated in
various disease states. Ligand binding to the esditdar domain of transmembrane RTKSs triggers peamedimerization
and autophosphorylation of an intracellular kindseain. This event ultimately triggers activatidrdownstream
pathway proteins via phosphotyrosine-SH2 domaierattions. The WideScre2RTK Assay Kits allow quantification
of a set of key RTKs, including:

« Epidermal Growth Factor Receptor (EGFR)

« Insulin-like Growth Factor 1 Receptor (IGF-1R)

« Hepatocyte Growth Factor Receptor (HGFR)

« Platelet-Derived Growth Factor Receptor beta (PDBFR

« Human Epidermal Growth Factor Receptor 2 (HER-2)

« Vascular Endothelial Growth Factor Receptor 2 (VIRAF

¢ Tyrosine Kinase with Immunoglobulin and EGF RepafFie-2)

The WideScreen RTK Assay workflow is shown in Fegdron p 4. If expressed in the cell line of insérendividual
RTK proteins may be present in either inactivediiva states depending on availability of the Rig&hd. Cellular
protein samples are prepared by gentle membrangcéirh. Extracts are combined with dye-labeled lnex xXMAP
beads covalently conjugated to capture antibogiesific to each RTK. After incubation and severabkhes, the beads
are incubated with biotin-labeled detection antibedThe resulting bead-immobilized immunosandvisctietected with
streptavidin-phycoerythrin and quantified usinguariinex xMAP instrument.

Importantly, detection antibodies differ betweea WideScreen Total RTK assay and the WideScreenRTIK assay.
In the Total assay, the detection antibody recam@second epitope on the RTK, allowing quantificaof RTK levels
without regard to phosphorylation state. In thepdssay, the detection antibody is specific to eored pTyr on all
RTKs. Relative quantification of RTK phosphorylati(expressed in median fluorescence intensity uisitgossible
using the pTyr kit. Because antibodies would compet the same analyte, the RTK Total Assays cabaatultiplexed
with the RTK pTyr assays.

Applications of the WideScreen RTK Assay Kits iragu

« Biomarker quantification

« Expression profiling

¢ Confirmation of knock-down experiments

« RTK agonist or antagonist profiling

¢ Pathway analysis

¢ High-throughput compound library screening
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Figure 1. WideScreeff RTK Assays using LuminexX’ xMAP® Technology.The WideScreen RTK

Assays consist of a series of phosphotyrosine-Bp&TK assays and companion RTK total protein gssahe
phosphotyrosine assays utilize RTK-specific captum#bodies and a broad-spectrum phosphotyrositeztien
antibody. The total RTK assays, which include stadd, allow the signals from the phosphotyrosisaygsto be
compared to the total amount of RTK in the sample.

Components

RTK Bead Kits and Standards are used together itiptex analysis of cell lysates. The WideScrediKRotal Assay
Complete Kit and the WideScreen RTK pTyr Assay CletepKit contain sufficient reagents to run 96 westls. For
maximum flexibility and user-defined multiplex agsanfiguration, components of the WideScreen RDkalTAssay
Complete Kit and the WideScreen RTK pTyr Assay CletepKit are available separately. All componemtsragecessary
for carrying out the RTK bead-based assays.

The RTK Bead Kits and buffers are not compatiblhwither bead kits and reagents sold by EMD Chdmitizc. or
other vendors.

WideScreen RTK Total Assay Complete Kit

The WideScreen RTK Total Assay Complete Kit inclitlee entire set of reagents to run 96 test wialtfiding the
RTK Total 7-plex, RTK Total Standards Mix, Cell Exttion Kit, and WideScreen Reagent Kit.

WideScreen RTK pTyr Assay Complete Kit

The WideScreen RTK pTyr Assay Complete Kit commite entire set of reagents to run 96 test weltdding the
RTK pTyr 7-plex, Cell Extraction Kit, and WideScreReagent Kit.

No standards are included in the pTyr Assay Corap{dt

RTK Bead Kits

RTK Bead Kits contain antibody-coated Capture Beaukbiotinylated Detection Antibodies used fogédrdetection
via immunoassay sandwiches. Bead Kits may be paethseparately, or as pre-mixed panels. AvailabkdBits are
listed in Appendix A and atww.novagen.com/WideScreeRerformance specifications for the Bead Kitscetiled in
the individual Certificates of Analysis, availaldeline. Each RTK Bead Kit contains sufficient reatgefor 100 tests.
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The RTK recombinant standards are used to cremtelatd curves when performing quantitative asdggsh individual
RTK Total Bead Kit (used to quantify a specific RT&get regardless of phosphorylation state) iredutie appropriate
individual recombinant standard. Pre-mixed RTK mbmant standards are supplied with the RTK Totday
Complete Kit and the RTK Total 7-Plex. The concatidn of standards in the standard curves can uredfin Appendix
B and atwww.novagen.com/WideScreeBach recombinant standards mix or individual déad contains reagents
sufficient to generate eight singleplex or multipt#andard curves, or four standard curves in dafdi

Cell Extraction Kit

The Cell Extraction Kit contains a cell extracti@agent that releases soluble and membrane preticiently.
Benzonas® Nuclease reduces viscosity due to chromosomal Df¥sphatase and protease inhibitor cocktails aiaint
the phosphorylation state and integrity of targetgins during cell extraction. The kit containagents sufficient to
make 20 ml of cell lysate or to process 160 wdilsatis grown in 96-well plates. Additional extraxt reagent is
included for preparation of titration buffer.

WideScreen® Reagent Kit

The WideScree(%Reagent Kit contains reagents needed for the baseéebmmunoassays, including all buffers, a 96-
well filter plate, a plate sealer, and a streptawvjzhycoerythrin solution used in the final detentstep. The kit contains
sufficient reagents to perform 96 singleplex ortipiéx bead-based tests.

Components and Storage

Cell Extraction Kit 71926-3

25 ml Extraction Reagent Store at -20°C

500ul Phosphatase Inhibitor Cocktail| Store at -20°C
Set V (50x)

25ul Protease Inhibitor Cocktail Set Store at -20°C
11l (1000x)

10wl Benzonase Nuclease HC, Store at -20°C
Purity >99% (250 U/ul)

WideScreerll Reagent Kit 71783-3

io0ul Streptavidin-PE Concentrate Store at 4°C

20 ml 10X Wash Buffer Store at 4°C

25 ml 5X Assay Diluent Store at 4°C

lea Polyethylene Plate Sealer Store at room texnper
lea 96-well Filter Plate Store at room temperature

Components and storage conditions for WideScredaB8ad Kits and RTK Assay Complete Kits are
described in Appendix A.

Additional Reagents and Equipment Required

« Experimental samples, such as cultured cell lirestéd with or without stimulant

+ Luminex® xMAP™ System (or comparable, such as Bio-BPI8uspension Array System)

* XMAP data analysis software (e.g., Luminex IS™, AGt&rStation, Bio-Plex Manager™, or comparable)

« Vacuum manifold for filter plates (Millipore Cat.dNMAVMO0960R)

* 96-well plate platform shaker, such as IKA MTS4

« BCA protein assay kit (EMD Cat. No. 71285)

« Polypropylene microcentrifuge tubes

¢ 15 ml and 50 ml polypropylene centrifuge tubes

¢ Microcentrifuge

* Vortexer

« Ultrasonic bath, such as Cole Parmer EW-08849 dopt)

¢ Multichannel pipet (optional)

« Fixation solution (0.2% paraformaldehyde in TBS)t{onal)

« Syringe-tip filter (0.45 um) and syringe, or 96-Iféter plate (e.g. Millipore #MSBVN6510) and 96el collector
plate

¢ Tris-buffered saline (TBS) (10 mM Tris, pH 7.5, 1501 NaCl)
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Growth of Cell Lines

Considerations Before You Begin

« Growth rate and requirements for optimal growthyx@nsiderably between cell lines; even the sartidirce will
grow differently in different laboratories. The lfmving conditions are intended as general guidsliomy.

» Cells maintained in culture for long periods of¢itend to exhibit slower growth rates and becorfrac®ry to
stimulation conditions. In general, cell lines g <15 times are recommended.

« SeeSupplementary Protocols on p 17 for sample protocols for stimulation wgttowth factors in presence or absence
of RTK inhibitors.

Protocol for Growth of Cell Lines

1. Culture cells in T-75 flasks until steady growtheiablished. Most cell lines will tolerate a spfitl:10 — 1:20
without slowing their growth rate.

2. Culture adherent cells until they approach a camftunonolayer, or suspension cells until they apgndl§ cells
per ml. Slower-growing cell lines (such as A431)ynmatially take up to a week to approach conflugnc

3. Plate cells, using the following table as a genguéde. Harvest cells for lysate preparation atter 3 days,
depending on whether the cells are serum starverthight before harvesting.

Table 1. Approximate Cell Numbers for Seeding Cellines

Cell Line 175 Flask S LTS 96-well Plate (per well)
or 10 cm Dish (per well)

A431 2.0x16 2.8x16 4.0x 1d

Hela 1.2x16 1.7x16 1.5x1d

HepG2 48x19 6.8x 10 8.0 x 1¢

HT29 2.4x16 3.4x16 3.0x1d
HUVEC 1.5 x 16* 2.0x 10 not recommended

NHDF 1.5 x 16* 1.5x 10 not recommended
SK-Br-3 2.0x16 2.8x16 3.0x1d

Jurkat 1.0x1d 1.4x16 1.5x1d

* HUVEC and NHDF cells plated with these cell numbames serum-starved after 6 days and lysed after 7
days

Note: If cells are grown in 96-well plates, plate extra wells for determining total protein concentration of
the lysates.

Note: If cells will be stimulated prior to extraction, serum-starve them for 4-16 h before stimulation. See
Supplementary Protocols on p 17 for sample protocols for growth factor stimulation in presence or
absence of inhibitor treatment.

4. Prepare lysates when cell density is high, bus@ek still growing logarithmically. For adheremtls, this is
typically a monolayer that is ~ 80% confluent. Baspension cells, this is typically a density &-0.0 x 16 per

ml.
USA and Canada Germany United Kingdom and Ireland All Other Countries
Tel (800) 628-8470 Tel 0800 100 3496 UK Freephone 0800 622935 www.novagen.com
biosciencehelp@ techservice@merckbiosciences.de Ireland Toll Free 1800 409445 biosciencehelp@

emdchemicals.com customer.service@merckbiosciences.co.uk emdchemicals.com



User Protocol TB500 Rev. C 0510JN Page 7 of 23

Lysate Preparation

Considerations Before You Begin
¢ Lyse induced and uninduced cells at the same time.

« Do not omit steps from the sample preparation paitcAll steps are necessary for optimum assayopednce.
« Ifitis important to know the lysate protein cont@tion from cells grown in 96-well plates, prepadditional wells

of cells solely for this purpose.

« If using cells grown in 96-well plates, avoid ptagicells in the outermost rows and columns. Thisimmizes cell

growth edge effects.

Lysis Protocol for Cell Lines

1. Prepare 1X Assay Diluent by adding 25 ml 5X Assdyént (WideScree(?] Reagent Kit) to 100 ml sterile distilled
deionized water. Store 1X Assay Diluent that wélised within one month at 4°C. To avoid microgiahwth,

dispense aliquots of any remaining 1X Assay Dilierd store at —20°C.

2. Prepare 1X Wash Buffer by adding 20 ml 10X Washf@ufwWideScreen Reagent Kit) to 180 ml sterileitiest

deionized water. Store at 4°C.

3. Calculate the total amount of Extraction Reageeted. Prepare 10% excess to account for pipetting e

Format Extraction Reagent
T-175 flask 4 ml
T-75 flask 2mil
T-25 flask 1ml
6-well 200 pl/ well
96-well 120 pl/ well

4. Prepare the required volume of supplemented Eidra&eagent:
Per ml Extraction Reagent, add:

20ul Phosphatase Inhibitor Cocktail Set V (50X)
1l Protease Inhibitor Cocktail Il (1000X)
0.1ul Benzonas&Nuclease

Note: Prepare fresh supplemented Extraction Reagent each time cell lysates are made.

5. Aspirate and discard culture medium.

On ice, rinse cell monolayer twice with cold Trisflered saline (TBS). Remove all TBS.
For non-adherent cells: transfer cells to centeftigoes, centrifuge at 500gxand wash twice with ice-cold TBS.

7. Add cold supplemented Extraction Reagent to adheedls. Incubate for 20 min at 4°C with gentletation

(rocking platform or occasional swirling).

For non-adherent cells: flick pellet to loosen. Adgplemented Extraction Reagent. Incubate for @0at4°C

with occasional vortexing.

8. Dislodge and solubilize all adherent cells usinglzber policeman or by repeated pipeting. Extraltauld be clear

and non-viscous.

9. Clear lysates by filtration. Pre-wet filter or éltplate with TBS, then remove all excess buffer. lifsates with
volume >0.2 ml, use syringe-tip filter (pore sizé®um). For lysates with volume < 0.2 ml, use av@@-filter
plate (e.g. Millipore #MSBVN6510, filtration by ceifugation at 1500 xj for 1 min at 4°C. Place a 96-well plate

under the filter plate during centrifugation toleot lysates.)

10. Either proceed immediately to the Bead-based Immss@my Protocol, or store aliquots at —70°C. Avoidtipie

freeze-thaw cycles.

11. Remove a 50 pl aliquot of each extract for protpiantification by BCA Protein Assay (Cat. No. 71285

Determine the total protein concentration of eadhaet.
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Note: Typical total protein concentrations from cells grown in flasks range from 0.4 mg/ml to 2 mg/ml,
depending on the cell line and confluence. Typical total protein concentrations from cells grown in 96-
well plates range from 0.1 mg/ml to 0.5 mg/ml.

Flowchart for RTK Lysate Preparation

Cells Grown in Flasks or 96-well plates

Prepare Stocks & Buffers
1X Assay Diluent: Dilute 5X five-fold with water
1X Wash Buffer: Dilute 10X ten-fold with water

!

Prepare Supplemented Extraction Reagent
per 1 ml Extraction Reagent:

. Phosphatase Inhibitor Cocktail: 20 pl
. Protease Inhibitor Cocktail: 1l
. Benzonase ® Nuclease: 0.1 pl
\ 4
Cell Lysis

. Discard culture medium
. Wash cells twice with ice-cold TBS
. Add supplemented Extraction Reagent
4 ml per T-175 flask
2 ml per T-75 flask
1 ml per T-25 flask
200 pl per well of 6-well plate
120 pl per well of 96-well plate
. Incubate for 20 min on ice

v

Filtration of cell lysates
. Pre-wet filter or filter plate with TBS
. For lysates with volume >0.2 ml: use a syringe-
tip filter (pore size 0.45 pm)
. For lysates with volume <0.2 ml: use a 96 well-
filter plate (e.g. Millipore #MSBVN6510;
centrifuge 1500 x g, 1 min, 4C)

v

Determine Total Cellular Protein Concentration
. Use BCA Protein Assay
. Proceed to bead-based immunoassay or store
lysate aliquots at —70C

USA and Canada Germany United Kingdom and Ireland All Other Countries
Tel (800) 628-8470 Tel 0800 100 3496 UK Freephone 0800 622935 www.novagen.com
biosciencehelp@ techservice@merckbiosciences.de Ireland Toll Free 1800 409445 biosciencehelp@

emdchemicals.com customer.service@merckbiosciences.co.uk emdchemicals.com



User Protocol TB500 Rev. C 0510JN Page 9 of 23

Bead-Based Immunoassay Protocol

Considerations Before You Begin

Have on hand the 1X Assay Diluent and 1X Wash Buffat was prepared during the Lysate Preparatiotopol.
Important guidelines to follow when using filteapds and the vacuum manifold:

» Excessive vacuum will cause the filter plate membr perforate. Adjust the manifold using a ndtefi
(ELISA or tissue culture) plate, ensuring that¥heuum cannot exceed 5 in (127 mm) Hg.

« After adjusting the vacuum, place filter plate be tmanifold. Use fingertips to apply pressure eyeaatoss the
plate. The liquid should drain in 2-5 sec.

* To avoid drying out the beads, vacuum only longugoto drain all wells. Do not allow drained be&alsit for
more than 1 min before rehydrating with buffer.

« ltis critical to remove excess buffer from the argide of the filter plate by tapping it on a pafmvel several
times before adding samples or reagents. This ptewamples from wicking out of the wells duringubation
steps. For the same reason, avoid placing fil@epmn an absorbent surface during incubations.

« To avoid perforating the filter plate membraneshee that the probe height on the xMASystem is adjusted
correctly. Do not touch the membrane with pipes.tipor accurate pipetting, touch tips to the safdke filter
plate wells. Change tips as necessary to preveessaontamination.

Capture Beads contain fluorescent dyes and areftirerlight-sensitive. To avoid photobleaching,kéeads in
microcentrifuge tubes covered. Cover filter platestaining beads with aluminum foil during inculbatisteps.
Streptavidin-PE solution is also light-sensitiveptect from light.

To prevent fluorescent dye loss, do not use orgsolients with capture beads. Beads are incompatitth DMSO
concentrations >1%.

Many of the washing and preparation of aliquotpstre done most easily with an 8-channel or 12+ublgpipet
(manual or automatic). However, for best resulé®, accurate single-channel pipets for manipulaif@standards and
experimental samples.

If using multichannel pipets, ensure that tipedtrectly. Verify volume accuracy and consistency.
To conduct the protocol efficiently, prepare reagdar the next step during incubation periods.

When calculating the amount of reagents needechgltinie various steps, prepare 10% excess to atiopifietting
error.

Run standard dilution series and experimental sespsing the same multiplex configuration. Foransg, if a 7-
plex of Bead Kits is used to measure experime@talges, the same 7-plex should be used to creatdahdard
dilution series. Multiplexing causes slight shifissome standard curves, which will make quantificainaccurate
unless experimental samples are measured usirggathe multiplex.

For best overall assay performance, lysates auéedilat least 4-fold when incubating with the CaptBeads. If
desired, lysates can be tested at a 2-fold fiatidn, although this concentration of Lysis Buftigcreases the
sensitivity of some Bead Kits. If a 2-fold finallafion is used, change the titration buffer composito 50% Lysis
Buffer/50% 1X Assay Diluent to ensure accurate djieation. Final dilutions less than 2-fold aretmecommended.

Step 1: Prepare Titration Buffer

Quantitative immunoassays are sensitive to bufierposition. Therefore, include the same proportibBxtraction
Reagent in all dilutions of standards and samflke.best overall assay performance occurs whetelysae diluted at
least 4-fold when incubated with the Capture Be@dsation buffer as described here (25% ExtractReagent, 75% 1X
Assay Diluent) maintains a 4-fold final dilution Bktraction Reagent in all assay wells.

Note: Prepare fresh titration buffer for each assay.

1.

Calculate the total amount of Titration Buffer neddA minimum of 2000 pl titration buffer is neededprepare a
duplicate standard curve (s&ep 2: Prepare Sandard Dilution Series below). A minimum of ~300 pl titration
buffer is needed for each lysate sample that igetil more than 4-fold final (see optional stepStép 3: Prepare
Sample Dilutionson p 11).
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Sample Calculation:

2000

9000 (30 X 300y
Make at leadtl000yl titration buffer

2 Standard dilution series

30 Diluted lysate samples

2. Prepare the required volume titration buffer byimixExtraction Reagent from the Cell Extraction &itd 1X
Assay Diluent prepared from the WideScriéeReagent Kit. Use a ratio of 25% Extraction Reagem5% 1X
Assay Diluent. In the example above, take 2750xteEtion Reagent + 8250 pl 1X Assay Diluent = 1000
Titration Buffer (allowing for additional buffer taccount for pipetting error).

Step 2: Prepare Standard Dilution Series

Notes: Standards are only available for RTK Total Bead Kits. No standards are available for RTK pTyr Bead
Kits.

Prepare fresh diluted standards for each assay and use within 1 h.

1. To prepare duplicate 7-point standard curves, leig#lt microcentrifuge tubes and add 240 pl TiraBuffer to
tubes 2-8. Se&ep 1. Prepare Titration Buffer on p 9.

2. Resuspend the appropriate lyophilized RTK Totah8sads in 120 pl Titration Buffer for each analytEng tested.
These represent 10x Standard solutions. Vortefipt@ensure all standards are in solution.

3. If conducting a singleplex or user-assembled mieikigssay, add 30 pl of each of the individual Ri#al
Standards (10x) being assayed to tube 1. Bringptia¢ volume of tube 1 to 300 pl with Titration Berf and mix
well. This tube is “Dilution 1" of the standard diion series. If using the RTK Total Standards Mixs only
necessary to add 30 pl premixed 7-plex standar@gQ@qul Titration Buffer.

4. Prepare 4-fold serial dilutions from Dilution 1, fafows:
- Transfer 80 ul from tube 1 to the 240 ul titratlouffer in tube 2; mix well.
- Change tips. Transfer 80 ul from tube 2 to the g#titration buffer in tube 3; mix well.
- Proceed in similar manner with the serial dilnsdhrough tube 7.

5. The 8th tube contains 240 pl titration buffer ofliis will serve as the blank control.
Note: Refer to Appendix B for concentrations of the serially-diluted standards.
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Table 2. Serial dilution of pre-mixed RTK recombinant standards (7-Plex):

Tube/ Volume Standard Volume Final Concentration

Dilution Titration
Buffer
1 30ul RTK Total Standards Mix, 7-Plex (10X) 270
2 80ul from tube 1 24Q
3 80pl from tube 2 24Q

4 80ul from tube 3 24Q See Appendix B
5 80ul from tube 4 24Q
6 80ul from tube 5 24Q
7 80ul from tube 6 24Q

8/ BLANK None 240u 0

Table 3. Example of serial dilution of five individual RTK Total Standards (user-assembled

multiplex):
Tube/ Vol. Standard Volume Final
Dilution Titration Concentration

Buffer

1 5 x 30l of each individual RTK Standard (10X) = 150 ptatio 150ul

volume

2 80pl from tube 1 24l

3 80pl from tube 2 24l

4 80ul from tube 3 24Qu See Appendix B

5 80pl from tube 4 24l

6 80pl from tube 5 24l

7 80pl from tube 6 24Ql

8/ BLANK None 240ul 0

Step 3: Prepare Sample Dilutions
Notes: Thaw and (if applicable) dilute samples within 1 h of use. Avoid multiple freeze/thaw cycles.

96-well samples can be diluted 4-fold with 1X Assay Diluent in the immunoassay-plate later in the protocol
(see Step 5: Combine Capture Beads with Analytes on p 12).

1. Dilute lysate samples four-fold in 1X Assay Dilugatg., 100 ul lysate with 300 pl 1X Assay Diluemix well.

2. Calculate the protein concentration of the foudfdiluted lysate samples based on the protein dication values
previously determined using BCA assay. For exaniptee original sample concentration was 1.6 mgiim
dilution results in 400 pg/ml.

Note: If desired, cell extracts can be further diluted to ensure more accurate signal quantification. In this case,

follow the optional steps below (Steps 3-5 within this section). A range from 1-10 pg total cell protein per

assay well is usually optimal.

3. Label four microfuge tubes. In tube 1, mix the féald diluted lysate and titration buffer to a fineolume of 400 ul
and final protein concentration of 100 pug/ml (10wl later in the assay). For example, if the féald diluted
extract has a total protein concentration of 400ml,gmix 100 pl diluted extract with 300 pl titrati buffer.

4. If additional dilutions of the extract are desirpdepare three additional 2-fold dilutions of tie#l extract, as

follows:
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- Add 150 pl titration buffer to tubes 2, 3, and 4.

- Transfer 150 pl from tube 1 to the 150 pl tiwmatbuffer in tube 2 and mix well.

- Change tips. Transfer 150 pl from tube 2 to th@ fil titration buffer in tube 3. Mix well.
- Proceed in similar fashion with the serial dituns through tube 4.

5. These dilutions will result in 10 pg, 5 pug, 2.5 pgl.25 ug total cell protein per assay well, ezsipely (refer to
figure below).

titration buffer

150 pl 150 pl 150 pl

o |

40 ug total T
cell protein

(to final volume
of 400 ul with
titration buffer.)

final total cell protein

1.25ug  per well in xMAP® assay

10 g 5ug 2.5 g

Step 4: Prepare Capture Beads

Individual RTK Total Bead Kits can be multiplexedall combinations, and individual RTK pTyr Beadd<tan be
multiplexed in all combinations. However, RTK ToB#ads and RTK pTyr Beads cannot be multiplexeettoey
because antibodies compete for the same analyte.

Note: Prepare diluted Capture Beads within 1 h of use.

1. Calculate the number of test wells needed, allowib@% extra for pipetting error.

2. Note the volume of 50X Capture Beads needed pdr bgded on the assay format. In all cases, thigiteein 2000
beads per bead region per well.

Assay Format Vol. Capture Beads (50X) needed

Singleplex(one target)

1 ul per well

User-assembled multiplex

1 ul from each individual Bead Kit per well

RTK 7-plex (premixed)

1 ul per well

Thoroughly resuspend each vial of Capture B€s@X) by vortexing for 10 sec, sonicating in arrasgbnic bath for

10 sec, and vortexing again for 5 sec.

Each well receives a total of 50 pl diluted (1X)p@&ae Beads. Determine the total volume of 50X GapBeads

needed per well (refer to table above)

and themelof 1X Assay Diluent needed to bring the totduwwe per well

to 50 pl. Multiply these volumes by the numberezittwells to determine the total volumes of eachpmmnent
needed. Refer to the table on the next page fanpbacalculations.

Add the calculated volumes of Capture Beads (50%]) BX Assay Diluent to a microcentrifuge tube. ¥ar8 sec.
Protect from light and store at 4°C until use.
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Example Calculations: (40 test wells, including 10% extra)

S User-assembled multiplex
RTK 7-plex (e.g., 5-plex)
(premixed) G- oP
Test wells 40 40
Volume Capture Beads 1 pl each bead per well =5 pl
(50%) 1 pl per well total
Volume 1X Assay Diluent 49 ul per well 45 ul per well
Total Volume 1 pl beads per well x 40 wells| 5 ul beads per well x 40 wells
Capture Beads (50X) = 40 pl beads =200 pl beads (40pl ea)
Total Volume 49 pul per well x 40 wells 45 pul per well x 40 wells
1X Assay Diluent =1960 pl =1800 pl

Step 5: Combine Capture Beads with Analytes

1. Pre-wet 96-well filter plate wells with 50 pl 1X #ay Diluent for 5 min. Leave dry any wells thatlwibt be used.
These wells can be used in future assays (usddtegealer for storage). With the vacuum manifafghly gentle
vacuum (3 in Hg/76 mm Hg) to filter plate just dtitjuid aspiration is complete. Tap filter plate a paper towel
to remove any buffer on the underside.

Note: It is critical to remove excess buffer from the underside of the filter plate before adding samples or
reagents. Otherwise, samples may wick out of the wells during incubation steps. For the same reason,
avoid placing filter plate on an absorbent surface during incubations. See Considerations Before You
Begin on p 9 for guidelines on using the filter plate vacuum and manifold.

2. \Vortex (10 sec) the diluted Capture Beads solupi@pared as pe&kep 4: Prepare Capture Beads on p 12. Add 50
ul to each well being used.
3. Remove liquid from filter plate by vacuum filtratio

4. To bead-containing wells reserved for the standadd 100 ul from the standard dilutions (Dilutidrg + blank)
prepared as p&tep 2: Preparing Sandard Dilution Serieson p 10.

5. To bead-containing wells reserved for analyzingeexpental samples, add 100 pl diluted samples peelpas per
Sep 3: Prepare Sample Dilutions on p 11. If additional sample dilutions were pregia(optional), add 100 pl of
these dilutions to bead-containing wells.

Note: If working with samples generated from cells grown in 96-well plates, dilute them directly four-fold
with 1x Assay Diluent in the immunoassay plate. Add 75 ul 1X Assay Diluent and 25 pl cell lysate directly
to the appropriate wells of the 96-well filter plate. For convenience, we recommend using a multichannel

pipet.
6. Incubate overnight at 4°C on a platform plate sh§k80 rpm). Use aluminum foil to protect filterapd from light.
Note: Shorter incubations are possible, but will decrease overall signal strength.

Step 6: Add Detection Antibodies
Note: Prepare 1X Detection Antibody solution within 1 h of use.

1. Calculate the number of test wells needed, allowib@% extra for pipetting error.
2. Note the volume of 100X Detection Antibody neededpell, based on the assay format (see table xinpage):
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Assay Format

Volume Detection Antibodies (100X)
needed

RTK pTyr singleplex (one target) 1 pl per well
RTK Total singleplex (one target) 1 pl per well
User-assembled RTK pTyr multiplex 1 pl per well

User-assembled RTK Total multiplex

1 pl from each individual Bead Kit per well

RTK pTyr 7plex (premixed)

1 pl per well

RTK Total 7plex (premixed)

1 pl per well

3. Each well receives a total of 100 ul diluted (1X@téction Antibody solution. Determine the totalwmle of 100X
Detection Antibodies needed per well (refer tottigde above) and the volume of 1X Assay Diluentdegeto bring
the total volume per well to 100 ul. Multiply thesglumes by the number of test wells to determireetotal
volumes of each component needed. Refer to the dbw for example calculations.

4. Add the calculated volumes of Detection Antibodi®80X) and 1X Assay Diluent to a microcentrifugbeuVortex
3 sec and store at 4°C until use.

Example Calculations: (40 test wells, including 10% extra)

Singleplex,or User-assembled RTK Total
RTK 7plex multiplex
(premixed) (e.g., 5-plex)
Test wells 40 40
Volume Detection 1 ul per well 1 ul each Antibody per well =5 pl
Antibodies (100X) P total
Volume 1X Assay Diluent 99 pl per well 95 pl per well

1 pl Antibody per well x 40{ 5 pl Antibodies per well x 40 wells

Total Volume wells = 200 pl Detection Antibodies

Detection Antibodies (100X)

= 40 pl Detection Antibody (40ul ea)
Total Volume 99 ul per well x 40 wells 95 ul per well x 40 wells
1X Assay Diluent = 3960 pl = 3800 pl

5. Remove liquid from filter plate by vacuum filtian.

Add 100ul 1X Wash Buffer to each well. Remove liquid by uam filtration. Repeat wash and filtration steps
twice more, for a total of three washes. Tap fifilate on a paper towel to remove any buffer orutigerside.

Note: Do not allow the beads to dry out. Vacuum only long enough to remove all liquid. Add the next
solution immediately after tapping filter plate on a paper towel.
Immediately add 10gl 1X Detection Antibody solution to each well.
8. Incubate for 1 h at room temperature on a platfolate shaker (750 rpm). Protect from light.
Note: Turn on the Luminex® xMAP® system. The lasers require a 30 min warm-up period.
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Step 7: Add Streptavidin-Phycoerythrin (PE)
Note: Prepare 1X Streptavidin-PE solution within 30 min of use.

1. Calculate the total volume of 1X Streptavidin-PHision required. 100 ul is needed for each test.wel

2. Prepare the calculated volume of 1X StreptavidinsBEtion by diluting Streptavidin-PE Concentrat#QD in 1X
Assay Diluent. Vortex 3 sec. Protect from light atore at 4°C until use.

3.  Wash wells three times with 1X Wash Buffer as dbesct above. After the final vacuum filtration, tlper plate on
a paper towel to remove any buffer on the underside

Immediately add 100 pl 1X Streptavidin-PE solutioreach well.
5. Incubate for 45 min at room temperature on a piatfplate shaker (750 rpm). Protect from light.

6. Optional: Add 30 pl fixation solution to each wil2% paraformaldehyde in TBS, not provided inkhp
Incubate for 5 min at room temperature on a platfptate shaker (750 rpm). Protect from light.

Note: Fixation will improve well-to-well assay reproducibility.
7. Wash wells three times with 1X Wash Buffer as dbésct above. After the final vacuum filtration, tlper plate on
a paper towel to remove any buffer on the underside

8. Immediately add 120 pl 1X Assay Diluent to the tsedeach well. To fully resuspend beads beforainm
samples on the Luminex system, incubate for 3-5amim platform plate shaker. Protect from light.

9. Analyze samples with a LuminBxMAP® system according to the manufacturer’s instrustion
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Flowchart for RTK Immunoassay Protocol

Prepare Titration Buffer
(75% 1X Assay Diluent : 25% Extraction Reagent )
. 2000 pl for duplicate standard curves
. ~300 pl for each lysate sample diluted >4-fold final

Prepare Capture Beads Prepare 7-point Standard Curve Prepare Sample Dilutions
Vortex/sonicate Capture Beads (50X) . 30 pl pre-mixed RTK Total Standards . Dilute lysate four-fold in 1X
Per well: Mix in tube 1, or 30 pl each Assay Diluent
1 pl Capture Beads (50X) from each individual RTK Standard in tube 1 +  Prepare 100 pg/ml Dilution: in
bead kit «  Bring to final volume of 300 pl with tube 1, 10 pg lysate + titration
+ 1X Assay Diluent to final volume of titration buffer buffer to final volume of 400 pl
50 pl « 240 plftitration buffer in tubes 2-7 « 150 pl titration buffer in tubes 2-3

+  4-fold serial dilutions (80 pl from tube +  2-fold serial dilutions (150 pl from
1 to tube 2, etc.) tube 1 to tube 2, etc.)

\ ! /

Pre-wet Filter Plate
. 100 pl 1X Assay Diluent per well; vacuum filter after 5 min

v

Capture Bead/ Analyte Incubation
. 50 pl diluted (1X) Capture Beads to all wells
. Remove liquid by vacuum filtration
. Add 100 pl sample dilutions to beads in appropriate wells
. Add 100 pl standard dilutions to beads in appropriate wells
. Add 100 pl titration buffer to beads in “Blank” well(s)
. Shake overnight (750 rpm, 4<C,in darkness)

2

Detection Antibody Incubation
. Per well: 1 pl Detection Antibody (100X) from each bead kit + 1X Assay
Diluent to final volume of 100 pl
. Wash & vacuum filter plate 3 times (100 pl 1X Wash Buffer per well)
. Add 100 pl diluted (1X) Detection Antibody mix to each well
. Shake 1 h (750 rpm, room temperature, in darkness)

v

Streptavidin-PE Incubation
. Per well: 1 pl Streptavidin-PE Concentrate + 99 ul 1X Assay Diluent
. Wash & vacuum filter plate 3 times (100 pl 1X Wash Buffer per well)
. Add 100 pl diluted Streptavidin-PE to each well
. Shake 45 min (750 rpm, room temperature, in darkness)
. Optional: Add 30 pl fixation solution to each well (0.2% paraformaldehyde in TBS, not
provided in the kit)
. Shake 5 min (750 rpm, room temperature, in darkness)

v

Analysis

. Wash & vacuum filter plate 3 times (100 pl 1X Wash Buffer per well)
. Add 120 pl 1X Assay Diluent to each well
. Shake ~5 min (750 rpm, room temperature, in darkness)

Run on XMAP © system (Recommended):
. CAL2 Gain Setting: default (Luminex®) or RP1low (BioPIex®)
. DD Gate: 7500-18500 (Luminex) or default (BioPlex)
. Sample size: 50 pl
. Collect 100 events per bead region
. Timeout: 30 sec (Luminex) or default (BioPlex)
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Collecting Data and Data Analysis

Data Acquisition
For detailed instructions on the operation of Luefhsystems, refer to the user guide for your spesiftware and
instrument. General recommendations are given below

1. Using your Luminex system software, prepare a Raitfor the assay you will run. Enter in informatifor each
Bead Kit target, and for the standards, samples cantrols that will be run. The ranges of finahcentrations
found in the RTK Total Standards Mix 7-plex arewhadn Appendix B.

2. Select the bead regions used in the assay. Therbgiahs used for the RTK Bead Kits are shown ipéxix B.
Format the assay plate, indicating which wells aomtvhich type of analyte.
4. Acquire data using the system settings shown below:

Software Sample Events per Timeout Doublet CAL2 Gain
Size Bead Region Discriminator Setting
LuminexX’ 100 IS™ 5qul 100 30 sec 7500-18500 default
ACS StarStation 5ql 100 30 sec default default
Bio-Plex® Manager™ 5@l 100 default default RP1 Low

Generation of Standard Curves and Quantitation of Experimental Samples

« Standards are available for all of the RTK Totah8&it assays (see Appendix B), allowing accurai@ngification.
Representative standard curves and assay perfoentaiocmation can be found in the Certificates odysis for the
individual bead kits.

« The 7-point standard curves are plotted using MeBiaorescent Intensity (MFI) as the signal read¥uaxis)
against concentration of standard dilutions (X-pxideasurements of the blank are useful for assgsmckground
and lower limits of detection. However, it is n&oessary to subtract the MFI value of the blaninfaiher
measurements, and the blank is generally not plaisepart of the curve.

» Five-Parameter Logistic (5PL) curve fitting is reamended for modeling data. Most ranges of stancianee

concentrations are too wide for accurate linearaggjon analysis. Four-parameter (4PL) equatiohoftén give a
good fit, but are not ideal because they assumst#imelard curve is symmetrical.

« If the signal from an experimental sample excebdstghest point of the standard curve, the comagonh of the
unknown shoulahot be extrapolated because the non-linear shape aftéimdard curve cannot be accurately modeled
past the last measured point. In this case, sarsplmdd be diluted and tested again.

Supplementary Protocols

Considerations Before You Begin

Include appropriate positive and negative contgienever possible. Increases in target proteingitaylation can be
demonstrated by comparison to unstimulated cedls treated with RTK inhibitors, or by treatinglaxtracts with
lambda protein phosphatase. In this last case,gPlatese Inhibitor Cocktail should not be addedh&Extraction

Reagent.
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Alternative 1: Stimulation of Cell Lines (in absence of inhibitor treatment)
Note: Have all reagents for cell extraction ready before inducing cells.

1.

4.

Prepare induction medium by diluting all growthttacstocks to a final concentration of 100 ng/mtigsue culture
medium lacking fetal bovine serum (FBS) (referablé on p 18). This results in a 1X solution. Gioféctors can
be added separately, with each of the followingealdih a separate T-75 flask (6 flasks total):

- EGF

- IGF

- HGF

- PDGF A/B

- VEGF

- Vanadate for stimulation of Tie-2

Alternatively, all six growth factors can be addsahultaneously to one T-75 flask. In either case b ml induction
medium per T- 75 flask. For mock inductions, prepissue culture medium lacking FBS and growthofiact

Following serum starvation, remove medium. Add hiction medium (or mock induction medium) to seatv
cells. Immediately return cells to incubator.

Incubate at 37°C and 5% G&r 10 min.
Note: Phosphorylation of many signaling pathway proteins peaks at 5-10 min, followed by rapid
dephosphorylation.

Extract cells immediately according to the Lysategration protocol (p 7).

Alternative 2: Inhibition and Subsequent Stimulation of Cell Lines
Note: Have all reagents for cell extraction ready before inhibiting and inducing cells.

1.

Reconstitute inhibitor in DMSO according to the mfacturer’s instructions. Prepare inhibition medibyndiluting
the inhibitor stock to the desired concentratio® iml tissue culture medium lacking FBS. For mattilbitions,
prepare serum-free tissue culture medium lackihgitors, but including an equivalent volume DMSO.

Following serum starvation, remove medium. Replaite inhibition medium (or mock inhibition medium).
Immediately return cells to incubator.

Incubate at 37°C and 5% G@r 1 h.

Prepare induction medium by diluting all growthttacstocks to a final concentration of 200 ng/mtigsue culture
medium lacking FBS (refer to table on p 18). Tleisults in a 2X solution. Growth factors can be adskparately,
with each of the following added to a separate Tiagk (6 flasks total):

- EGF

- IGF

- HGF

- PDGF A/B

- VEGF

- Vanadate for stimulation of Tie-2

Alternatively, all six growth factors can be addsahultaneously to one T-75 flask. In either case b ml induction
medium per T- 75 flask. For mock inductions, prepissue culture medium lacking FBS and growthofiact

Add 2X induction medium (or mock induction mediudiectly to inhibitor-treated cells. Immediatelytuen cells
to incubator.

Incubate at 37°C and 5% G@&r 10 min.

Note: Phosphorylation of many signaling pathway proteins peaks at 5-10 min, followed by rapid
dephosphorylation.

Extract cells immediately according to the Lysategration protocol (p 7).

USA and Canada
Tel (800) 628-8470
biosciencehelp@
emdchemicals.com

Germany United Kingdom and Ireland All Other Countries
Tel 0800 100 3496 UK Freephone 0800 622935 www.novagen.com
techservice@merckbiosciences.de Ireland Toll Free 1800 409445 biosciencehelp@

customer.service@merckbiosciences.co.uk emdchemicals.com



User Protocol TB500 Rev. C 0510JN Page 19 of 23

Table 4. Growth factor reconstitution and dilution

_— . Final Concentration
(?;c():\gtr Cat. No. Reconstitution Amount [ug] Rigclﬁ];tglftllc]) n Stoc[k S/?:]Llj]t ion in 1X Induction
H Hg Medium [ng/ml]
EGF #324831 | 10 mM acetic acid, 0,1% BSA 200 2000 100 100
HGF #375228 PBS, 0,1% BSA 5 50 100 100
IGF #407240 PBS, 0,1% BSA 50 500 100 100
PDGF-AB | #521220 4 mM HCI, 0,1% BSA 10 100 100 100
VEGF #676472 PBS, 0,1% BSA 10 100 100 100
Vanadate | #567540 water 200 mM 10 mM
Troubleshooting
| Problem | Probable Cause Solution

Lysate is viscous

Genomic DNA is not digested

Make sure Benzofiaseclease was added to Extraction Reagent.
Incubate lysate longer.

For cell lines with recurring viscosity problemslditional Benzonase Nuclease
can be added (available separately).

Leaking wells in filter plate

Wicking due to adherent drops

Tap filter plate sav@mes on paper towel before adding samplesagents.
Do not place filter plate on an absorbent surfaging incubations.
If wells leaked during data acquisition, it maypuessible to reacquire these
wells. Blot underside of the wells and add 1@@vell 1X Assay Diluent.

Perforation of filter plate
membranes

Adjust the vacuum setting to <5 inches (127 mm) Hg.
Do not touch membranes with pipet tips.

Filter plate wells not
draining under vacuum

Vacuum is too low

Adjust vacuum setting to 3-5 ieslf76-127 mm) Hg.

Clean rubber seals. Apply fingertip pressure teffiplate to ensure formation of
a good seal.

Use a plate sealer to cover wells not in use.

Cell debris clogs membranes

Clarify lysates bytrifeigation. Avoid disturbing pellets when removing
supernatant.

If lysate protein concentration is high, dilutethar before assaying.

Low bead counts during
data acquisition

No beads (or wrong beads) in the
wells

See solutions above for leaking wells.

Verify that the appropriate beads were added atohect concentration, and
that the correct bead regions and wells were sslettiring acquisition setup.

Luminex® fluidics system is
clogged

Clear system of clogs or air using maintenancesstiegcribed in the instrument
user manual (sanitize, alcohol flush, probe sorinagtc.).

Make sure that the probe height is set correctly.

Make sure that beads are in suspension by incupplate for 3-5 min on the
platform plate shaker (750 rpm) immediately befamalysis.

Microbial growth in buffers can cause beads tdksticthe filter plate
membrane. Do not use contaminated reagents.

Timeout limit is set too low

Use the recommended settings for acquisition sitstp(50 pl sample, 100
events per bead, 30 sec time out, etc.). Howeeeout limit can be set higher,
e.g. 75s.

Data acquisition is slow

No beads in the wells, or fluidics
system is clogged

See “Low bead counts during data acquisition” sohg, above.

Some bead regions being acquired Make sure that the intended beads were added hahthe correct bead regions

are not in the wells

and wells were selected during acquisition setufempting to acquire
inappropriate bead regions will cause each samgiene out.
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| Problem Probable Cause Solution |
Beads are not falling into Beads were not resuspended in 1XThe setting of the Doublet Discriminator (DD) gatéuffer-specific. This gate
the gates properly Assay Diluent before analysis can be adjusted, but 1X Assay Diluent is the bufeommended for running

samples. Other buffers may also cause bead aggnegat

Beads were exposed to organic Do not use organic solvents in the immunoassatheswill damage beads
solvents irreversibly.

Beads are falling outside the bead Do not use expired beads.
region gates due to photobleachingpg not expose the beads to ambient light for >16. ioid intense light.

Fluidics system is not running Confirm that the waste container is not full, theath fluid is not empty, and
properly the SD fluidics module is turned on.

Check system calibration using approved calibraitieads.

Verify correct system pressure. Confirm that thetesy is free of air or
particulate buildup. Follow maintenance steps desdrin the instrument user
manual.

An immunoassay reagent is
used up

Solutions were not prepared or Confirm correct buffer dilutions and use.

used as described in the protocol ¢ aqditional Wash Buffer is needed, TBST (10 mMsToH 7.5, 150 mM,
NaCl, 0.05% Tween-20) may be substituted.
If additional Assay Diluent is needed, 10 mM Trid p.5, 225 mM NaCl,
0.05% Tween-20, 1% BSA may be substituted.

If additional 96-well filter plates are requiredewecommend Millipore Cat. No.
MSBVN1210.

High coefficients of
variance (CVs) between
replicates

Cells grown in 96-well plates show To avoid edge effects, don't plate cells in outestneells of plates.
well-to-well variability Plate cells uniformly. Add lysis reagents accusatel

Do not dislodge adherent cells during pre-lysistwsteps. If necessary, decant
(instead of aspirating) liquid and tap plate ongrapwels.

If cells become less adherent during overnightreestarvation, shorten the
serum starvation step to 4 h.

A gradual drop in signal strength asGroup samples such that those being compared Iglifeatluding replicates)
many samples are read on the are not being read with a long delay in between.

®
XMAP™ system Use 0.2% paraformaldehyde in TBS to covalentlyPfito bead surfaces.

Lysates assayed at different times Generate standard curves carefully (using at tigslicate dilutions series) to
show assay-to-assay variability increase inter-assay precision.

Fully resuspend standards and lysate samples yrthdao room temperature
and vortexing carefully.

Sample measurements not
falling on the standard
curve

Dilution of digested lysate is too  If values are higher than the standard curve, @aimples further in titration
low or too high buffer.

Signal strength may be boosted by increasing lysatein concentration, by
lysing cells at a higher confluence, or by usirgs|Extraction Reagent.

Standard curve and background The standard curves of some assays shift sligiptyunultiplexing. Therefore,

values increased due to for accurate quantitation, the same multiplex sbgs must be prepared when
multiplexing comparing standard curves and experimental samples.
Target concentration is below Ensure that stimulation conditions are optimal.
detection Screen additional cell lines. Target expression beguboptimal in some cell
lines
Confirm that antibodies used in the assay recogaizget in the species being
tested.
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Appendix A: RTK Bead Kits Ordering and Storage Information
Each Bead Kit contains the following components:
¢ 100 ul Capture Bead (50X, use 1 ul per test)

¢ 100 ul Detection Antibody (100X, use 1 ul per test)
¢ 120 ul RTK Total Standard(s) (only available in didead Kits)

Note: Individual RTK Total Bead Kits can be multiplexed in all combinations and individual RTK pTyr Bead
Kits can be multiplexed in all combinations. However, RTK Total Beads and RTK pTyr Beads cannot be
multiplexed together, because antibodies would compete for their respective analyte.

RTK Total 7-plex Kits Store at 4°C 71924-3
100 tests EGFR Total, IGF-1R Total, HGFR Total,
PDGFR3 Total, HER-2 Total, VEGFR2
Total, Tie-2 Total
RTK pTyr 7-plex Kits Store at 4°C 71925-3
100 tests EGFR pTyr, IGF-1R pTyr, HGFR pTyr,
PDGFR3 pTyr, HER-2 pTyr, VEGFR2
pTyr, Tie-2 pTyr
Individual RTK Total Bead Kits
100 tests EGFR Total Bead Kit Store at 4°C 71928-3
100 tests IGF-1R Total Bead Kit Store at 4°C 71829-
100 tests HGFR Total Bead Kit Store at 4°C 71930-3
100 tests PDGHRTotal Bead Kit Store at 4°C 71931-3
100 tests HER-2 Total Bead Kit Store at 4°C 71932-3
100 tests VEGFR2 Total Bead Kit Store at 4°C 71933-
100 tests Tie-2 Total Bead Kit Store at 4°C 71934-3
Individual RTK pTyr Bead Kits
100 tests EGFR pTyr Bead Kit Store at 4°C 71935-3
100 tests IGF-1R pTyr Bead Kit Store at 4°C 71936-3
100 tests HGFR pTyr Bead Kit Store at 4°C 71937-3
100 tests PDGHRpTYyr Bead Kit Store at 4°C 71938-3
100 tests HER-2 pTyr Bead Kit Store at 4°C 71939-3
100 tests VEGFR2 pTyr Bead Kit Store at 4°C 71940-3
100 tests Tie-2 pTyr Bead Kit Store at 4°C 71941-3
WideScreen RTK Total Assay Complete Kit 71942-3
1 RTK Total 7-Plex, which includes: Store at 4°C
+  RTK Capture Beads Premix, 7-Plex
+  RTK Total Detection Antibody Premix,
7-Plex
+  RTK Total Standards Mix, 7-Plex
1 Cell Extraction Kit (see p 5 for components) rStat —20°C
1 WideScreen Reagent Kit (see p 5 for components)ee pss for
storage
conditions
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WideScreen RTK pTyr Assay Complete Kit 71943-3

1 RTK pTyr 7-Plex, which includes: Store at 4°C
. RTK Capture Beads Premix, 7-Plex
«  pTyr Detection Antibody

1 Cell Extraction Kit (see p 5 for components) rStat —20°C

1 WideScreen Reagent Kit (see p 5 for components)ee ps for
storage
conditions

Note: The RTK Bead Kits and reagents are not compatible with other bead kits and reagents sold by EMD
Chemicals, Inc. or other vendors.

Appendix B: Dilution Series for Generating Standard Curves

The standard curve is used to quantify target prst®und in cell extracts and other analytes. &aths are recombinant
proteins representing the extracellular domairaajet proteins.

Notes: Standards are supplied with RTK Total Bead Kits only. No standards are available for RTK pTyr Bead
Kits.

Standard concentrations are assay-dependent. This is because the linear range and lower limit of each assay
depends on assay sensitivity. Values shown are the final concentrations in pg/ml.

Standards supplied with Bead Kits for individual Total targets contain only the standard of interest, but can be
mixed for multiplex analysis.

RTK Total Standards Mix: Final concentrations in the 4-fold serial dilution of the standards

Total- Total- Total- Total- Total- Total- Total-Tie-2
EGFR IGF-1R | HGFR PDGFRB | HER-2 | VEGFR2
Molecular Weight [kDa] 68 48 129 84 96 160 100
Bead Region #21 #25 #30 #43 #72 #76 #80
pg/ml pg/mi pg/ml pg/ml pg/ml pg/ml pg/ml
Dilution 1 20000 100000 50000 20000 20000 100000 1000(
Dilution 2 5000 25000 12500 5000 5000 25000Q 2500
Dilution 3 1250 6250 3125 1250 1250 6250 625
Dilution 4 313 1563 781 313 313 1563 156
Dilution 5 78 391 195 78 78 391 39
Dilution 6 20 98 49 20 20 98 10
Dilution 7 5 24 12 5 5 24 2
Blank 0 0 0 0 0 0 0
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