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1.0 Introduction

1.1 APiX™ Cancer Biomarker Kit Overview

The APiX Cancer Biomarker Kit, a single-capture antibody microarray, measures relative changes in the
abundance of 45 cancer-related proteins in human serum (Figure 1 & Table 1). Each antibody on the array has
been shown to capture its target antigen in a linear fashion and tested for cross-reactivity with other antigens in

the panel (see www.gentelbio.com/APIXcancer for more information).

The APiX Cancer Biomarker Kit contains one pre-printed antibody array slide (with 16 sub-arrays) and enough
APiX Protein Labeling Reagent to label and run eight samples. The additional eight sub-arrays allow you to test

the labeled samples in duplicate or with a different dilution.

If preferred one can measure 16 unique samples on the slide when supplementing this kit with one additional
APiX Protein Labeling Reagent & Detection Kit (Product No. 5-1027; sufficient for eight additional reactions).

Figure 1. APiX Cancer Biomarker Array Schematic

/@0® 000 000 000 000

pos ctrl neg ctrl

AFP

B2M CA 125

HONEROERE

00000000 OO 000

CA 15-3 CA 19-9 CEA CATB CRP

Slolvjelelel [ | Joleley [ I

EGE EGE-R EAS FAS-ligand fibronectin

elvleeel [ 1 Jeelel I [ J

GM-CSF Hemo HGF ICAM-1 IgM

Slolcjeeel [ | Joleley [ I

IGFBP IL-2 IL-3 IL-4 IL-5

Slolvlelelel [ | Joleley [ I J

IL-6 IL-8 IL-10 IL-12 IL-6R

SlSlSleeel | 1 Jeeef I [

IFN LH MCP-1 MMP-1 MMP-2

Slovjeeel | | Jeoeley I [

MMP-3 MMP-9 PAI-1 plasminogen PSA (free)

Slolcleeel | | Jeoeley I I J

PSA (total) TIMP-1 Rgt Citrl TGF-b Transferrin

Slvlvjelelel | | Joeley [ [

K tPA VCAM-1 VEGF neg ctrl pos ctrI/

5500 Nobel Drive m Madison, WI 53711 m Phone: 608.441.2904 m Fax: 608.441.2970 m www.gentelbio.com

info@gentelbio.com m orders@gentelbio.com m techsupport@gentelbio.com




—

¢G ENTEL
‘. BIOSCIENCES

APiX™ Cancer Biomarker Kit
(Product Number 8-1027 )

User Protocol

Literature Number
L118 Rev 07Jan10

Page
3o0f13

Table 1. APiX Cancer Biomarker Proteins

Protein Abbreviation | Protein Abbreviation
alpha-fetoprotein AFP Interleukin 6 IL-6
b2-Microglobulin B2M Interleukin 8 IL-8
Cancer antigen 125 CA 125 Interleukin 10 IL-10
Cancer antigen 15-3 CA 153 Interleukin 12 IL-12
Cancer antigen 19-9 (Sialyl Lewis A) | CA 199 Interleukin 6 receptor IL-6R
Carcinoembryonic antigen CEA Interferon gamma IFN
Cathepsin B CATB Leutinizing Hormone LH
C-reactive protein CRP Monocyte chemoattractant protein-1 MCP-1
Epidermal Growth factor EGF Matrix Metallopeptidase-1 MMP-1
Epidermal Growth factor receptor EGFR Matrix Metallopeptidase-2 MMP-2
FAS FAS Matrix Metallopeptidase-3 MMP-3
FAS ligand FAS Ligand Matrix Metallopeptidase-9 MMP-9
Fibronectin fibronectin Plasminogen activator inhibitor type-1 PAI-1
Granulocyte macrophage colony

stimulating factor GM-CSF Plasminogen plasminogen
Hemoglobin Hemo Prostate Specific Antigen (Free) PSA (free)
Hepatocyte growth factor HGF Prostate Specific Antigen (Total) PSA (total)
Intercellular Cellular Adhesion

Molecule-1 ICAM-1 Tissue inhibitor of matrix metalloproteinases-1 | TIMP-1
Immunoglobulin M IgM Reagent Control Rgt Ctrl
Insulin-like growth factor binding

protein 3 IGFBP3 Transforming growth factor-beta TGF-b
Interleukin 2 IL-2 Transferrin transferrin
Interleukin 3 IL-3 Tissue plasminogen activator tPA
Interleukin 4 1L-4 Vascular Cellular Adhesion Molecule-1 VCAM-1
Interleukin 5 IL-5 Vascular endothelial growth factor VEGF

1.2

The APiX Cancer Biomarker Array uses the APiX Protein Labeling System for labeling serum proteins prior to
sample analysis on the array. This labeling system, based on the Universal Linkage System (4 + 2 J-is sensitive
enough for detection of serum proteins by using a single-capture assay. Protein labeling will remain stable in
aqueous solutions and compatible with a wide variety of buffers, salts and detergents. The linkage forms a
stable coordinative bond to proteins through sulfur and nitrogen-containing side-chains of Cysteine, Histidine,
and Methionine. This linkage is less disruptive to protein-protein interactions than the more common Lysine
targeting mechanisms, such as Isothiocyanate labeling (ITC) or N-hydroxysuccinimide labeling (NHS),

APiX Protein Labeling

providing a higher labeling uniformity per protein and a lower risk of epitope destruction.
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Figure 2. APiX Cancer Biomarker Schematic
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The APiX Cancer Biomarker Array is printed on APiX protein microarray slides and is specifically designed for

multiplex immunoassays and delivers the highest signal-to-noise with the highest sensitivity for antibody

microarray applications.

2.0  Kit Contents
Component Description Quantity PI(I%d'
APiX Cancer Biomarker Array APiX Arre.iy protelr.1 microarray slide containing 1 slide 8-1018
16, pre-printed antibody sub-arrays
APiX Protein Labeling Reagent (BIO-ULS) | Lirunctional Protein Labeling Reagent J0pL | 51025
(8 reactions per Kkit)
Protein Labeling Buffer (10X) Buffer for labeling reactions 100 pL 5-1008
Stabilization Agent Carrier protein, lyophilized powder 01g 5-1013
Stabilization Solvent (10X) Solvent used to suspend Stabilization Agent 1 mL 5-1016
Gentel Wash Buffer (10X) Buffer used to remove unbound protein 20 mL 2-1031
Protein Labeling Reagent Trap Column Column used to remove nonreacted ULS 8 5-1022

5500 Nobel Drive m Madison, WI 53711 m Phone: 608.441.2904 m Fax: 608.441.2970 m www.gentelbio.com

info@gentelbio.com m orders@gentelbio.com m techsupport@gentelbio.com




—_— APiX™ Cancer Biomarker Kit
‘. GENTEL (Product Number 8-1027 )

User Protocol

BIOSCIENCES

Literature Number Page
L118 Rev 07Jan10 | 5of 13

Collection Tubes Tubes used to collect eluate from trap column 16 5-1024
APiX Reagent A Development Reagent A 10 mL 10-2132
APiX Reagent B Development Reagent B 10 mL 10-2112
APiX Rinse Buffer (1X) Buffer used to rinse slides 20 mL 10-2133
APiX Anti-biotin Gold Conjugate Detection Reagent 20 pL 10-2131
APiX Conjugate Buffer (1X) Gold Conjugate Buffer 200 mL 10-2134
APiX Reagent C Gold Conjugate Diluent Reagent 200 mg 10-2135
APiX Array Tube Development Tube 1 tube 10-2117
APIX Cancer Biomarker Kit User Protocol L118

3.0 Materials Required, But Not Included

Component Description
SIMplexa- 16 Multiplexing System 16 well device with well seals and gasket (Product No. 4-1001)
Orbital plate shaker Capable of 160 RPM
Bench-top microcentrifuge Capacity 8+ microcentrifuge tubes, minimum capability >10,000 RCF
37°C Water bath Various
Vortex Mixer 1,500-2,500 RPM
8-1.5 mL Microcentrifuge tubes Various
1-15 mL Conical tube Various

Ultrapure Water

Resistivity >18.0, T -cm at 25°C

Microarray Scanner

Gentel Biosciences APiX GR8 (Product No. 10-1013) or APiX VistaScan

(Product No. 10-1001)

Microarray Image Analysis Software

Gentel Biosciences AthenaQuant (included with Product No. 10-1013)

APIX Cancer Biomarker data analysis
template for ArrayVision

www.gentelbio.com/APIXcancer

Micropipettes

Single, Repeat, and 8-channel; various capacities

4.0 Storage

The APiX Cancer Biomarker Kit should be stored at 2-8s * wU OWAD OwU U]

5.0 Safety and Handling

Use Universal Safety Precautions when handling human body fluids. For all other materials, normal

precautions exercised in handling laboratory materials should be followed. The material is not considered

hazardous according to 29CFR1910.1200. The chemical, physical, and toxicological properties of this product

may not, as yet, have been thoroughly investigated. We recommend the use of gloves, lab coats, and eye

protection when working with any material.
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Table 2. Risk and safety phrases apply to components of the Kit:

APiX Reagent A APiX Reagent B

R52/53 Harmful to aquatic organisms, may | Harmful
cause long-term adverse effects in the aquatic
environment.

S61 Avoid release to the environment. Refer to
special instructions/safety data sheets.

R40 Limited evidence of a carcinogenic effect.
R43 May cause sensitization by skin contact.
R68 Possible risks of irreversible effects.

S26 In the event of eye contact, rinse immediately with
plenty of water and seek medical advice.
S36/37/39 Wear suitable protective clothing, gloves and
eye/face protection.

For more information, please consult the appropriate material safety data sheets, available from Gentel. Please

note Reagent B is oxygen sensitive and thus is stored under a nitrogen atmosphere.

container, use promptly and do not attempt to reuse any Reagent B which may remain.

6.0 Protocol Overview

After opening the

7.0 Detailed Procedure for use of the APiX Cancer Biomarker Kit

This kit contains sufficient reagents for labeling 8 serum samples with APiX Protein Labeling Reagent.

Gentel recommends that at least one sample be designated the reference sample (e.g., normal serum) to

use as a base comparison to that of the other samples.

Overnight labeling for 16 hours is recommended. Following labeling, unreacted reagent is removed
using a Protein Labeling Reagent Trap Column (provided). Labeled samples are diluted and then
applied to the array. Pre-measured reagents within the kit are configured to be used for a single assay.

Proper storage and handling of serum samples is critical for obtaining optimal data. Avoid repeated

freeze-thaw cycles and aliquot and freeze samples at -80°C for long-term storage.

7.1

APiX Protein Labeling Reagent Preparation and Sample Incubation (Day 1)

Note: One reaction (5 uL) of Protein Labeling Reagent is sufficient to label proteins in 2 pL of human
serum containing 100-hul Y uofrdrotein. If the total amount of protein in the serum sample
does not fall within this range (e.g. due to removal of high abundance proteins), adjust the
volume of serum accordingly. If it is necessary to adjust the serum volume, adjust the volume
of water as well in order for the final reaction volume to remain the same (see Table 2.0 below).
This will not affect the overall sample. If the protein concentration in a given serum sample is

unknown, we recommend using a commercially available protein quantitation kit.

7.1.1 APiX Protein Labeling Reagent Preparation:
7.1.1.1 Centrifuge the Protein Labeling Reagent (Product No. 5-1025) for 1 minute using a

bench-top microcentrifuge to collect material in the bottom of tube.

7.1.1.2 Resuspend the Protein Labeling Reagent by gentle pipetting.
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7.1.2 Serum Sample Preparation and Incubation:
7.1.2.1 Prepare protein labeling reactions in separate, clean microcentrifuge tubes (not

included) according to the table below. Add components in the order listed.

Table 3.
Component Reaction
Volume
Ultrapure Water 83 uL
Protein Labeling Buffer (10X), (Product No. 5-1008) 10 uL
Protein Labeling Reagent, (Product No. 5-1025) 5 uL
Serum Sample (100-hul Y w4 T wOOUEOQwx UO 2 ul
Total Volume 100 puL

7.12.2 MixreactionsUT OUOUT I CaOwbPOEUEEUI wOYI UODT T UWEUwt Ak
Note: 16 hours of incubation provides optimal results.

7.2 Preparation of Buffers (Day 2)

Note: Equilibrate entire kit to room temperature (18-30°C) prior to use. This must occur for peak
assay performance.

7.2.1 Preparation of Stabilization Buffer (make immediately prior to use)

7.2.1.1 Equilibrate the 10X Stabilization Solvent (Product No. 5-1016) to room temperature and
briefly vortex to re-dissolve any precipitated salts. Add 1 mL of 10X Stabilization
Solvent to one pre-measured 100 mg aliquot of the Stabilization Agent (Product No. 5-
1013).

7.2.1.2 Immediately vortex mixture for approximately 15 seconds to suspend the material.
Note: some Stabilization Agent may remain unsolubilized.

7.2.1.3 Centrifuge the solution on a bench-top microcentrifuge for 10 minutes.

7.2.14 Solids in the solution may aggregate and form a gel-like layer above the supernatant
during centrifugation. If soOw Ul OOYIl wPUwEaw? UUEEEDOT » wbbUOI
tip and discard the gel-like layer.

7.2.1.5 Transfer the supernatant (upper 800 uL of the remaining Stabilization Buffer) to a new
microcentrifuge tube. Label as 10X Stabilization Buffer. If any solids remain spin 10X
Stabilization Buffer for 1 minute using a bench-top microcentrifuge.

7.2.1.6 Prepare 1X Stabilization Buffer by adding 200 uL of 10X Stabilization Buffer to 1.8 mL
of ultrapure water.

7.2.1.7 Set aside the remaining 10X Stabilization Buffer at room temperature for use in Step
7.4.7. Set aside the 1X Stabilization Buffer for use in Step 7.4.11.
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7.3 Assembly of Array into the SIMplex 16 Multiplexing System

Note:

7.3.1

7.3.2

7.3.3

734

7.3.5
7.3.6

737

Refer to the SIMplex16 Multiplexing System User Protocol (Product No. 4-1001) for more
details.

Allow the APiX Cancer Biomarker Array to equilibrate to room temperature before opening the
foil pouch.

Remove one APiX Cancer Biomarker Array (Product No. 8-1018) from the slide holder.

Place the SIMplex 16 well device on a clean surface so that the well openings of the device are
facing up and the etched well labels are visible. Loosen all four TIGHTENING SCREWS and
remove the TOP PIECE of the device.

Loosen the POSITIONING SCREW on the HOLDER PIECE of the device, remove place holder
slide (if present), and insert printed array. The top of the array (printed surface) is identified
when the respective bar code label is visible and legible when looking down upon the slide (bar
code label will be physically located on the back of the printed surface). Add the respective
gasket to the slide noting proper gasket orientation is when the narrow side of the gasket makes
contact with the slide surface (narrow=down).

Using your fingers, gently tighten the POSITIONING SCREW to secure the slide.

If the silicone gasket has been removed, reinsert a fresh new gasket in the TOP PIECE of the
device. Confirm the gasket is fully reinserted by gently pressing it into the grooves while
wearing gloves.

Place the TOP PIECE of the device onto the HOLDER PIECE and gently tighten the four
TIGHTENING SCREWS.

7.4 Column Preparation and Removal of Free APiX Protein Labeling Reagent

74.1

7.4.2

7.4.3

744

7.4.5

7.4.6

Remove the labeled serum samples from the incubation setup in Step 7.1.2.2 and allow them to
cool to room temperature while performing the following steps.

Vortex the Protein Labeling Reagent Trap Columns (Product No. 5-1022) cap-side down,
followed by vortexing cap-side up, to completely suspend the column contents.

Remove the cap on the Protein Labeling Reagent Trap Columns and visually inspect the
underside to assure no material remains. If material is present in the cap, repeat Step 7.4.2.
Discard the cap and twist off the bottom closure of each column. Place the column into a clean 2
mL collection tube (provided).

Centrifuge Protein Labeling Reagent Trap Columns using a bench-top microcentrifuge for 1
minute to remove the storage buffer from the columns. Discard the collection tube and its
contents.

Place Protein Labeling Reagent Trap Columns into clean 2 mL collection tubes labeled with
sample ID information.

Once the labeled serum samples (from Step 7.4.1) cool to room temperature, centrifuge the

tubes for 1 minute to concentrate the solution in the bottom of the reaction tube.
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747  Add 10 pL of the 10X Stabilization Buffer (from Step 7.2.1.7) to each of the labeling reaction
tubes. Mix thoroughly by vortexing.

7.4.8  Carefully pipette the entire contents of each labeling reaction tube into the top center of a
Protein Labeling Reagent Trap Columns (one labeled serum sample per Trap Column).
Immediately proceed to the next step.

749  Centrifuge Protein Labeling Reagent Trap Columns using a bench-top microcentrifuge for 1

minute. The unreacted Protein Labeling Reagent remains in the column while the labeled
protein eluate collects in the tube.

7.4.10 Discard Protein Labeling Reagent Trap Columns after use.
7.4.11 Dilute labeled samples with 1X Stabilization Buffer (from Step 7.2.1.7). A minimum 1:2 dilution
is recommended for the first sample dilution. A second dilution (1:50 is recommended) can be

used or if desired, replicates of the sample can be made. This provides final protein dilutions of
1:110 and 1:5,500.

7.5 Labeled Protein Addition to the Array

Note: After adding the sample, do not allow the surface of the slide to dry completely at any time
before you are ready to scan the slide.

7.5.1  Prepare 1X Wash buffer by adding 20 mL of Gentel Wash Buffer (10X) and 180 mL of ultrapure
water in a separate container. Mix thoroughly.

7.52  Add 150 pL of Gentel Wash Buffer to each well using a repeat or multi-channel pipettor. Tap
the side of the SIMplex 16 well unit two times to ensure that the buffer covers the entire well.
Remove the solution from the wells by inverting over a sink three times. Remove excess wash
solution from the top of the SIMplex16 well unit by blotting dry with a lint-free wipe.

753  Gently add 70 pL of labeled and diluted sample (from Step 7.4.11) to each well as shown in

Figure 3. Other sample configurations may be used to meet your experimental requirements.

Figure 3. Sample Addition Diagram
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1 2

est Test
Dilution 1 Diution 2
Test Test
Sample 7 Sample
Dilution 1 Diution 2

5500 Nobel Drive m Madison, WI 53711 m Phone: 608.441.2904 m Fax: 608.441.2970 m www.gentelbio.com
info@gentelbio.com m orders@gentelbio.com m techsupport@gentelbio.com




e

°C‘F ENTEL
‘. BIOSCIENCES

APiX™ Cancer Biomarker Kit _
(Product Number 8-1027 ) Literature Number Page

User Protocol L118 Rev 07Jan10 | 10 of 13

7.6

754
7.5.5

Seal with SIMplexWell Seal (Product No. 4-1006) to prevent sample evaporation.

Incubate at room temperature for 1.5 hours on a plate shaker at 160 rpm.

Gold Conjugate Reagent and Wash Buffer Preparation

7.6.1

7.6.2

To prepare the 1X Gold Conjugate Diluent, add the entire contents of the Reagent C tube
(Product No. 10-2135) to the 1X Conjugate Buffer (Product No. 10-2134). Mix thoroughly to
dissolve Reagent C.

Add 2.5 mL of the 1X Gold Conjugate Diluent to a 15 mL conical tube. Add 20 pL of the Anti-
biotin Gold Conjugate (Product No. 10-2131) to the tube. Mix thoroughly and continue to the

next step.

7.7 Wash 1 and Addition of Gold Conjugate Reagent

7.7.1
772

773
7.74

7.7.5
7.7.6
777

Remove the well seal from the SIMplex16 well device.

Remove solution from wells by inverting and flicking over a sink three times. Add 150 uL of 1X
Gentel Wash Buffer to each well using a repeat or multi-channel pipettor. Tap the side of the
SIMplex unit twice to ensure that the buffer covers the entire well.

Repeat Step 7.7.2 a total of five times.

Remove the last wash solution from the slide by inverting and flicking twice over a sink.
Remove excess wash solution from the top of the SIMplex16 well device by blotting dry with a
lint-free wipe.

Add 70 uL of Gold Conjugate Reagent (from Step 7.6.2) to each of the wells.

Seal with SIMplex 16 Well Seal to prevent the Gold Conjugate Reagent from evaporating.

Incubate at room temperature for 45 minutes on a plate shaker at 160 rpm.

7.8 Wash 2 and Signal Development

7.8.1

7.8.2
7.8.3

7.8.4
7.8.5
7.8.6

7.8.7

Set timer for three minutes and prepare the lab shaker so that it will hold the Array Tube so that
the sticker on the box can be read face up. Note taping the box to the lab shaker with standard
lab tape works well for this application.

Remove the well seal.

Remove solution from wells by inverting the SIMplex 16 well device and flicking over a sink
three times. Add 150 pL of 1X Gentel Wash Buffer to each well using a repeat or multi-channel
pipette. Tap the side of the SIMplex16 well device twice to ensure that the wash buffer covers
the entire well.

Repeat Step 7.8.3 a total of five times.

Remove the final 1X Gentel Wash Buffer by inverting and flicking over a sink.

Remove the slide from the SIMplexunit. It is important to handle the slide by the edges as any
scratches or smudges on the surface of the slide will affect imaging.

Remove cover and locking pin from APiX Array Tube (Product No. 10-2117). Promptly place
the slide in the tube. The slide should be placed in the slot closest to the grey insert. The
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arrayed portion of the slide (top) should be facing the blue insert and the back should be facing
the grey insert. Place the locking pin back in the top of the tube.

7.8.8  Fill the Array Tube with 17 mL of 1X APiX Rinse (Product No. 10-2133). Replace cover on tube
and slowly invert 5 times.

7.8.9  Empty the Array Tube by shaking out the remaining liquid over the sink. Be sure to leave in
locking pin so the slide remains in tube. Add 8.5 mL of APiX Reagent B. Then promptly add
8.5 mL of APiX Reagent A. Quickly replace the cover, start the timer (from Step 7.8.1), shake
the tube gently for a few seconds and place on previously prepared plate shaker. Please note
that Reagent B is oxygen-sensitive and must be used quickly in the presence of Reagent A; it
does not have long term stability by itself and extra reagent will not be able to be reused at a

later date once the container has been opened.

7.9  Final Rinse

79.1 Remove cover from the Array Tube and shake out contents from the tube into a hazardous
waste container.

79.2  Add 20 mL of purified water in the Array Tube. Replace the cover and invert 5 times.

7.9.3  Remove cover from Array Tube and empty water wash into sink.

794  Repeat Steps 7.9.2-7.9.3 one more time.

79.5 Remove the slide from the Array Tube, wipe the back of the slide with a lint-free cloth, and
immediately dry slide by either spinning the slide in a centrifuge or by blowing off any

remaining liquid (using only purified air or nitrogen stream at approximately 80 psi).

7.10 Scanning

7.10.1 The recommended scanners for the APiX chromogenic system are the full feature APiX
VistaScan or the low cost APiX GRS.

7.10.2 Save the image as a 2tif> wi DOl wi OUWEE&

software platform.

EQEIOEGDE W b & oS @i dnO U

7.11 Data Analysis
7111 The recommended method for data analysis includes implementing a known standard sample
on all assays for which test samples can be analyzed ratio-metrically. The recommended data
analysis software package is & I O U AtBepa@uant which provides automated outlier removal

and ratio-metric as well as raw and/or net signal data analysis.

8.0 Ordering Information

Telephone: 608.441.2904

Toll Free in North America:  866.441.8199

E-mail: orders@gentelbio.com
Fax: 608.441.2970

Website: www.gentelbio.com
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9.0 Related Protein Microarray Products

Product No Name Size

5-1027 APIX® Protein Labeling & Detection Kit 8 Labeling Reactions
4-1001 SIMplex 16 Multi-Array System 1 x 16 Chamber System
4-1050 SIMplex 24 Multi-Array System 1 x 24 Chamber System
4-1025 SIMplex 64 Multiplexing System 4 x 16 Chamber System
4-1060 SIMplex 96 Multi-Array System 4 x 24 Chamber System
4-1016 SIMplexe Well Seal, 16 or 24 well 25-Seal Pack
4-1017 SIMplex> Well Seal, 64 or 96 well 25-Seal Pack
10-2007 | P72w&OEUUwW2 OPEI 5-slide Pack
10-2027 | P72w&OEUVUUwW2 OPEI 25-slide Box
10-2031 | P7aw/ UOUI POw, PEUOEUU 4-slide Kit
10-2102 | P72w5s5Pi Ppw" T UOOOT 1 ODE 1 reaction Kit
10-2105 | P72w5Dl bw/ UOUI POw, P 4 reaction Kit
7-1001 | P7ow UOEOwW" alOODOI 1-slide Kit
7-1101 /| 72w, UUDOI w"aulOOD 1-slide Kit
9-1038 /| P72w&0aEO! DPOOEUOI Uy 2-slide Kit
8-1027 | P7aow" EOEI Uw! POOEUOI 1-slide Kit
2-1012 Gentel® Array Buffer (5X) 10 mL

2-1014 Gentel® Array Buffer (5X) 30 mL

2-1016 Gentel® Wash Buffer (10X) 250 mL

2-1018 Gentel® Rinse Buffer (10X) 250 mL

APiXe chromogenic protein microarray slide is covered by US Patent #6,861,251 and US Patent #7,235,307. Other US and international patents pending.

071 1 OE 0 (sEMplre (i B EiXe are trademarks of Gentel Biosciences, Inc. Madison, WI USA.
Gentel® is a registered trademark of Gentel Biosciences, Inc.
4+22wPUWEWUOVUEE] OEUOWOl w*1$ 3$"' w! DPOUI EI 600607 aw! 50w OUUI UEEOOwW3T 1 w-1011T UOEOQEU
4+22wDUwOPE] OUT Ewl UOOwW*1$ 3$"' w! DOUI ET 060001 aw! 6§58
3711 wsOPYI UUEOQwW+DOOET T w2aUUl Qwps+2aAwli ET OO00T awbUWEOYT Ul Eorwfganio fadeetiled) Ghindd BEKRPATEEIO wx E U1
Biotechnology BV. This product or the use of this product may be covered under one or more patents of KREATECH Biotechnology BV, including, but not restricted to, the
following: EP 0,539,466; US 5, 580,990; US 5,714,327; US 5,985,566; US 6,133, 038; and EP 1,019,420.
Silverquant® technology is covered by an international patent family, owned by EPPENDORF AG, Germany. This product or the use of this product may be covered by one
or more patents of EPPENDORF AG, including, but not restricted to, the following: US Patent #7,321,829 and European Patent #1179180B1. Silverquant® and EPPENDORF
are registered trademarks of EPPENDOREF.

© 2010, Gentel Biosciences, Inc. All rights reserved.

For Research Use Only

/41" 2%1w2' ++wd2$w3 Sw/ 1. #4"32w/ 41" 2%#w $1$4-#$1wplii w?/ UOEUEOU? Aw2. +$ + 8BAT%HIS DRGANKAMIONL / . 2$ w
P?1$2%$ 1" 2 Adww/ UUEIT E Uidistlode & OtReun@Opiauidd a@@Qauke Disditls td ablyQhird party. Purchaser agrees that Purchaser shall not have the right to authorize any third

party to use or sell any Products or derivatives thereof. Unless a license has been executed between Purchaser and Gentel® Biosciences, Inc. explicitly providing otherwise, Purchaser will not: (i)

reformulate or create derivatives of the Products; or (ii) use the Products for providing services to a third party (e.g., screening or profiling); (iii) use the Products in a diagnostic process; (iv) use the

Products in a quality control or quality assurance process for the manufacture of a product for sale; or (v) use the products as a component of a kit.
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10.0 Appendix A: Troubleshooting Ideas

Problem: Weak Signal

Suggested Causes & Solutions:

1.
2.

Incorrect protein/labeling reagent ratio ¢ see the Note in Section 7.1 of this User Protocol.

Inadequate labeling ¢ be sure to use the recommended labeling time. We recommend an overnight
incubation for optimal results (approximately 16 hours).

Analyte of interest may be below assay detection limit ¢ reducing the dilution may improve the signal
for the lower abundance analytes of interest.

Incorrect assay temperature ¢ reaction must occur at 18- 30°C for optimal results.

Problem: High Background

Suggested Causes & Solutions:

1.

2.
3.
4

Labeled protein sticking to surface ¢ prolong the wash time.

Excess conjugate ¢ dilute conjugate further.

Excess silver precipitate on slide - wipe the back of the slides thoroughly with a lint-free cloth.

APiX chromogenic reagents were exposed to light for an extended period - APiX reagents A and B
should have minimal exposure to direct light. Cover Array Tube immediately after reagent A is added.

Problem: High Signal at Negative Control Spots / Unexpectedly High Signal at All Spots

Suggested Causes & Solutions:

1.

Incorrect protein/reagent ratio ¢ a higher dilution of serum may be needed if analyte is saturated. (See
Note 1, Section 7.1 in the User Protocol).

Problem: Protein Precipitation after Labeling

Suggested Causes & Solutions:

1.
2.

Protein degradation ¢ use freshly made samples.
Labeling density too high ¢ check protein/reagent ratio (See Note 1, Section 7.1 of the User Protocol).

Problem: Heterogeneous Background

Suggested Causes & Solutions:

1.

Protein precipitation after labeling ¢ centrifuge sample after labeling to check for the presence of

precipitates (see above).

Washing/Drying artifact ¢ salts in the wash buffer may leavl w? UOUIT EOU? wb O urldflylringe U U E 3
slide again with purified water and immediately dry by centrifugation or by applying an air or nitrogen

stream at approximately 80 psi.
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