a— APiX™ GlycoBiomarker Kit Literature Number
& SENTEL (Product No. 9-1038) Log7 Joge
User Protocol REV 07Jan10
Table of Contents
1.0 INEFOTUCTION .. 2
1.1 APIX™ GlycoBIiomMarker Kit OVEIVIEW...........uuiiiiiie e i iiiee et e e e s s st e e e e e et st e e e e e e s s snnnta e e e e e e e s snnrnnneeeaaeanas 2
1.2 Glycan StrUCIUIE SPECIICIIES.....uuuiiiieei i ittt et e e e s r e e e s e s st e e e e e e s e asnbareeeeaeeseassnteeeeeeaeesaansnes 3
1.3 Gentel’s Ultra-Thin Nitrocellulose Surface ChEMISIIY .......cooiiiiiiiiiiie e 4
2.0 QL O =T o1 PP PP PPPPPPPPPPP 4
3.0 Materials Required, BUut NOTt INCIUAEA ..........uiii i e e e e e e e eeeees 5
4.0 Y (0] = To 1TSS PPTPTT 5
5.0 SAFEtY AN HANAIING ..ttt 5
6.0 PrOTOCOI OVEIVIBW ...ttt ettt ettt ettt et et e ettt e e e e et e et e et et e e e eeeeeeees 6
7.0  Detailed Procedure for use of the APiX GlycoBiomarker Kit.............uuuuuuuiiiiiiiiiiiiiiiiiiiiiiiiiiii. 6
7.1 Assembly of Slides into the SIMplex 64 MUltiplEXiNG SYSIEM ........uviiiiiiiii e 6
7.2 Serum Sample Addition tO the AITAY .......cooe e 6
7.3 Wash Number 1 and Lectin Addition t0 the AFTAY ..........uuverieeiieiiiieieeieeeeieeeeeeeeeereeererererererererere————.. 7
7.4 Gold Conjugate Reagent PrepParatiOn ............ocuueieiiiiieeiiiiiee ettt ettt e et e et e et e e e sbeeee s sbreeessbneeeeane 8
7.5 Wash Number 2 and Addition of the GOold CONJUGALE .........cueeiiiiiiiieiii e 8
7.6 Wash Number 3 and Signal DeVEIOPMENT .......cciiiiiiiiiii ettt s 9
7.7 FINAI RINSE ...t h bt e e oot b et e e e ek b et e e oo a b et e e ekt et e e e aabe e e e e ab e e e e bb e e e e annes 9
7.8 Yo o1 11 o TSRS 10
7.9 DALA ANBIYSIS.. .ttt s 10
8.0 Ordering INfOrMatioN. ... s s r s e rar e 10
9.0 Related Protein MiCroarray PrOGUCTS ..........uuuuuuumiiiiiiiiiiiiieiiieieiteeeeeeeeseeesssseseeeseeeeeeseesseseseeesnnnenenenee 11
10.0 Appendix A: TroubleShoOtiNG IUEAS .......covviiiiiiiiiiiiiiieeeeee e 12

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




a— APiX™ GlycoBiomarker Kit Literature Number
. P
a® SEVTEL (Product No. 9-1038) Log7 5 cthn
User Protocol REV 07Jan10

1.0

Introduction

11 APIX™ GlycoBiomarker Kit Overview

The APIX GlycoBiomarker Kit, an antibody-lectin sandwich assay, measures relative changes in the glycan
profiles of 45 cancer-related proteins in human serum (Figure 1 & Table 1). The antibody array has been
chemically derivitized, using a proprietary process (patent pending), to prevent binding of lectins to the capture
antibodies. 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 (seewww.gentelbio.com/ for more information ).

The APIX GlycoBiomarker Kit contains two pre-printed antibody array slides (with 16 sub-arrays), suitable for
testing eight samples. The four lectins used in this kit are Bauhinia PurpurealLectin (BPL), Lens Culinaris
Agglutinin (LCA), Ricinus CommunisAgglutinin | (RCA120) and Sambucus Nigrd&ark Lectin (SNA).

Figure 1: APIX GlycoBiomarker Kit Array Layout
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Table 1: Proteins in the APIX GlycoBiomarker Kit

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 15-3 Interleukin 12 IL-12
Cancer antigen 19-9 (Sialyl Lewis A) CA 19-9 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 IL-4 Vascular Cellular Adhesion Molecule-1 VCAM-1
Interleukin 5 IL-5 Vascular endothelial growth factor VEGF

1.2 Glycan Structure Specificities

Figure 2: Glycan Structures Determined by the APIX GlycoBiomarker Kit
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Figure 3: APIX GlycoBiomarker Kit Schematic
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The APiX GlycoBiomarker Kit is printed on the APiX protein microarray slide engineered with ultra-thin
nitrocellulose surface chemistry. This technology is specifically designed for multiplex immunoassays and
delivers the high signal-to-noise with the high sensitivity for antibody microarray applications.

2.0 Kit Contents

Component Description Quantity P,Il%(.j'

APiX GlycoBiomarker Array Ultra-.tr!in nitrocellulgse prote_in microarray slide 5 slides 9-1028
containing 16, pre-printed antibody sub-arrays.

BPL Lectin Biotinylated Bauhinia Purpured_ectin 1 vial 9-1045
LCA Lectin Biotinylated Lens CulinarisAgglutinin 1 vial 9-1046
RCA Lectin Biotinylated Ricinus CommunisAgglutinin | 1 vial 9-1047
SNA Lectin Biotinylated Sambucus Nigrdark Lectin 1 vial 9-1048
Gentel® Wash Buffer (10X) Buffer for washing wells between incubations 20 mL 2-1031
Gentel® Serum Dilution Buffer (1X) Serum Dilution Buffer 5mL 9-1010
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 GlycoBiomarker User Protocol L087
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3.0 Materials Required, But Not Included

Component

Description

SIMplexa- 64 Multiplexing System

A 64 well device with well seals and gasket (Product No. 4-1025)

Orbital plate shaker

Capable of 160 RPM

Vortex Mixer

1,500-2,500 RPM

Microcentrifuge tubes Various
15 mL Conical tube Various
Timer Various

Ultrapure Water

Resistivity >18, 1 -cmat 25°C

Microarray Scanner

& 1 O U ARDXe-WBRS Scanning System (Product No. 10-1014) or APiXa- w
VistaScan (Product No. 10-1001)

Microarray Image Analysis Software

Gentelz WthenaQuante- data analysis software (Product No. 10-1019)

BCA Protein Assay Kit

Pierce Product No. 23225 ¢ Necessary for calibrating protein
concentrations if unknown.

Micropipettes

Single, Repeat, and 8-channel; various capacities

4.0 Storage

The APiX GlycoBiomarker Kit should be stored at 2-8s " wU O WD OwU U

5.0 Safety and Handling

Always use Universal Safety Precautions whenever handling any human bodily fluids. RCA 120, Ricinus

CommunisAgglutinin |, has been found to have moderate toxicity in some animal models, but its toxicity to

humans has not been fully determined, and a related protein, RCA 60, is highly toxic to humans. For all other

materials, normal precautions exercised in handling laboratory materials should be followed. The materials in
this kit are not considered hazardous according to 29CFR1910.1200, except as noted below. 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.

Table 2. Risk and safety phrases app ly to components of the kit:

APiX Reagent A

APiX Reagent B

environment.

R52/53 Harmful to aquatic organisms, may | Harmful
cause long-term adverse effects in the aquatic | R40Limited evidence of a carcinogenic effect.

S61 Avoid release to the environment. Refer to | R68 Possible risks of irreversible effects.
special instructions/safety data sheets.

R43 May cause sensitization by skin contact.

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.
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6.0 Protocol Overview

This kit contains sufficient reagents for determining the four glycan profiles of (up to) eight serum
samples. Gentel recommends that at least one sample be designated the reference sample (e.g., normal
serum) to use as a basis for uniform comparison with other samples.

Pre-measured reagents within the kit are configured to be used for a single assay. Please note that
Reagent B is oxygen sensitive and is thus stored under a nitrogen atmosphere. After opening the
container, use promptly and do not attempt to reuse any remaining Reagent B at a later date.

Proper storage and handling of serum samples is critical for obtaining optimal data. Avoid repeated
freeze-thaw cycles. Aliquot and freeze samples at -80°C for long-term storage.

7.0 Detailed Procedure for use of the APiX GlycoBiomarker Kit

7.1

7.2

Assembly of Slides into the SIMplex 64 Multiplexing System
Refer to the SIMplex 64 Multiplexing System User Protocol (L074 included with Product No. 4-1025) for

additional information.

7.1.1  Allow the pre-packaged APiX GlycoBiomarker Arrays to equilibrate to room temperature
before assembling into the slide holder. Also allow all kit components to equilibrate to room
temperature prior to use.

7.1.2 Remove the APiX GlycoBiomarker Arrays (Product No. 9-1028) from the slide mailer.

7.1.3  Place a clean SIMplex 64 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.

7.1.4  Loosen the POSITIONING SCREW on the HOLDER PIECE of the device, remove place holder
slide (if present), and insert printed slide. Make sure slide is facing up and in place by placing
the slide so the numbers are legible and near the positioning screw in the holder. Note: proper
gasket orientation is narrow side contacts slide surface.

7.1.5  Gently tighten the POSITIONING SCREWS to secure each slide.

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

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

Serum Sample Addition to the Array

Note: A 6:100 is the recommended dilution for human serum samples (approximate final
protein concentration of 3 mg/mL). Depending on which markers are most important to your
needs and your samples, different dilutions may be needed to obtain optimal signal.
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7.2.1

7.2.2

7.2.3

7.2.4

7.2.5
7.2.6

Prepare 1X Gentel Wash Buffer by adding 180 mL ultrapure water to 20 mL 10X Gentel Wash
Buffer (Product No. 2-1031). Mix thoroughly.

Dilute each sample 6:100 by adding 18 pL serum to 282 pL 1X Gentel Serum Dilution Buffer
(Product No. 9-1010). Be sure to pipette sample up and down at least 5 times in order to
thoroughly mix serum with buffer. This will allow enough diluted sample to test for four
lectins with this assay.

Add 150 pL of 1X Gentel Wash Buffer to each well of the array. A multichannel pipette is
recommended for addition of 1X Gentel Wash Buffer to the slides. Tap the SIMplex unit twice
to be sure liquid covers the bottom of each well. Incubate for 30 seconds. Quickly invert the
SIMplex device and remove the 1X Gentel Wash Buffer by flicking twice. While still inverted,
wipe off the top of the holder so that no fluid is visible on the face of the well-separating device
as this will inhibit proper sealing.

Gently add 70 pL of diluted sample (from Step 7.2.2 to each well as shown in Figure 3. Other
sample configurations may be used to meet your experimental requirements.

Seal with SIMplex64 Well Seal (Product No. 4-1027) to prevent evaporation.

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

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

Figure 4. Sample Addition Schematic

Sample Addition to the Assay
Slide 1 Slide 2

1 2 3 4
Reference | Reference | Reference | Reference
Sample 1l | Samplel | Sample1l | Sample 1
Sample 2 | Sample2 | Sample2 | Sample 2
Sample 3 [ Sample3 | Sample 3 | Sample 3
Sample4 | Sample4 | Sample4 | Sample 4
Sample5 [ Sample5 | Sample5 | Sample 5
Sample 6 | Sample6 | Sample 6 | Sample 6
Sample 7 | Sample7 | Sample7 | Sample 7

I O mnmmOOwm>

7.3 Wash Number 1 and Lectin Addition to the Array

7.3.1

Remove the well seals from the SIMplex64 device.
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7.3.2

7.3.3

7.3.4

7.3.5

7.3.6
7.3.7

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

Repeat Step 7.3.2 five times.

Remove the last wash solution from the slide by inverting and flicking twice over a sink. While
still inverted, remove excess wash solution from the top of the SIMplexunit by blotting dry with
a lint-free wipe.

Add 70 pL of lectin reagent to each of the wells. Follow Figure 4 below in order to determine
where to pipette each specific lectin. Each lectin cap is color coded to match the chart below.
Seal with SIMplex64 Well Seal to prevent the solution from evaporating.

Incubate at room temperature for 1 hour on a plate shaker at 160 rpm.

Figure 5. Lectin Addition Schematic

Lectin Addition to the Assay
Slide 1 Slide 2
2 3 4
LCA RCA SNA
Reference | Reference | Reference

Sample 1 Sample 1 Sample 1

Sample 2 Sample 2 Sample 2

Sample 3 Sample 3 Sample 3

Sample 4 Sample 4 Sample 4

Sample 5 Sample 5 Sample 5

Sample 6 Sample 6 Sample 6

I O m m OO wm >

Sample 7 Sample 7 Sample 7

7.4 Gold Conjugate Reagent Preparation

74.1

7.4.2

To prepare the 1X Gold Conjugate Diluent, add the entire contents of APiX Reagent C (Product
No. 10-2135) tube 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 APiX
Anti-Biotin Gold Conjugate (Product No. 10-2131) to the tube. Mix thoroughly and continue to
the next step.

7.5 Wash Number 2 and Addition of the Gold Conjugate

751
7.5.2

Remove the well seals from the SIMplex64 device.
Remove solution from wells by inverting and flicking over a sink three times as before.
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7.5.3
7.5.4

7.5.5
7.5.6
7.5.7

Add 150 pL 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 7.5.2a 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 SIMplex 64 by blotting dry with a lint-free
wipe.

Add 70 pL of prepared Gold Conjugate Reagent (from Step 7.4.2) to each of the wells.

Seal with SIMplex 64 Well Seal to prevent the solution from evaporating.

Incubate at room temperature for 1 hour on a plate shaker at 160 rpm.

7.6 Wash Number 3 and Signal Development

7.6.1

7.6.2
7.6.3

7.6.4
7.6.5
7.6.6

7.6.7

7.6.8

7.6.9

Set timer for three minutes and prepare the lab shaker so that it will hold the Array Tube so that
the label on the box is facing up. Taping the box to the lab shaker with standard lab tape works
well for this application.

Remove the well seal from the SIMplex64 device.

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

Repeat Step 7.6.3 a total of five times.

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

Carefully remove the slides from the SIMplex64 Multiplexing System. 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 the APiX Array Tube (Product No. 10-2117). Promptly
place the slides in the tube. The first slide should be placed in the slot closest to the grey insert.
The arrayed portion of the slide (top) should be facing the blue insert and the back should be
facing the grey insert. Place the second slide in the slot closest to the first slide facing the blue
insert as well. Place the locking pin back in the top of the tube.

Fill the Array Tube with 16 mL of 1X APiX Rinse (Product No. 10-2133). Place cover on tube
and slowly invert 5 times.

Remove the cover and empty the Array Tube by shaking out the remaining liquid over the sink.
Be sure to leave in locking pin so the slides remain in the tube. Add 8 mL of APiX Reagent B,
and then promptly add 8 mL of APiX Reagent A. Quickly add the cover, start the timer (from
Step 7.6.1), shake the tube gently for a few seconds and then place on previously prepared plate
shaker.

7.7 Final Rinse

7.7.1

Remove cover from the Array Tube and shake out contents from the tube into a hazardous
waste container.
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7.7.2
7.7.3
7.7.4
7.75

8.0

Add 16 mL of purified water to the Array Tube. Replace the cover and invert 5 times.

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

Repeat Steps 7.7.27.7.3one more time.

Remove the slides from the Array Tube, wipe the back of each 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).

7.8 Scanning

7.8.1

7.8.2

The recommended scanners for the APiX chromogenic system are the full feature APiX
VistaScan or the low cost APiX GR8.

Save the image as a 2.tif» wi DOl wi OUWEEUEWEOE Oa Ub U wlyoub @ifrant& i OC
array analysis software.

7.9 Data Analysis

7.9.1

7.9.2

7.9.3

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 paE OET I wbhUw &1 OUIT Qupichuprodddes OE 0
automated outlier removal and ratio-metric as well as raw and/or net signal data analysis.

40Ul UZUwWEUUU]I OUWEEUEWEOEOGaUPUwWUOI UPEUI wOEa WET wWE «
containing layout templates can be found at the Gentel website here:

www.gentelbio.com/apixgbm

Ordering Information

Telephone: 608.441.2904
Toll Free in North America: 866.441.8199

E-mail:
Fax:
Websit

orders@gentelbio.com
608.441.2970
e: www.gentelbio.com

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



http://www.gentelbio.com/apixgbm
mailto:orders@gentelbio.com
http://www.gentelbio.com/

—~

> ‘
dae S0k

APiX™ GlycoBiomarker Kit Literature Number

(Product No. 9-1038)

User Protocol REV 07Jan10

Page

9.0 Related Protein Microarray Products

Product No

4-1001 SIMplex 16 Multi-Array System 1 x 16 Chamber System
4-1050 SIMplexe 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 SIMplexe Well Seal, 64 or 96 well 25-Seal Pack
10-2007 | P7Tow&OEUUW2 OPEI 5-slide Pack
10-2027 /| DP7aow&OEUUwW2 OPEI 25-slide Box
10-2031 /| DP7ow/ UOUI DPOw, PEUOEUUIL 4-slide + reagents Kit
10-2102 I D7aows5bl Pw" T UOOOT 1 ODE 1 reaction Kit
10-2105 | D7aw5bDl pw/ UOUI DPOw, B 4 reaction Kit
7-1001 /| D7ow UOEOwW" alOODOI 1-slide Kit
7-1101 / D7aw, UUDOI w"alOOD 1-slide Kit
9-1038 /| D7aw&OCaEO! POOEUOI 2-slide Kit
8-1027 | D7aow" EOEI Uw! DPOOEU( 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

APiXa chromogenic protein microarray slide is covered by US Patent #6,861,251 and US Patent #7,235,307. Other US and international patents pending.
0711 OE 0 UsiMplere iz O ¥ @ 7ase trademarks of Gentel Biosciences, Inc. Madison, Wl USA.

Gentel® is a registered trademark of Gentel Biosciences, Inc.
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 EEPENDORF AG, including, but not restricted to, the following: US Patent #7,321,829 and European Patent #1179180B1. Silverquant® and EPPENDORF

are registered trademarks of EPPENDORF.
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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. Incorrect protein dilution ¢ try diluting your serum less.

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

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

4. Reagent B has been exposed to air for too long and has partially decomposed t be sure leave Reagent B
sealed until ready to use. Do not try to keep any remaining Reagent B for use in later assays (the bottle
is overfilled to ensure that you have enough reagent for one experiment).

Problem: High Background

Suggested Causes & Solutions:
1. Protein sticking to surface ¢ prolong the wash time.
2. Excess conjugate ¢ dilute conjugate further.
3. Excess silver precipitate on slide - wipe the back of the slides thoroughly with a lint-free cloth.
4. 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 ¢ a higher dilution of serum may be needed if analyte is saturated.

Problem: Heterogeneous Background

Suggested Causes & Solutions:
1. Washing/Drying artifact ¢ salts in the wash buffer may leavi w? U0 UI EOU > wb O urigfiyirins&E UU 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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