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Quick Guide

U-PLEX® Biomarker Group 1 (NHP) - Individual Assays

MSD offers a range of individual assays utilizing U-PLEX Antibody Sets that provide a rapid and convenient
method for measuring biomarkers in complex matrices. The individual assays are offered on MSD GOLD" Small
Spot Streptavidin Plates and use the same Antibody Sets and diluents as the U-PLEX multiplex assays. This allows
for efficient transfer between the individual assay and a higher throughput multiplex configuration. Typical of
assays developed on the MSD® platform, the individual assays have high sensitivity, excellent precision, provide
up to 5 logs of linear dynamic range, and require minimal sample volume.
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Read the U-PLEX Biomarker Group 1 (NHP) Individual Assays product insert available at
www.mesoscale.com/U-PLEX-documents for detailed instructions.

Components

Reagent Storage Description

MSD GOLD 96-Well Small Spot o y , ' )

Streptavidin SECTOR® Plate 2-8°C 96-well plate, foil sealed, with desiccant.

) . g0 Set containing biotinylated capture antibody and SULFO-TAG”

U-PLEX Antibody Set 2-8°C conjugated detection antibody.
Multi-analyte blend containing recombinant human proteins

Calibrator 2-8°C lyophilized in a buffered diluent. Individual analyte concentration is
provided in the lot-specific certificate of analysis.

Diluent 100 2-8°C Diluent for biotinylated capture antibody.

Diluent 43 <10°C Diluent fqr samples and Calibrator; contains serum, blockers, and
preservatives.

Diluent 3 <10°C Diluent fqr detection antibody; contains protein, blockers, and
preservatives.

Read Buffer T (4X) RT Buffer to catalyze the electrochemiluminescence reaction. Dilute to
2X and use at room temperature.

Additional Materials

MSD Wash Buffer (20X, 100 mL, catalog # R61AA-1) or phosphate-buffered saline (PBS) plus 0.05% Tween-
20 (PBS-T) for plate washing. For one plate, combine 15 mL of MSD Wash Buffer (20X) with 285 mL of
deionized water.

For Research Use Only. Not for use in diaanostic procedures.
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Reagent Preparation

Note: Bring all reagents to room temperature.

Please consult the U-PLEX Biomarker Group 1 (NHP) Individual Assays product insert available at
www.mesoscale.com/U-PLEX-documents for detailed instructions.

Coat the Plate

C  Add 200 pL of biotinylated capture antibody to 3.3 mL of Diluent 100. Mix by vortexing.

C  Add 25 pL of the above solution to each well of the provided MSD GOLD Small Spot Streptavidin Plate.
Seal the plate with an adhesive plate seal and incubate with shaking at room temperature for 1 hour or at
2-8°C overnight.

C  Wash the plate 3 times with at least 150 pL/well of 1X MSD Wash Buffer or PBS-T (PBS plus 0.05%
Tween-20). The plate is now coated and ready for use. Plates may be stored in the original pouch with
desiccant and sealed, for up to 7 days at 2-8°C.

Prepare Calibrator Standards
To prepare 7 Calibrator Standard solutions plus a zero Calibrator Standard for up to 6 replicates:
C  Reconstitute the vial of the provided Calibrator by adding 250 L of Diluent 43 to the glass vial and
inverting at least 3 times (do not vortex). Let the reconstituted solution equilibrate at room temperature for
15-30 minutes and then vortex briefly. The Calibrator is now ready for use.
Note: We recommend that reconstituted Calibrators are used immediately. If storage is necessary, divide
into 60 pL aliquots and store immediately at ©-70°C.
C  Prepare Calibrator Standard 1 by adding 50 pL of the Calibrator to Diluent 43 to make a final volume of
250 pL. Mix by vortexing.
C  Prepare Calibrator Standard 2 by adding 75 pL of Calibrator Standard 1 to 225 pL of Diluent 43. Mix by
vortexing.
C  Repeat 4-fold serial dilutions 5 additional times to generate a total of 7 Calibrator Standards. Mix by
vortexing between each serial dilution. Use Diluent 43 as Calibrator Standard 8 (zero Calibrator).

Dilute Samples
C Depending on the sample set under investigation, a dilution may be necessary. Diluent 43 (catalog

# R50AG-1) may be used for sample dilution.

Note: TGF-b samples require an acid treatment for activation prior to use:
1. Add 20 pL of 1 M HCI per 100 pL of sample volume. Vortex brigfly.
2. Incubate sample for 10 min at room temperature.
3. Neutralize the sample by adding 14 pL of 1.2M NaOH/0.5M HEPES per 100 L of sample volume.

Vortex briefly. Samples are ready to use. Use immediately.

Prepare Detection Antibody Solution
C  The detection antibody is provided as a 100X stock solution. For one plate, combine 60 uL of the supplied
100X detection antibody with 5,940 pL of Diluent 3.

For Research Use Only. Not for use in diagnostic procedures.
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Reagent Preparation/Assay Protocol

Prepare 2X Read Buffer T

C  For one plate, combine 10 mL of Read Buffer T (4X) and 10 mL of deionized water. You may keep
any excess diluted Read Buffer T in a tightly sealed container at room temperature for up to one
month.

NOTE: Follow Reagent Preparation before beginning this assay protocol.

Step 1 Add Samples and Calibrators
C  Add 25 pL of Diluent 43 to each well. Tap the plate gently on all sides.

C  Add 25 pL of the prepared Calibrator or sample to each well. Seal the plate with an adhesive plate
seal. Incubate at room temperature with shaking for 1 hour.

Step 2 Wash and Add Detection Antibody Solution

C  Wash the plate 3 times with at least 150 uL/well of 1X MSD Wash Buffer or PBS-T.
C  Add 50 pL of detection antibody solution to each well. Seal the plate with an adhesive plate seal.
Incubate at room temperature with shaking for 1 hour.

Step 3 Wash and Read

C  Wash the plate 3 times with at least 150 uL/well of 1X MSD Wash Buffer or PBS-T.
C  Add 150 pL of 2X Read Buffer T to each well. Analyze the plate on an MSD instrument. Incubation in
Read Buffer T is not required before reading the plate.

Quick and Easy Transition to Multiplex

The individual assay and the corresponding U-PLEX multiplex assay use the same U-PLEX Antibody Set,
providing efficient transfer of individual assays into a higher throughput multiplex format. Qur U-PLEX
technology enables you to create your personalized multiplex panel with up to 10 analytes selected from the U-
PLEX Biomarker Group 1 (NHP) assays listed on page 4. For ultimate flexibility, custom panels can be created
from a selection of MSD U-PLEX assays, your own antibodies, or a combination of both. There may be
differences in the absolute signals between U-PLEX plates and Small Spot Streptavidin plates for some assays;
however, protein quantification based on the calibration curve is generally equivalent between the 2 plate types.
For more information visit: www.mesoscale.com/U-PLEX.
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Assay List

U-PLEX Biomarker Group 1 (NHP) Assays

CTACK (CCL27) IL-2 IL-17B MIP-1a (CCL3)
Eotaxin (CCL11) IL-2Ra IL-17C MIP-1b (CCL4)
Eotaxin-2 (CCL24) IL-4 IL-17D MIP-3a (CCL20)
Eotaxin-3 (CCL26) IL-5 IL-17F MIP-3b (CCL19)
ENA-78 IL-6 IL-18 MIP-5 (CCL15)
FLT3L IL-7 IL-22 SDF-1a
Fractalkine (CX3CL1) IL-8 (CXCL8) IL-23 TARC
G-CSF IL-9 IP-10 (CXCL10) TGF-b1
GM-CSF IL-10 I-TAC (CXCL11) TGF-b2
GRO-a (CXCL1) IL-12/1L-23p40 MCP-1(CCL2) TGF-b3
1-309 (CCL1) IL-12p70 MCP-2 (CCL8) TNF-a
IFN-a2a IL-13 MCP-3 (CCL7) TNF-b
IFN-g IL-15 MCP-4 (CCL13) TPO
IL-1a IL-16 M-CSF TRAIL
IL-1b IL-17A MDC (CCL22) VEGF-A
IL-1RA IL-17A/F MIF YKL-40

MSD Customer Service

Phone: 1-240-314-2795

Fax: 1-301-990-2776

Email: CustomerService@mesoscale.com

MSD Scientific Support

Phone: 1-240-314-2798

Fax: 1-240-632-2219 attn: Scientific Support

Email: ScientificSupport@mesoscale.com
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