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Purpose: Multiplexed assays have significant advantages in being able to reduce time and sample volumes. However, multiplexing Top Calibrator Concentration pg/mL _ _ . _ Reproducibility of assays was evaluated by testing controls at 3 levels across the linear range of the calibration curve. The measured
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Conclusions: The utility and ease of use of the U-PLEX platform was demonstrated by easily transferring over 40 human MSD cytokine practice, any of the markers can be combined to create the desired multiplex. *  The percent recovery for most of the assays was within the acceptable range (70-130%). - Run
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MSD'’s electrochemiluminescence detection technology uses SULFO-TAG labels that emit light upon electrochemical stimulation initiated 100000 100000 . _ ,
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specifically bind to individual spots enabling simple and flexible creation of multiplex immunoassays. 2 2 Serum Samples (n=5) EDTA Plasma Samples (n=5) Cell Culture . Media Samples (n=5) . .
? 10000 ? 10000+ 160 160 160 @ Comparlson Wlth V'PLEX ASSB.yS
Electrochemiluminescence Technology Typical U-PLEX Protocol | o . .
e Minimal fic back d and st Create U-PLEX Coafing Solution: S 1401 E 1401 g _ 14 —r Forty human serum and 40 EDTA plasma samples were tested with both U-PLEX and V-PLEX assays using the same reagents. The
inimal non-specific background and strong reate U- oaling Solution: _ o 1000~ 1000~ §< 83 §E  [rrrrormremoosseeooosseeooseeoo measured concentrations for 6 representative analytes are plotted in the graphs below.
responses to analyte yield high signal-to-background ® Dilute each biotinylated antibody to 10 pg/mL in coating diluent. 251 5120 2 5 120
ratios. ® Add 200 pL of each biotinylated antibody to 300 uL of the 8 £ Eggm_ fr_\—:t o ) Eotaxin-3 IP-10 MIP-1oc
® The stimulation mechanism (electricity) is decoupled assigned linker. Vortex. Incubate at room temperature (RT) for e s A O, I AU [ A S PSS, S s = £3 53 %"‘“ _ T T T
from the response (light signal), minimizing matrix 30 minutes. . . 23 o 2 80 23 o N ——1L-13 2 - P 2 : 2 - e
) , cpe - C trat /mL 35 5 T5 e LIS CHR—— E 2 E
interference. ® Add 200 pL of Stop Solution. Vortex. Incubate at RT for 30 @ Spec|f|c|ty oncentration (pg/mL.) Concentration (pg/mL) 2 =2 2 | . x IL-5 - - £ 1
®  Only labels bound near the electrode surface are minutes. o _ N o ) ) ) + GM-CSF x5 £y Ex
excited, enabling non-washed assays. ®  Combine 600 pL of each U-PLEX-coupled antibody solution into _The spec_|f|(:|ty for ea_ch of the markers was evaluated by_ testing for_cross-reactwny for each captureI—Q(?tector pair with all 40 analytes 0 : ; — oo : ; — 0 : ; — *+ IL-17A = = =
® Labels are stable, non-radioactive, and directly a single tube and vortex. Up to 10 U-PLEX-coupled antibodies included in U-PLEX Biomarker Group 1 (human). The following table indicates the analytes tested for specificity. 4 ol ot Do 4 ol E E G
conjugated to biological molecules. can be pooled. . - ~ : 2 2 2
o Emiss 620 iimi bl th col c "PLEX Plate: IFNy | IL-12p70 | Eotaxin MIP-16 TNF-B MIP-38 The percent recovery for both serum and plasma samples were found to be within the acceptable range (70-130%), suggesting that
quenChing. ° Add 50 U.L Of mumplex Coatmg SOIUtlon to eaCh We" Seal plate IL_lB IL-13 EOtaXIn-B TARC G-CSF SDF_lG | 1 Measured Concfntraﬁon (pgimL) - ’ Measured Conlitration (pgimL} e 1 Measurld Concentratio1n (pgimL} 1
®  Multiple rounds of label excitation and emission with an adhesive plate seal and incubate at RT with shaking for 1 IL-2 TNFa IP-10 IL-1a IFN-02a | Fractalkine @ Native S le Testi VREX VRLEX VRLEX
enhance light levels and improve sensitivity. hour or overnight. IL-4 IL-5 MCP-1 IL-7 IL-18 | CTACK ative Sam ple estl ng MP-1B TARC NCP-1
. . . . 1000 1000 1000
®  Carhon electrode surface has 10X greater binding ® Wash plate 3 times with at least 150 uLiwell of PBS-T or MSD L-6 | GM-CSF | MCP-4 | IL-12p40 | TPO | ENA-78 Normal human serum (n=10) and EDTA plasma (n=10) samples from a commercial source were tested neat. To demonstrate the detection : Seun * Senm
i - - - - - ) = ¢ Flasma = fary + Plasma
capacily than polystyrene wels. V\{ash Buffer. : l:_Ll80 I:/'Elg'é MI\IAIE f ::: 12 I\;IIITDA?? IFN-B of native analyte(s) in matrix, serum (n=5) and plasma (n=5) samples were spiked (spike volume <10%) with cell culture supernatants B B s
(.Zomp deotle (Run Asfsay). | ib | h well: shak - 4 - - derived from peripheral blood mononuclear cells (PBMCs) that were stimulated with different compounds in vitro. These samples are 5 5 % 5
Add 50 L of sample, calibrator, or control to each well; shake _ . . e denoted as stimulated serum and EDTA plasma samples. Results for each sample set are displayed below. R . R ;
for 1 hr and wash. » No significant cross-reactivity was observed within the 40 human analytes from the group. Non-specific binding was less than 0.5% for 53 £3 £3 7.
® Add 50 pL of detection antibody solution to each well; shake for all assays. _ E E E
1 hr and wash. 10000 O Stimulated Serum 2 2 2
® Add 150 pL of 2X Read Buffer T to each well and read. e Precision © Stimulated EDTA Plasma e _ 1 _ _ p _
. . . . . 10000- * Seru m ’ Measured Con!:l;;tration (pgimL} Mb 1 Me asur1e:1 Concentrati;r:pg.-'mL] o N Measured Con!:zitration (pgimL} o
e Calibration Curves and Limits of Detection Controls were made by spiking calibrator into assay diluent at 3 levels (high, mid, and low) within the quantitative linear range of the assay. EDTA Plasma Ve A e
The controls were measured using a minimum of 2 replicates tested over 2 days on 9 runs and across 3 lots. Average intra-run %CV s the —~ 10004 . 0 — LLOD Sample Type | Statistic | Eotaxin-3 | MIP-1f TARC IP-10 MIP-1a MCP-1
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