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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

Enhanced Detection and Robust Amplification

NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix is a high performing master mix,
combining sensitivity and efficiency for fast and accurate results.

Benchmarked against a total of 4 market-leading master mixes considered to be the gold-standard in
gPCR Master Mixes, the MB442 proved to be a leading-edge product with first-class results.

Amplification of SARS-CoV-2 genes in different contexts

A 10-fold serial dilution of RNA carrying the SARS-CoV-2 genes RdRp (for virus RNA dependent RNA polymerase) and

\ (for Nucleocapsid phosphoprotein) was used as template to detect SARS-CoV-2 in three different real-time gPCR ex-
Deriments:

@ The reaction mixture contains primers and probes to amplity SARS-CoV-2 genes (RARp and N), in the presence of
SARS-CoV-2 RNA.

O Thereaction mixture contains, in addition to SARS-CoV-2 primers and probes to amplity RdRp and N genes, primers anad

probes to simultaneously detect Influenza A (INFA) and Influenza B (INFB), as well as human RNase P, although only
SARS-CoV-2 RNAis present.

@ Thereaction mixture contains, in addition to SARS-CoV-2 primers and probes to amplity RdRp and N genes, primers anad
probes to simultaneously detect Influenza A (INFA) and Influenza B (INFB), as well as human RNase P, in the context of
a Co-infection scenario where nucleic acids of all different species are present.

Probes were differently labeled to allow simultaneously detection of the three species —SARS-CoV-2 (JUN); Influenzavirus A and B
(FAM); human RNase P (VIC).
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

B Comparison of Ct variation in different contexts to detect SARS-CoV-2 RNA

When comparing NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix with a similar mix from anothe
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Note: In condition lll, amplification curves corresponding to detection of INFA (FAM), INFB (FAM) and RNase P (VIC) were not included in the plots. JUN channel used for RdRp and N gene amplification

|: The reaction mixture contains primers and probes to amplify SARS-CoV-2 genes (RdRp and N), in the presence of SARS-CoV-2 RNA.

|Il: The reaction mixture contains, in addition to SARS-CoV-2 primers and probes to amplify RdRp and N genes, primers and probes to simultaneously detect Influenza A (INFA) and Influenza B (INFB), as well as human RNase P, although only SARS-CoV-2 RNA is present.

Il The reaction mixture contains, in addition to SARS-CoV-2 primers and probes to amplify RdRp and N genes, primers and probes to simultaneously detect Influenza A (INFA) and Influenza B (INFB), as well as human RNase P, in the context of a co-infection scenario where nucleic acids of all different species are present.
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

W Comparison of Ct variation in different contexts to detect SARS-CoV-2 RNA
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

Comparison of efficiency in different contexts to detect SARS-CoV-2 RNA
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

B Comparison of efficiency in different contexts to detect SARS-CoV-2 RNA

NZY Tech’s master mix was designed to provide high PCR efficiencies in multiplexing experiments.

Comparing with market-leading master mixes, efficiency with our master mix is less affected by the number of targets amplified at
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix

- Amplification of SARS-CoV-Z genes in different contexts

44,0
44,0 42,0 44,0
42,0 40,0 42,0
40,0 38,0 40,0
38,0 36,0 W 38,0
36,0 | 34.0 R 36,0 L
34,0 ) _ 320 — M 34,0
— 32,0 ]~ S 30,0 R = 32,0 [
% 30,0 i g 28,0 B s 30,0 S
= 28,0 > 26.0 = 28,0
> 26.0 7 20 — > 96,0
S ’ 5 24,0 W ! — )
5 24,0 22,0 -~ 8 24,0
22,0 [ 20,0 22,0 .
20,0 18,0 s 20,0
18,0 N 16,0 18,0 o
16,0 14,0 16,0
14,0 12,0 14,0
12,0 10,0 ey s DD ey L DN | 12,0 [
10,0 — — ~ ~ 7 T - 5000000 500000 50000 5000 500 50 5 10,0 - - - - — - —
5000000 500000 50000 5000 500 50 5 5000000 500000 50000 5000 500 50 5
Template per reaction (copies) Template per reaction (copies) . .
Template per reaction (copies)
Starting Termplate - SARS-CoV-2 RNA (copies) Starting Template - SARS-CoV-2 RNA (capies) Starting Template - SARS-CoV-2RNA (copies)
o]0 © 510 ° 010 4 ME 510 50 5 o0 O 510 5 510 4 510 3 510 / 0 : %10 0 %10 : 10 4 %10 : 10 : 50 5
B NZYTech (MB442) 190 /2,0 /94 /9.3 320 350 39,4 B NZYTech (MB442) 180 /13 /5.6 787 318 36,4 303 BNZYTech (MB442) 180 215 54 280 319 301 338
W Competitor AB 16/ 205 244 28] 307 396 384 B Competitor AB 7.0 206 )46 779 309 343 375 BCompetitor AB 104 204 248 286 318 333 46
W Competitor B 193 230 212 305 334 36.8 Undetermined B Competitor B 19 222 750 30,2 323 A Undetermined ® Competitor B 176 216 23] 289 321 35/ Undetermined
Competitor P 178 209 24.9 /8] 314 34,3 Undetermined Competitor P 18.0 213 757 785 319 343 Undetermined Competitor P 178 24 25,0 284 321 38,0 Undetermined
B Competitor MB 18.0 15 757 288 321 34.8 Undetermined B Competitor MB 183 6 753 783 36 350 Undetermined @ Competitor MB 18,2 /1.8 /55 /89 31,/ 35,3 Undetermined

NZY Tech’'s NZYSupreme Multiplex One-Step RT-gPCR

Prope Master mix offers:
Optimal Multiplexing (validated for up to 5 targets)

Superior sensitivity in duplex or even pentaplex gene detection assays, allowing detection of up to 5
copies of RNA

High level signal to detect until to 5 copies of RNA

The best compromise between sensitivity and efficiency whether in duplex or pentaplex assays
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Benchmark Analysis - NZYSupreme Multiplex One-Step RT-gPCR Probe Master Mix
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Simultaneous detection of five SARS-CoV-Z targets plus one human RNAseP (RP) target from a positive nasopharyngeal sample.

B Red Curve: Detection of the SARS-CoV-2 vVRNA target (two targets for N gene) through the FAM channel;

B Orange Curve: Detection of the SARS-CoV-2 VRNA target (two targets for RARp gene) through the HEX channel;
B Green Curve: Detection of the SARS-CoV-2 VRNA target (one target for E Gene) through the Texas Red channel;
W Purple Curve: Detection of the RP Gene through Cy5 channel
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