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Unrivaled sensitivity in quantitative gene expression
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Figure |. Reaction specificity—performance of the Clontech SYBR Advantage gPCR Premix vs. the Roche Fast Start DNA Master SYBR Green

[ using a Roche LightCycler. The results for the Clontech reagent are shown in Panels A and B, and those for the Roche reagent are shown in
Panels C and D. The cycling conditions for the Clontech reagent consisted of | cycle at 95°C for 10 sec, followed by 45 cycles at 95°C for 5 sec
and 60°C for 20 sec. For the Roche reagent, the cycling conditions consisted of | cycle at 95°C for 10 min, followed by 45 cycles at 94°C for 10
sec, 55°C for 5 sec, and 72°C for 10 sec.
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Clontech Vs Invitrogen |
Clontech SYBR qPCR premix Invitrogen Platinum SYBR Green qPCR Supermix
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Figure 2. Reaction specificity—performance of the Clontech SYBR Advantage gPCR Premix vs. the Invitrogen Platinum SYBR Green gPCR
Supermix UDG using a Cepheid Smart Cycler. The results for the Clontech reagent are shown in Panels A and B, and those for the Invitrogen
reagent are shown in Panels C and D.The cycling conditions for the Clontech reagent consisted of | cycle at 95°C for 2 min, followed by 45
cycles at 95°C for 5 sec and 60°C for 20 sec. For the Invitrogen reagent, the cycling conditions consisted of | cycle at 95°C for 2 min, followed
by 45 cycles at 95°C for 15 sec and 60°C for 30 sec.
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Clontech SYBR qPCR premix ABI SYBR Green PCR Master Mix
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Figure 3. Amplification efficiency—performance of the Clontech SYBR Advantage qPCR Premix vs. the Applied Biosystems SYBR Green PCR
Master Mix using an ABI PRISM 7000 Sequence Detection System.The resutlts for the Clontech reagent are shown in Panels A and B, and those
for the Applied Biosystems reagent are shown in Panels C and D.The cycling conditions for the Clontech reagent consisted of | cycle at 95°C
for 10 sec, followed by 40 cycles at 95°C for 5 sec and 60°C for 31 sec. For the Applied Biosystems reagent, the cycling conditions consisted of
I cycle at 95°C for |0 min, followed by 45 cycles at 95°C

for 15 sec and 60°C for | min.
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SYBR Advantage qPCR Premix Outperforms Competitors

C learly, the Clontech SYBR Advantage qPCR  time for the gPCR analysis can be shortened
Premix outperforms much of the competition  dramalically—nearly in half compared to the
in terms of specificity (single product as judged by times for other qPCR chemistries— when
melting curves), efficiency (amplification plots using the Clontech SYBR Advantage qPCR
[shown] and standard curves [not shown]) and Premix.

O EE %E éé Asensitivity (lower Ctvalues). Moreover, the overall - Clontech Laboratories, Inc

f§5%: 25 uL / reaction

639676  SYBR ADVANTAGE gPCR PREMIX 200 rxns S EEIA
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QTaq™ One-Step qRT-PCR Kit
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Clontech VS Competitor |

Synthetic RNA template (10°°
copies per sample) was spiked into a
background of 50 ng of total RNA from
HEK 293 cells. Clontech’s QTaq One-
Step Kit (Panel A) produced distinct,
well separated curves throughout the
entire range of template concentrations
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1 1 compared to the competitor kit (Panel
B) which resulted in compressed curves

at lower template concentrations.

0 & W 15 20 26 a0 35 40 i 5 10 15 20 25
Cycle no. Cycle no.
R2 =0999 Efficiency = 99% Slope = —-3.345 R2 =0977 Efficiency = 128% Slope = -2.794
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639518  QTaq One-Step qRT-PCR SYBR Kit 200 rn
639519  QTaq One-Step qRT-PCR SYBR Kit 1000 rxn
639520  QTaq One-Step qRT-PCR Kit 200 rxn
639521 QTag One-Step gRT-PCR Kit 1000 rxn $51,840.

F—AES: 1.60X gRT Mix 2. 50X QTag™ DNA Polymerase Mix 3. 2X One-Step oRT-PCR Buffer plus / without SYBR

SMART™ MMLV RT
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Enn#rr@. e FANEREE Vendor | st Strand Ribonuclease | Endonuclease | Exonuclease | DNA Contam.| In process
SEHE- 518 copies Y RNA EpT] test test test (Baterial) QC
QEREEE 10 kb Clonttech Y Y Y Y Y Y
{RE3 RNase H &% ' 125 cDNA EE Promega | Y Y Y Y
BREERY QC -#5{REIE RNase-free &2 DNase-free HJ RT Ambion Y Y Y Y
NEB Y Y Y Y

REEHEHY cDNA £& RNase H BEIEH + 17 PCR R Lo ! Y Y
FERIESIE -

{REY RT HRNase 15?
Denatured time (min) 1 5 W 23 4 B 6 71
Denatured temperature 94 97 100 L AT MY AT

38 4 Competior N Wt MMLV RT

58 & Compateor N AMY RT

Lane 7 Postive Cormrol (+RNase

Lane 0 Negatve control (Suter only, no enzyme)

EESMT GBS
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RNase H treatment Cont - +
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“We show that the template of one gene of a multigene Figure 1. SMART MMLV RT has less RNase activity than the
family becomes more readily available for PCR competition. An RNA Ladder was incubated with 200 units of either
amplification only after RNase H treatment, while two SMART MMLV RT (Lanes | &2), or another supplier's MMLV RT

" (Lanes 3 & 4) and AMV RT (Lanes 5 & 6) at 370 C for | hr,and then
other genes are not affected by RNase H treatment! analyzed by formaldehyde/agarose gel electrophoresis. Lane 7: positive

BioTechniques 32: 1224-1225 (June 2002) control; Lane 8: negative control (buffer only, no enzyme).
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