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Brief protocol
HotStart-IT FideliTaq PCR Master Mix combines the USB novel 
hot start method with the long and accurate amplification 
properties of FideliTaq DNA Polymerase. The mix includes 
HotStart-IT FideliTaq DNA Polymerase, USB Ultrapure nucleo-
tides and reaction buffer. 

Protocol
This protocol applies to a single reaction where only template, 
primers and water need to be added to the master mix. For 
multiple reactions, increase the volumes of the reaction compo-
nents proportionally.
1. Thaw the master mix at room temperature. Mix thoroughly, 

briefly spin to collect tube contents and then place on ice.
2. Assemble reaction tubes on ice or at room temperature, 

whichever is more convenient.
3. This table shows recommended component volumes:

Components
Volume for  

50 µl reaction
Final  

concentration
HotStart-IT FideliTaq 
PCR Master Mix (2X)

25 µl 1X

10 μM Forward Primer 0.5–5.0 μl 0.1–1.0 μM*
10 μM Reverse Primer 0.5–5.0 μl 0.1–1.0 μM*
Template DNA ≥ 1.0 μl as needed, < 500 ng
Water, PCR-Qualified up to 50 μl NA

* Optimal primer concentration is 0.2 μM or 10 pmol each primer per 
reaction.

4. Ensure reactions are mixed thoroughly by pipetting or gentle 
vortexing and then briefly spin to collect tube contents.

5. Optional—Overlay reactions with one-half volume PCR-
grade mineral oil (PN 71600) if not using heated lid on 
thermal cycler.

6. This table shows recommended cycling conditions:
Cycle step Temperature Time

Initial denature 94–95°C 1–2 minutes

Denature 94–95°C 30 seconds

Anneal* 55°C 30 seconds

Extend** 68°C 1–2 minutes

Repeat previous three cycles as necessary, generally 25–35 times.***

Final extend 68°C 5 minutes

Final soak 4–10°C as necessary

  * Initially, the annealing temperature should be 5°C below the 
cal-culated Tm of the primers. If non-specific products are 
produced, increase the annealing temperature in 1–2°C 
increments.

 ** Use an extension temperature of 72°C for products ≤ 2 kb and 
68°C for products > 2 kb. Extension time should be 1 minute/kb 
for expected products < 5 kb and 2 minutes/kb for products  
≥ 5 kb, up to a maximum of about 30 minutes.

*** 45 cycles may be required for low-copy targets.

7. Analyze samples by agarose gel electrophoresis. Visualize 
PCR products in gel with DNA intercalating dyes and a UV 
transilluminator or fluorescence imager.
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