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Denaturation and annealing steps may require less time depending on the thermocycler apparatus (ramp rate), reaction volume and PCR 
tube (varies with the efficiency of heat-transfer). It might be worthwhile to optimize (reduce) times to as low as 10 seconds for both denaturation 
and annealing steps, which will greatly reduce overall PCR time. Fast cycling conditions should not be applied in multiplex PCR. The 
initial recommended 90 seconds per cycle may be further extended to increase yield. It might be worthwhile to reduce number of cycles from 
40 to 25-30, depending on the success of amplification. 
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