Prime=450uM, probe=125uM

Annealing Temperature: 56, Cycles: 40. 1000x dilution

Annealing Temperature: 56-c. Cycles: 50. 100x dilution

Annealing Temperature: 56-c. Cycles. 50. 1000x dilution

Annealing Temperature: 56, Cycles: 40 .100x dilution
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Annealing Temperature: 60'c, Cycles: 40, 100x dilution Anngaling Temperature: €0-c. Cycles: 40. 1000x dilution Annealing Temperature: 60-c. Cycles: 50. 100x dilution Annealing Temperature. 60'c, Cycles: 50, 1000x dilution
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Prime=900uM, probe=125uM
Annealing Temperature. $6-c. Cycles. 40. 100x dilution Annealing Temperature. 56'c. Cycles. 40. 1000x dilution ‘Annealing Temperature. $6-c. Cycles. 50. 100x dilution Annealing Temperature. 56°c. Cycles: 50. 1000x dilution
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Annealing Temperature: §0-c. Cycles:d0,100x diluton Annealing Temperature: 60-c. Cycles:d0,1000x dilution ‘Annealing Temperature: §0-c. Cyches:50,100x dilution Annealing Temperature: 60-c. Cycles:50.1000x dilution
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Annesiing Temperature. 6. Cycles, 60. 100x cilution Annealing Temperature, S6+¢c. Cycles. 60. 1000 ditution Annealing Temperature. 80-c. Cyclas:60,100x diution Annealing Temperature, 60+c. Cycles:60,1000x dilution
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Prime=900uM, probe=250uM
Annealing Temperature. 56:c. Cycles:40,100x dilution Annealing Temperature. 56+c. Cycles:40,1000x dilution Annealing Temperature. 56:c. Cycles:50,100x dilution Annealing Temperature. 56'c. Cycles:50,1000x dilution
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2500 0 2500 5000 0 2000 4000 ~2000 0 2000 4000 -2500 0 2500 5000
vic vic vic vic
Annealing Temperature: 60-c. Cycles:40,100x dilution Annealing Temperature. 60-c. Cycles:40,1000x dilution Annealing Temperature. 60-c. Cycles:50,100x dilution Annealing Temperature: 60-c. Cycles:50,1000x dilution
30000 30000 30000 30000
20000 20000 20000 20000
H b H H H
& 10000 & 10000 & 10000 & 10000
0 0 0 0
0 2000 4000 ) 2000 4000 2500 0 2500 5000 -2000 [) 2000 4000
vic vic vic vic




