[ Tm Caling

Amplification Curves u@
b e rpE
Amplification curves
2.500 //’/“ ~
g 2.000 / 3 4
§ 1.500 2
1.000 / :
& 1 / 5
0.500 /
0.000 . — - 6 an
400 800 1200 1600 20.00 2400  28.00 3200 3600  40.0C  H.00
Cycle
V] Fam
Melting Peaks [~ O]
g e re

Melting temperatures

0.020 //\

0.000 = — —

-dF{dT

66.00 69.00 72.00 75.00 78.00 81.00 84.00 87.00 90.00 93.00 96.00
Temperature

mm

9 x 108 copies 8 units 2 units 04 M
2 9 x 108 copies 8 units 2 units 1M
3 9 x 108 copies 8 units 0 04 M
4 9 x 108 copies 8 units 0 1™
5 0 8 units 2 units 1M
6 0 8 units 2 units 04 M

Supplementary Figure $4. Optimization of one-pot RT-LAMP assay for RNA ddten using

in vitro transcribed MERS-CoV target RNA. The primer set @&B5 was used for optimizing
the RT-LAMP-mediated amplification of 9 x 4@opies of DNase I-treated synthetic ORFla
RNA. RT-LAMP reactions were performed at 65 °C whmin incubations per cycle on a
LightCycler 96 real-time PCR machine. Amplicon atclation was measured in real-time as
increase in fluorescence of the intercalating dyaGeen.



