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Supplementary Figure S1. Fluorescent intensity of images of 3D printer-based real-time
RT-RPA quantitated by Imagel. Individual image of real-time RT-RPA reactions captured
by smartphone camera at time 0.5 min and 30 sec interval from 5.5 min to 15 min.
Fluorescent intensity was quantitated by Imagel software in mean gray values.
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Supplementary Figure S2. Time-lapse photos of the RT-RPA reaction tubes performed
on the 3D printer’s heated bed. Unlike Fig. 4 in which LEDs were placed at the bottom of
the PCR tubes, LEDs shown here were placed above the cap of the tubes and illuminated
the reagent mix downwards. The templates from left to right are dengue RNA (negative
control), and ZIKV RNA 104, 103, and 107 dilutions. The photos show that one can identify
the sample containing ZIKV in as little as 6 min with the 102 samples. By 10 min, one can
identify all three samples as positive when compared to the negative control. Additional
5 min incubation did not alter the result. The 102 sample’s final fluorescence was lower
than the 102 probably due to excessive template that interacted with the single stranded
DNA binding proteins, thus lowering their amount for the RPA reactions.



Supplementary Animation S1. Animated gif file of the time-lapsed photos from RT-RPA
reactions performed on a heated bed of the 3D printer. Samples from left to right:
dengue RNA, 10 to 10°® diluted ZIKV sample in urine, negative urine.

Supplementary Animation S2. Animated gif file of the time-lapsed photos from RT-RPA
reactions performed on a aluminum surface heated by the extruder heater. Samples
from left to right: dengue RNA, 10 to 10°® diluted ZIKV sample in urine, negative urine.



