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Table S1 IC50 values, limit of detecPon (LOD; IC90 values) and mean relaPve standard deviaPons 
over the 0.01 – 1000 ng/mL AFB1 concentraPon range obtained for devices without conjugate 
pads fabricated with nitrocellulose membranes of different flow speeds and bioluminescence 
signals recorded at different Pmes aeer furimazine substrate soluPon applicaPon 
(concentraPon of nanobody-Nluc 5 µg/mL). The corresponding response curves are shown in 
Fig. 1 in the main text. 
 

 
a A delay of 30 s between substrate soluPon applicaPon and start of signal acquisiPon applies 
to all cases. 
 
 
 
 
Table S2 Nanobody-Nluc concentraPon-dependent IC50 values and limit of detecPon (LOD; IC90 
values) obtained for devices without conjugate pads. 
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Fig. S1 PreparaPon of the Canon PIXUS TS203 office inkjet printer for inkjet-based deposiPon 
of AFB1-BSA conjugate as test lines on nitrocellulose membranes: (a) black ink cartridges 
(Canon BC-345) were cut open, the original ink liquid discarded, the sponge removed and 
washed with copious amounts of pure water; the cover of the ink outlet was removed and the 
exposed underlying reservoir served as the reagent ink tank; (b) in order to protect the 
sensiPve nitrocellulose membrane from physical damage, paper feed rollers in the central 
secPon of the printer were removed. 
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Fig. S2 PosiPons for collecPng test line and background bioluminescence signals on the 
nitrocellulose membrane on the examples of: (a) signal collected with the ChemiDoc imaging 
system; background signal was extracted using Image Lab from the marked rectangles (8 x 146 
pixels) located 30 pixels above and below the test line; (b) signal collected with the compact 
digital camera; background signal was extracted using ImageJ from the marked rectangles (25 
x 380 pixels) located 100 pixels above and below the test line. 
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Fig. S3 Dimensions and arrangement of components used to fabricate LFIA test strips: (a) 
setup without conjugate pad used for system opPmizaPon experiments and (b) system with 
glass fiber conjugate pad containing pre-deposited Nanobody-Nluc used for applicaPon proof-
of-concept experiments. 
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Fig. S4 3D-printed plasPc sleeve used to achieve reproducible contact between nitrocellulose 
membrane and absorbent pad. 
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Fig. S5 Principle of the Nanobody-Nluc-based compePPve LFIA assay targePng AFB1. 
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Fig. S6 OpPmizaPon of amounts of AFB1-BSA conjugate capture reagent (0.01 w/v% soluPon) 
deposited by inkjet prinPng in mulPple prinPng cycles on the test line: (a) observed by intrinsic 
fluorescence emission of AFB1, and (b) bioluminescence emission observed aeer applicaPon 
of a blank sample with 5.0 µg/mL Nanobody-Nluc; error bars represent mean values ±1s. 
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Fig. S7 OpPmizaPon of amounts of Nanobody-Nluc (1.0 – 10 µg/mL) added to the running 
buffer in assays on LFIA devices without conjugate pad. 
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