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Supplementary table 1: Parameters considered during optimization of (a) RCA, (b) PLPs 

hybridization and (c) SBL. Texts in red denotes the parameter of interest (e.g. changed) for 

this experiment. 

 

 

 

Supplementary table 2: Assay incubation hands-on and total time for a) library preparation, 

b) sequencing-by-ligation and c) overall. The hands-on time for the library preparation is not 

cumulative with the incubation time as some reagents preparation are performed over the 

incubation times.  

  

  

  



 

  

Supplementary figure 3: Analysis of elute during dispensing of the PLP ligation mix. A mix 

containing PLPs and a synthetic target was either added or omitted (negative control, outer 

most left bar). Additionally, a fresh mix containing Ligase (as in material and methods) 

together with PLPs/target was used a positive control (outer most right bar). Hypothetic 

ligation was allowed in solution followed by RCA and labeling. RCPs were counted using an 

automated fluorescent object counter. For each conditions n=3 technical replicates. 

  

  

 

   



 

  

Supplementary table 4: Comparison of enzymes and nucleic acids components consumption 

between on- and off-chip for a full assay (library preparation and 4 base barcodes reading). 

C0 is the standard protocol component’s concentration. C_on and C_off are the 

concentrations used in the optimized and standard protocol respectively. In the on-chip case, 

#delivery is the number of time the MTP reacting chamber was refilled. In the off-chip case, 

this number corresponds to the increment of MTP reacting chamber volume that would be 

needed to treat the same surface of sample but using the standard manual protocol. The 

difference of reacting chambers height is hence taken into consideration. Amount is a 

subjectively formulated quantitative measure of the amount of reagents used. In essence it is 

number of molecule used divided by the volume of the MTP reacting chamber. The ratio is 

computed as on- to off-chip. 


