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Microsoft Excel  (Office 2016), 

Biotek Synergy H1 Gen5 3.05.11 (fluorescent plate reader), Attune Nxt v.3.1.2 (FACS), 
Malvern Ultrapro ZS Explorer (v. 2.1-3.0),  VNMRJ and Mestre Nova (version 14.2 & v14.1.2-25024) (NMR)

 has been made available via repository as a data guidepost to help with troubleshooting.
Extended data is available upon reasonable request. Due to ongoing collaborations that are not yet published, select raw representative data
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 lab member) in our lab with a 3rd party collaborator running samples. Data relevant to repetitions (using known published information in Sci.Adv. 2020) 
were performed by lead author.

All data involving FACS screening of IL-NP hitchhiking candidates has been typically performed partially blinded (treatments are number coded by a

A sample size allowing reasonable determination of standard deviation and a reasonable range of expected data of 
typical ex-vivo experiments were used. A minimum of n=3 was performed for any quantitative/biological measurement. 

We made no special exclusions.

at n=3, or higher, depending on the standard deviation observed.  
quantitative analyses (such as hemolysis or serum kinetics) is usually done at n=4, while simple repetitions for assays like encapsulation efficiency is done 
The data is fairly reproducible given proper technique. DLS characterization of IL-coated NPs were done at n=5 (published controls at n=3), while any 

 pooled-gender blood was used to exclude this factor during experiments when either screening candidates or running biocompatibility tests. 
While there was not a significant observed difference between male and female BALB/c mouse blood (FACS, ex-vivo) with our published candidate,
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BALB/c adult mice (commercial mouse blood)



We are approved to work with mice and ionic liquid-NPs and therapeutic agents under our IACUC protocol 21-004
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While there was not a significant observed difference between male and female BALB/c mouse blood (FACS, ex-vivo) with our published candidate,
 pooled-gender blood was used to exclude this factor during experiments when either screening candidates or running biocompatibility tests. 
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RBCs are abundant after isolation and gating (typically have counts around 100,000

x
Our main FACS figure is raw and shows gating strategy.

RBCs are isolated from whole blood via centrifugation, washed 3x to remove unbound NPs, and resuspended 
in physiological buffer and run live immediately after isolation and purification 
Thermo Fisher Attune Acoustic Cytometer

Attune Nxt v3.1.2

After fluorescent compensation, use SSC-A vs. FSC-A to identify scatter pattern of RBCs and polygon-gate the singlet population 
(brightest heat map area): doublets and triplets will appear as secondary and tertiary populations above and scatterdully to the 
right.Then, plot SSC-A vs. RL-1A to identify far-red fluorescent colocalizations in the gated RBC population.  Then, additional 
quadrant line-gating are used to identify population area of fluorescence. The target population of hitchhiked healthy RBCs will 
appear in the lower right quadrant as a dense population.  
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