Supplemental File 2 – TargetP 2.0 – Readme
TargetP 1.1 was used to derive the best workflow. TargetP 2.0 was released after the study was concluded. To determine whether the original analyses were still valid or if TargetP 2.0 offered a drastic increase in accuracy, we tested the two programs alone and in combination with other subcellular prediction programs (Christian et al., 2020). This file contains results of testing TargetP 2.0 against TargetP 1.1. Proteins from CropPAL, CropPAL2, PPDB, AtCHLORO, and Suba4 were collected, and proteins with GFP evidence of chloroplast-targeted proteins were included from analysis, as defined previously (Christian et al., 2020). 
Tab 1 – Performance summary
· A – Standalone performance comparison between TargetP 2.0 vs TargetP 1.1
· B. Comparative performance of TargetP 1.1 and TargetP 2.0 in combination with Localizer
· C. Comparison between the best workflow with TargetP 1.1 and TargetP 2.0
Tab 2 – Plastidial 
· Summary of plastidial proteins, with all subcellular prediction programs and binary reports (yes/no) for prediction consensus of all combinations of programs.
Tab 3—Non-plastidial
· Summary of nonplastidial proteins, with all subcellular prediction programs and binary reports (yes/no) for prediction consensus of all combinations of programs.
Tab 4—GFP
· Merged results, confusion matrices, and ranked workflows for TargetP 1.1
Tab 5—GFP-TargetP2.0
· Merged results, confusion matrices, and ranked workflows for TargetP 2.0
· Difference calculations for (TargetP2.0 – TargetP1.1) for sensitivity, specificity, MCC, and ACC for all workflows in which TargetP was involved. TargetP2.0 was found to have an increase of 30.66%, decrease in sensitivity of 11.1%, increase in MCC of 0.121, and increase in accuracy of 5.1% compared to TargetP. Compared with the originally-selected workflow of TargetP 1.1 + Localizer 1.0, TargetP2.0 did not offer sufficient benefit to warrant re-run of all analyses. 
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