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Reviewer Comments to Author:

The author developed a software, GuideMaker, for designing CRISPR-Cas guide RNA pools in non-model
genomes. Three bacterial genomes, a fungal genome, and a plant genome were used in performance
benchmarking, which proves that the software supports the design of gRNAs in non-standard Cas
enzymes for non-model organisms at the genome-scale. However, the advantages of this software are
not well estimated nor presented compared to other tools like CHOPCHOP. Also, the software was
mainly evaluated in three bacteria genomes, one fungus and Arabidopsis genome. There are no tests for
non-model plant or animal genomes. Therefore, the "non-model genomes" in the title are exaggerated. |
list more problems as follows.

Major comments:

1. The authors did not compare the computation resources and performance (running time, memory)
with existing softwares like CHOPCHOP. Also, the authors need to compare the score rankings with
CHOPCHOP to present the relative power of GuideMaker. Is there any score rankings concerning
efficiency or off-target possibilities for the designed Guide RNAs

2. It is better to add support for gff formated annotation input files since many non-model species do
not have GenBank annotations.

3. The authors mentioned GuideMaker can design gRNAs for any small to medium size genome (up to
about 500 megabases). The maximum genome used in the article was Arabidopsis thaliana (114.1MB),
which is obviously smaller than the described (up to about 500 megabases). We couldn't find the
description whether the authors had investigated the larger genomes. Therefore, the detailed analysis
or discussion of this problem is needed.

4. The authors stated GuideMaker to design CRISPR-Cas guide RNA pools in non-model genomes.
Arabidopsis thaliana is a model organism and test in a non-model plant genome will be highly valuable.
5. It is also stated that GuideMaker can design gRNAs for any PAM sequence from any Cas system but
the results of SaCas and StCad was described in only one sentence.

6. The source of the genomes was missing in the manuscript. In particular, some species have multiple
genome versions in the same database. Therefore, to make the results more repeatable, the specific
website and version number for each species are needed.

Minor comments:

There are many typos. | give some examples here.

1. Line 11, "bacteria" should be "bacterias".

2. Line 38, delete the", including non-model organisms"i%Eprokaryotic and eukaryotic organisms
include the non-model organisms.

3. Line 111, "candidates guides" should be "candidate guides".



4. Linel54, "gRNA identify with GuideMaker" should be "gRNA identified with GuideMaker".

5. Line 195, "The second way GuideMaker reduces..." should be "The second way that GuideMaker
reduces...".

6. Line 204, "and", no need for italics.

7. Line 207, "gRNA's" should be "gRNAs".

8. Lines 209-210, "we anticipate performance will..." should be "we anticipate that performance will...".
9. Figure. 1. It seems that the font size of the description of Control gRNAs is inconsistent with others,
please check.

10. Line 22,55,98,159,175,187,219 and 247, "Guidemaker" should be "GuideMaker".

11. Line 262, "CAS" should be "Cas".

12. Supplementary Figure 4. Grammar mistake in sentence "the different number of logical cores with or
without AVX2 settings are available". It should be "the different number of logical cores with or without
AVX2 settings is available".
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