Streptomycin-Resistant Colony Recovery across Temperatures and Guide-Plasmid Conditions in Escherichia coli DH5α
Supplementary Information

	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	27°C
	Untransformed
	1
	0
	43
	0.0000%

	27°C
	Untransformed
	2
	0
	46
	0.0000%

	27°C
	Untransformed
	3
	0
	41
	0.0000%

	27°C
	Untransformed
	4
	0
	45
	0.0000%

	27°C
	Untransformed
	5
	1
	44
	0.0002%

	27°C
	Cas9 + donor, no guide
	1
	0
	45
	0.0000%

	27°C
	Cas9 + donor, no guide
	2
	1
	48
	0.0002%

	27°C
	Cas9 + donor, no guide
	3
	0
	43
	0.0000%

	27°C
	Cas9 + donor, no guide
	4
	0
	47
	0.0000%

	27°C
	Cas9 + donor, no guide
	5
	0
	46
	0.0000%

	27°C
	Cas9 + donor + non-targeting guide
	1
	0
	42
	0.0000%

	27°C
	Cas9 + donor + non-targeting guide
	2
	0
	45
	0.0000%

	27°C
	Cas9 + donor + non-targeting guide
	3
	1
	40
	0.0003%

	27°C
	Cas9 + donor + non-targeting guide
	4
	0
	44
	0.0000%

	27°C
	Cas9 + donor + non-targeting guide
	5
	0
	43
	0.0000%

	27°C
	Cas9 + Guide 1, no donor
	1
	5
	44
	0.0011%

	27°C
	Cas9 + Guide 1, no donor
	2
	8
	47
	0.0017%

	27°C
	Cas9 + Guide 1, no donor
	3
	3
	42
	0.0007%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	27°C
	Cas9 + Guide 1, no donor
	4
	6
	46
	0.0013%

	27°C
	Cas9 + Guide 1, no donor
	5
	4
	45
	0.0009%

	27°C
	Cas9 + Guide 2, no donor
	1
	2
	41
	0.0005%

	27°C
	Cas9 + Guide 2, no donor
	2
	3
	44
	0.0007%

	27°C
	Cas9 + Guide 2, no donor
	3
	1
	39
	0.0003%

	27°C
	Cas9 + Guide 2, no donor
	4
	4
	43
	0.0009%

	27°C
	Cas9 + Guide 2, no donor
	5
	2
	42
	0.0005%

	27°C
	Cas9 + donor + Guide 1
	1
	126
	46
	0.0274%

	27°C
	Cas9 + donor + Guide 1
	2
	158
	49
	0.0322%

	27°C
	Cas9 + donor + Guide 1
	3
	110
	44
	0.0250%

	27°C
	Cas9 + donor + Guide 1
	4
	142
	48
	0.0296%

	27°C
	Cas9 + donor + Guide 1
	5
	135
	47
	0.0287%

	27°C
	Cas9 + donor + Guide 2
	1
	72
	40
	0.0180%

	27°C
	Cas9 + donor + Guide 2
	2
	89
	43
	0.0207%

	27°C
	Cas9 + donor + Guide 2
	3
	65
	38
	0.0171%

	27°C
	Cas9 + donor + Guide 2
	4
	78
	42
	0.0186%

	27°C
	Cas9 + donor + Guide 2
	5
	83
	41
	0.0202%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	32°C
	Untransformed
	1
	0
	50
	0.0000%

	32°C
	Untransformed
	2
	0
	53
	0.0000%

	32°C
	Untransformed
	3
	0
	49
	0.0000%

	32°C
	Untransformed
	4
	0
	52
	0.0000%

	32°C
	Untransformed
	5
	0
	51
	0.0000%

	32°C
	Cas9 + donor, no guide
	1
	1
	52
	0.0002%

	32°C
	Cas9 + donor, no guide
	2
	0
	55
	0.0000%

	32°C
	Cas9 + donor, no guide
	3
	0
	51
	0.0000%

	32°C
	Cas9 + donor, no guide
	4
	1
	54
	0.0002%

	32°C
	Cas9 + donor, no guide
	5
	0
	53
	0.0000%

	32°C
	Cas9 + donor + non-targeting guide
	1
	0
	49
	0.0000%

	32°C
	Cas9 + donor + non-targeting guide
	2
	1
	52
	0.0002%

	32°C
	Cas9 + donor + non-targeting guide
	3
	0
	48
	0.0000%

	32°C
	Cas9 + donor + non-targeting guide
	4
	0
	51
	0.0000%

	32°C
	Cas9 + donor + non-targeting guide
	5
	1
	50
	0.0002%

	32°C
	Cas9 + Guide 1, no donor
	1
	12
	51
	0.0024%

	32°C
	Cas9 + Guide 1, no donor
	2
	16
	54
	0.0030%

	32°C
	Cas9 + Guide 1, no donor
	3
	9
	50
	0.0018%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	32°C
	Cas9 + Guide 1, no donor
	4
	14
	53
	0.0026%

	32°C
	Cas9 + Guide 1, no donor
	5
	11
	52
	0.0021%

	32°C
	Cas9 + Guide 2, no donor
	1
	6
	48
	0.0013%

	32°C
	Cas9 + Guide 2, no donor
	2
	8
	51
	0.0016%

	32°C
	Cas9 + Guide 2, no donor
	3
	5
	47
	0.0011%

	32°C
	Cas9 + Guide 2, no donor
	4
	7
	50
	0.0014%

	32°C
	Cas9 + Guide 2, no donor
	5
	4
	49
	0.0008%

	32°C
	Cas9 + donor + Guide 1
	1
	492
	53
	0.0928%

	32°C
	Cas9 + donor + Guide 1
	2
	536
	56
	0.0957%

	32°C
	Cas9 + donor + Guide 1
	3
	508
	52
	0.0977%

	32°C
	Cas9 + donor + Guide 1
	4
	475
	55
	0.0864%

	32°C
	Cas9 + donor + Guide 1
	5
	548
	54
	0.1015%

	32°C
	Cas9 + donor + Guide 2
	1
	274
	47
	0.0583%

	32°C
	Cas9 + donor + Guide 2
	2
	318
	50
	0.0636%

	32°C
	Cas9 + donor + Guide 2
	3
	296
	46
	0.0643%

	32°C
	Cas9 + donor + Guide 2
	4
	255
	49
	0.0520%

	32°C
	Cas9 + donor + Guide 2
	5
	331
	48
	0.0690%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	37°C
	Untransformed
	1
	0
	47
	0.0000%

	37°C
	Untransformed
	2
	0
	50
	0.0000%

	37°C
	Untransformed
	3
	1
	46
	0.0002%

	37°C
	Untransformed
	4
	0
	49
	0.0000%

	37°C
	Untransformed
	5
	0
	48
	0.0000%

	37°C
	Cas9 + donor, no guide
	1
	0
	49
	0.0000%

	37°C
	Cas9 + donor, no guide
	2
	0
	52
	0.0000%

	37°C
	Cas9 + donor, no guide
	3
	1
	48
	0.0002%

	37°C
	Cas9 + donor, no guide
	4
	0
	51
	0.0000%

	37°C
	Cas9 + donor, no guide
	5
	0
	50
	0.0000%

	37°C
	Cas9 + donor + non-targeting guide
	1
	1
	46
	0.0002%

	37°C
	Cas9 + donor + non-targeting guide
	2
	0
	49
	0.0000%

	37°C
	Cas9 + donor + non-targeting guide
	3
	0
	45
	0.0000%

	37°C
	Cas9 + donor + non-targeting guide
	4
	1
	48
	0.0002%

	37°C
	Cas9 + donor + non-targeting guide
	5
	0
	47
	0.0000%

	37°C
	Cas9 + Guide 1, no donor
	1
	9
	48
	0.0019%

	37°C
	Cas9 + Guide 1, no donor
	2
	7
	51
	0.0014%

	37°C
	Cas9 + Guide 1, no donor
	3
	11
	47
	0.0023%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	37°C
	Cas9 + Guide 1, no donor
	4
	8
	50
	0.0016%

	37°C
	Cas9 + Guide 1, no donor
	5
	6
	49
	0.0012%

	37°C
	Cas9 + Guide 2, no donor
	1
	4
	45
	0.0009%

	37°C
	Cas9 + Guide 2, no donor
	2
	5
	48
	0.0010%

	37°C
	Cas9 + Guide 2, no donor
	3
	3
	44
	0.0007%

	37°C
	Cas9 + Guide 2, no donor
	4
	6
	47
	0.0013%

	37°C
	Cas9 + Guide 2, no donor
	5
	2
	46
	0.0004%

	37°C
	Cas9 + donor + Guide 1
	1
	305
	50
	0.0610%

	37°C
	Cas9 + donor + Guide 1
	2
	342
	53
	0.0645%

	37°C
	Cas9 + donor + Guide 1
	3
	288
	49
	0.0588%

	37°C
	Cas9 + donor + Guide 1
	4
	327
	52
	0.0629%

	37°C
	Cas9 + donor + Guide 1
	5
	316
	51
	0.0620%

	37°C
	Cas9 + donor + Guide 2
	1
	185
	44
	0.0420%

	37°C
	Cas9 + donor + Guide 2
	2
	210
	47
	0.0447%

	37°C
	Cas9 + donor + Guide 2
	3
	172
	43
	0.0400%

	37°C
	Cas9 + donor + Guide 2
	4
	198
	46
	0.0430%

	37°C
	Cas9 + donor + Guide 2
	5
	221
	45
	0.0491%




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	42°C
	Untransformed
	1
	0
	0
	N/A

	42°C
	Untransformed
	2
	0
	0
	N/A

	42°C
	Untransformed
	3
	0
	0
	N/A

	42°C
	Untransformed
	4
	0
	0
	N/A

	42°C
	Untransformed
	5
	0
	0
	N/A

	42°C
	Cas9 + donor, no guide
	1
	0
	0
	N/A

	42°C
	Cas9 + donor, no guide
	2
	0
	0
	N/A

	42°C
	Cas9 + donor, no guide
	3
	0
	0
	N/A

	42°C
	Cas9 + donor, no guide
	4
	0
	0
	N/A

	42°C
	Cas9 + donor, no guide
	5
	0
	0
	N/A

	42°C
	Cas9 + donor + non-targeting guide
	1
	0
	0
	N/A

	42°C
	Cas9 + donor + non-targeting guide
	2
	0
	0
	N/A

	42°C
	Cas9 + donor + non-targeting guide
	3
	0
	0
	N/A

	42°C
	Cas9 + donor + non-targeting guide
	4
	0
	0
	N/A

	42°C
	Cas9 + donor + non-targeting guide
	5
	0
	0
	N/A

	42°C
	Cas9 + Guide 1, no donor
	1
	0
	0
	N/A

	42°C
	Cas9 + Guide 1, no donor
	2
	0
	0
	N/A

	42°C
	Cas9 + Guide 1, no donor
	3
	0
	0
	N/A




	Temp.
	Experimental group
	Rep.
	Selective colonies (raw)
	Nonselective colonies (raw)
	Recovery (%)

	42°C
	Cas9 + Guide 1, no donor
	4
	0
	0
	N/A

	42°C
	Cas9 + Guide 1, no donor
	5
	0
	0
	N/A

	42°C
	Cas9 + Guide 2, no donor
	1
	0
	0
	N/A

	42°C
	Cas9 + Guide 2, no donor
	2
	0
	0
	N/A

	42°C
	Cas9 + Guide 2, no donor
	3
	0
	0
	N/A

	42°C
	Cas9 + Guide 2, no donor
	4
	0
	0
	N/A

	42°C
	Cas9 + Guide 2, no donor
	5
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 1
	1
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 1
	2
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 1
	3
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 1
	4
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 1
	5
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 2
	1
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 2
	2
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 2
	3
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 2
	4
	0
	0
	N/A

	42°C
	Cas9 + donor + Guide 2
	5
	0
	0
	N/A




Raw LB-kanamycin and paired nonselective counts used to calculate Cas9-plasmid retention in the Cas9 + donor, no-guide group.
	Temp.
	Rep.
	LB-kan colonies (raw)
	Kan dilution
	Paired nonselective colonies (raw)
	Nonselective dilution
	Retention (%)

	27°C
	1
	41
	10⁻⁴
	45
	10⁻⁴
	91.1%

	27°C
	2
	44
	10⁻⁴
	48
	10⁻⁴
	91.7%

	27°C
	3
	37
	10⁻⁴
	43
	10⁻⁴
	86.0%

	27°C
	4
	42
	10⁻⁴
	47
	10⁻⁴
	89.4%

	27°C
	5
	39
	10⁻⁴
	46
	10⁻⁴
	84.8%

	32°C
	1
	43
	10⁻⁴
	52
	10⁻⁴
	82.7%

	32°C
	2
	47
	10⁻⁴
	55
	10⁻⁴
	85.5%

	32°C
	3
	40
	10⁻⁴
	51
	10⁻⁴
	78.4%

	32°C
	4
	48
	10⁻⁴
	54
	10⁻⁴
	88.9%

	32°C
	5
	43
	10⁻⁴
	53
	10⁻⁴
	81.1%

	37°C
	1
	22
	10⁻⁴
	49
	10⁻⁴
	44.9%

	37°C
	2
	26
	10⁻⁴
	52
	10⁻⁴
	50.0%

	37°C
	3
	19
	10⁻⁴
	48
	10⁻⁴
	39.6%

	37°C
	4
	23
	10⁻⁴
	51
	10⁻⁴
	45.1%

	37°C
	5
	21
	10⁻⁴
	50
	10⁻⁴
	42.0%

	42°C
	1
	0
	10⁻⁴
	0
	10⁻⁴
	N/A

	42°C
	2
	0
	10⁻⁴
	0
	10⁻⁴
	N/A

	42°C
	3
	0
	10⁻⁴
	0
	10⁻⁴
	N/A

	42°C
	4
	0
	10⁻⁴
	0
	10⁻⁴
	N/A

	42°C
	5
	0
	10⁻⁴
	0
	10⁻⁴
	N/A



