Supplementary Table 4. Assessment of algorithm using Pro substitutions from ProTherm database and literature.

	No
	Protein
	PDB id
	Mutation
	Tm/G#
	Phenotype*
	Correct prediction

	1
	Barnasea
	1BNI
	T6P
	-3.08
	I
	No

	2
	Barnasea
	1BNI
	A32P
	-4.10
	I
	No

	3
	Plasminogen activator inhibitor 1a
	1C5G
	E350P
	-3.50
	A
	No

	4
	Plasminogen activator inhibitor 1a
	1C5G
	E373P
	0.50
	A
	Yes

	5
	Catabolite activator proteina
	1G6N
	S128P
	0.14
	A
	No

	6
	-lactalbumina
	1HFZ
	Y103P
	-1.10
	A
	No

	7
	Alcohol dehydrogenasea
	1KEV
	A22P
	0.70
	A
	Yes

	8
	Alcohol dehydrogenasea
	1KEV
	S24P
	3.90
	A
	Yes

	9
	Alcohol dehydrogenasea
	1KEV
	T149P
	-1.00
	A
	No

	10
	Alcohol dehydrogenasea
	1KEV
	A177P
	0.50
	A
	Yes

	11
	Alcohol dehydrogenasea
	1KEV
	H222P
	-6.50
	A
	Yes

	12
	Alcohol dehydrogenasea
	1KEV
	L275P
	-2.30
	A
	Yes

	13
	Alcohol dehydrogenasea
	1KEV
	L316P
	10.80
	A
	Yes

	14
	Alcohol dehydrogenasea
	1KEV
	A347P
	2.60
	A
	Yes

	15
	Chitinasea
	1KFW
	G93P
	1.20
	A
	Yes

	16
	Chitinasea
	1KFW
	G254P
	-0.65
	A
	No

	17
	Cel12Aa
	1OLR
	C206P
	-9.20
	A
	No

	18
	MBPb
	1OMP
	K34P
	2.20
	A
	Yes

	19
	MBPb
	1OMP
	D41P
	0.30
	A
	Yes

	20
	MBPb
	1OMP
	E78P
	-0.90
	A
	Yes

	21
	MBPb
	1OMP
	D82P
	0.00
	A
	Yes

	22
	MBPb
	1OMP
	D287P
	0.70
	A
	Yes

	23
	MBPb
	1OMP
	V357P
	0.60
	A
	Yes

	24
	Protein Gc
	1PGA
	T2P
	-6.60
	A
	Yes

	25
	Protein Gc
	1PGA
	G9P
	-17.00
	I
	Yes

	26
	Protein Gc
	1PGA
	K10P
	-8.40
	A
	Yes

	27
	Protein Gc
	1PGA
	V21P
	6.20
	A
	Yes

	28
	Protein Gc
	1PGA
	A23P
	-1.40
	A
	Yes

	29
	Protein Gc
	1PGA
	A24P
	-4.60
	A
	Yes

	30
	Protein Gc
	1PGA
	T25P
	-20.90
	I
	No

	31
	Protein Gc
	1PGA
	V29P
	-22.60
	I
	Yes

	No
	Protein
	PDB id
	Mutation
	Tm/G#
	Phenotype*
	Correct prediction

	32
	Protein Gc
	1PGA
	D36P
	-21.00
	I
	No

	33
	Protein Gc
	1PGA
	A48P
	-6.80
	A
	Yes

	34
	Protein Ga
	1PGA
	A26P
	-32.00
	I
	Yes

	35
	Ropa
	1ROP
	D30P
	-9.80
	A
	No

	36
	-parvalbumina
	1RTP
	A21P
	-8.50
	A
	Yes

	37
	-parvalbumina
	1RTP
	H26P
	5.60
	A
	Yes

	38
	Fyn tyrosine kinasea
	1SHF
	E24P
	-15.90
	I
	Yes

	39
	Ubiquitina
	1UBQ
	E34P
	-30.30
	I
	Yes

	40
	RBPb
	1URP
	K270P
	-2.30
	A
	Yes

	41
	Tryptophan synthase -subunita
	1WQ5
	S6P
	-5.20
	A
	Yes

	42
	Tryptophan synthase -subunita
	1WQ5
	E49P
	0.80
	A
	No

	43
	Fibroblast growth factor-1a
	2AFG
	L44P
	3.00
	A
	No

	44
	LIVBPb
	2LIV
	D2P
	-0.40
	A
	Yes

	45
	LIVBPb
	2LIV
	K43P
	1.00
	A
	Yes

	46
	Ribonuclease HIa
	2RN2
	A52P
	-5.40
	A
	Yes

	47
	Ribonuclease HIa
	2RN2
	H62P
	4.10
	A
	Yes

	48
	Ribonuclease HIa
	2RN2
	Q113P
	-2.10
	A
	Yes

	49
	Thioredoxinb
	2TRX
	D2P
	0.70
	A
	Yes

	50
	Thioredoxinb
	2TRX
	V86P
	-2.90
	A
	Yes

	51
	Thioredoxinb
	2TRX
	V91P
	-4.70
	A
	No

	52
	Thioredoxinb
	2TRX
	A108P
	0.50
	A
	No


# Experimental values Tm or G, where Tm = Tm(mut) - Tm(wt), and G = G(mut) - G(wt). G values are shown in red

* Pro substitution phenotype from experimental data. If Tm < -10 (C or if G < -0.5 kcal/mol, the phenotype is assumed to be inactive.

a 29 Proline mutants from ProTherm database
b Reference [1]
c Reference [2]
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