Fig. S1: Overlay images of Cy2-, Cy3-, and Cy5- labeled proteins at early stage of lactation.
Fig. S2: Overlay images of Cy2-, Cy3-, and Cy5- labeled proteins for comparison between lactation periods.
Fig. S3: Overlay images of Cy2-, Cy3-, and Cy5- labeled proteins for comparison between geographical areas.
Table S1: Labeling scheme for comparison of whole milk samples at early stage of lactation (F1M1 and F2M1).
	Gel No.
	Cy3
	Cy5
	Cy2

	1-3
	F2M1
	F1M1
	F1M1+ F2M1

	2-4
	F1M1
	F2M1
	F1M1+ F2M1


Table S2: Labeling scheme for comparison of whole milk samples among different periods of lactation.
	Gel No.
	Cy3
	Cy5
	Cy2

	1
	M1
	M2
	M1+M2+M3

	2
	M2
	M1
	M1+M2+M3

	3
	M1
	M3
	M1+M2+M3

	4
	M3
	M1
	M1+M2+M3

	5
	M2
	M3
	M1+M2+M3

	6
	M3
	M2
	M1+M2+M3


Table S3: Labeling scheme for comparison of whole milk samples between geographical areas.
	Gel No.
	Cy3
	Cy5
	Cy2

	1
	F2
	F1
	F2+F1

	2
	F1
	F2
	F2+F1


Table S4: Summary of differential analysis between F1M1 and F2M1.
	Number of spot statistically significant
	185

	Clear
	

	N° spots with fold change≥1.5
	68

	N° spots up-regulated
	41

	N° spots down-regulated
	27

	Shoulder
	

	N° spots with fold change≥1.5
	21

	N° spots up-regulated
	8

	N° spots down-regulated
	13


Table S5: Fold change, expression levels in F1M1 and F2M1, and ANOVA values of identified spots.

	Spot ID
	Fold
	F1M1
	F2M1
	ANOVA*

	207
	1.66781
	1.55744
	0.933825
	4.44719 E-10

	381
	2.10785
	0.669822
	1.41188
	3.31462 E-11

	395
	2.05767
	0.621757
	1.27937
	1.73494 E-7

	414
	2.03561
	0.601533
	1.22449
	9.19267 E-9

	939
	2.1468
	0.717731
	1.54083
	2.71663 E-7

	982
	2.14817
	0.712324
	1.53019
	6.55178 E-8


*ANOVA value P≤0.05
Table S6. Allele frequencies at β-casein (Tortorici et al. 2014) and κ-casein (Di Gerlando et al. 2015) loci in Girgentana breed

	Allele
	F1M1
	F2M1

	β-casein
	
	

	A
	0.6176
	0.6029

	C
	0.0471
	0.1030

	C1
	0.0353
	0.1118

	0′
	0.3000
	0.1823

	κ-casein
	
	

	A
	0.4242
	0.5723

	B
	0.2803
	0.3554

	D
	0.2121
	0.0482

	G
	0.0152
	-

	N
	0.0530
	0.0241

	Dꞌ
	0.0152
	-


Table S7: Summary of differentially abundant spots among M1, M2 and M3.

	No. spots statistically significant
	117

	
	M1 vs M2
	M1 vs M3
	M2 vs M3

	Clear
	
	
	

	No. spots with fold change ≥1.5
	21
	28
	-*

	No. spots up-regulated
	1
	2
	-*

	No. spots down-regulated
	20
	26
	-*

	Shoulder
	
	
	

	No. spots with fold change ≥1.5
	2
	4
	-*

	No. spots up-regulated
	-
	-
	-*

	No. spots down-regulated
	2
	4
	-*


*Fold change <1.5
Table S8: Fold change, expression levels, and ANOVA values of identified spots.
	
	M1 vs M2
	M1 vs M3
	M2 vs M3

	Spot ID
	Fold
	M1
	M2
	ANOVA
	Fold
	M1
	M3
	ANOVA
	Fold
	M2
	M3
	ANOVA

	17
	1.68
	0.636637
	1.071
	0.00155089
	1.53
	0.636637
	0.9767739
	0.00280665
	1.09
	1.071
	0.9767739
	NS*

	183
	1.35
	0.83929
	1.13469
	0.00657211
	1.60
	0.83929
	1.34904
	5.59973E-4
	1.18
	1.13469
	1.34904
	NS*

	282
	1.63
	0.789119
	1.2864
	4.29106E-4
	1.27
	0.789119
	1.00966
	0.0162958
	1.27
	1.2864
	1.00966
	0.00506067

	426
	2.50
	0.572399
	1.43362
	1.47244E-6
	3.00
	0.572399
	1.72247
	1.91434E-8
	1.20
	1.43362
	1.72247
	0.0144241

	737
	1.43
	0.967883
	1.38643
	0.0180382
	1.75
	0.967883
	1.70073
	0.00250365
	1.22
	1.38643
	1.70073
	0.00504784


NS* P-value>0.05
Table S9: Fold change, expression levels, and ANOVA values for differentially abundant spot in F2 vs F1.
	Spot ID
	Fold
	F2
	F1
	ANOVA*

	27
	1.56
	0.872409
	0.555808
	0.022197


*P-value≤0.05
