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Supplemental Table 1: Calibration parameters in matrix-matched solution 
	Peptide
	LOD (nM)
	LOQ (nM)
	Linear range (nM)
	Slope
	Intercept
	R2
	R2 norm

	DSVASTITGVMDK
	1.583
	4.796
	5-400
	122.766
	633.893
	0.977
	0.994

	EVSDSLLTSSK
	1.049
	3.178
	5-400
	261.882
	1731.352
	0.992
	1.000

	DTVATQLSEAVDATR
	1.597
	4.840
	5-400
	83.927
	818.088
	0.980
	0.997



LOD, limit of detection; LOQ, limit of quantification; R2, Pearson Coefficient of Determination; R2 norm, Coefficient of Determination after adjusting for native peptide. 


Supplemental Table 2: SRM assay library for positive ion detection mode

	Peptide Name
	ISTD1
	Precursor Ion
	Product Ion
	ColisionEnergy(V)
	RetentionTime (min)


	DSVASTITGVMDK.heavy
	Yes
	666.3
	1030.5
	26.2
	13.8

	DSVASTITGVMDK.heavy
	Yes
	666.3
	959.5
	26.2
	13.8

	DSVASTITGVMDK.heavy
	Yes
	666.3
	658.3
	26.2
	13.8

	DSVASTITGVMDK.heavy
	Yes
	666.3
	302.1
	26.2
	13.8

	DSVASTITGVMDK.heavy
	Yes
	666.3
	203.1
	26.2
	13.8

	DSVASTITGVMDK.light
	No
	662.3
	1022.5
	26.2
	13.8

	DSVASTITGVMDK.light
	No
	662.3
	951.5
	26.2
	13.8

	DSVASTITGVMDK.light
	No
	662.3
	650.3
	26.2
	13.8

	DSVASTITGVMDK.light
	No
	662.3
	302.1
	26.2
	13.8

	DSVASTITGVMDK.light
	No
	662.3
	203.1
	26.2
	13.8

	DTVATQLSEAVDATR.heavy
	Yes
	793.9
	971.5
	29.8
	14

	DTVATQLSEAVDATR.heavy
	Yes
	793.9
	858.4
	29.8
	14

	DTVATQLSEAVDATR.heavy
	Yes
	793.9
	642.4
	29.8
	14

	DTVATQLSEAVDATR.heavy
	Yes
	793.9
	472.2
	29.8
	14

	DTVATQLSEAVDATR.heavy
	Yes
	793.9
	217.1
	29.8
	14

	DTVATQLSEAVDATR.light
	No
	788.9
	961.5
	29.8
	14

	DTVATQLSEAVDATR.light
	No
	788.9
	848.4
	29.8
	14

	DTVATQLSEAVDATR.light
	No
	788.9
	632.3
	29.8
	14

	DTVATQLSEAVDATR.light
	No
	788.9
	462.2
	29.8
	14

	DTVATQLSEAVDATR.light
	No
	788.9
	217.1
	29.8
	14

	EVSDSLLTSSK.heavy
	Yes
	587.3
	945.5
	23.9
	7.3

	EVSDSLLTSSK.heavy
	Yes
	587.3
	543.3
	23.9
	7.3

	EVSDSLLTSSK.heavy
	Yes
	587.3
	430.2
	23.9
	7.3

	EVSDSLLTSSK.heavy
	Yes
	587.3
	329.2
	23.9
	7.3

	EVSDSLLTSSK.heavy
	Yes
	587.3
	242.2
	23.9
	7.3

	EVSDSLLTSSK.light
	No
	583.3
	937.5
	23.9
	7.3

	EVSDSLLTSSK.light
	No
	583.3
	535.3
	23.9
	7.3

	EVSDSLLTSSK.light
	No
	583.3
	422.2
	23.9
	7.3

	EVSDSLLTSSK.light
	No
	583.3
	321.2
	23.9
	7.3

	EVSDSLLTSSK.light
	No
	583.3
	234.1
	23.9
	7.3

	IATSLDGFDVASVQQQR.heavy
	Yes
	923
	1359.7
	33.8
	14.1

	IATSLDGFDVASVQQQR.heavy
	Yes
	923
	1040.5
	33.8
	14.1

	IATSLDGFDVASVQQQR.heavy
	Yes
	923
	826.4
	33.8
	14.1

	IATSLDGFDVASVQQQR.heavy
	Yes
	923
	755.4
	33.8
	14.1

	IATSLDGFDVASVQQQR.heavy
	Yes
	923
	569.3
	33.8
	14.1

	IATSLDGFDVASVQQQR.light
	No
	918
	1349.6
	33.8
	14.1

	IATSLDGFDVASVQQQR.light
	No
	918
	1030.5
	33.8
	14.1

	IATSLDGFDVASVQQQR.light
	No
	918
	816.4
	33.8
	14.1

	IATSLDGFDVASVQQQR.light
	No
	918
	745.4
	33.8
	14.1

	IATSLDGFDVASVQQQR.light
	No
	918
	559.3
	33.8
	14.1

	SELLVEQYLPLTEEELEK.heavy
	Yes
	724
	1095.6
	21.3
	21.7

	SELLVEQYLPLTEEELEK.heavy
	Yes
	724
	962.5
	21.3
	21.7

	SELLVEQYLPLTEEELEK.heavy
	Yes
	724
	885.4
	21.3
	21.7

	SELLVEQYLPLTEEELEK.heavy
	Yes
	724
	548.3
	21.3
	21.7

	SELLVEQYLPLTEEELEK.heavy
	Yes
	724
	443.3
	21.3
	21.7

	SELLVEQYLPLTEEELEK.light
	No
	721.4
	1087.6
	21.3
	21.7

	SELLVEQYLPLTEEELEK.light
	No
	721.4
	962.5
	21.3
	21.7

	SELLVEQYLPLTEEELEK.light
	No
	721.4
	877.4
	21.3
	21.7

	SELLVEQYLPLTEEELEK.light
	No
	721.4
	544.3
	21.3
	21.7

	SELLVEQYLPLTEEELEK.light
	No
	721.4
	443.3
	21.3
	21.7



Additional instrument settings for Agilent 6495 QqQ were positive polarity, fragmentor = 380 V, cell accelerator voltage = 5 V and retention time window = 3.5 min. The quantification SRM transitions are in bold. 
1Internal standard
Supplemental Figure 1: Matrix matched calibration curves 



The correlation between standard peptides concentrations in the breast milk and their responses. Calibration curves of TQL peptides after trypsin digestion (heavy standard) (1) and after normalization on native peptide (light) (2).
Supplemental Figure 2: Trypsin digestion optimization


DSVASTITGVMDK	5	10	50	100	250	400	2.7303435254759402E-2	4.5649773401602346E-2	0.23257919160337023	0.5410055936319027	1.5377646188298766	2.1908926440497263	EVSDSLLTSSK	5	10	50	100	250	400	3.1459245489889855E-2	5.9478987382155873E-2	0.29609036219360957	0.54998019748283122	1.4746169681378773	2.3768244392656821	DTVATQLSEAVDATR	5	10	50	100	250	400	0.19398738037176644	0.36033356784076254	1.7956182787599946	3.4791486536027785	10.476414851446803	15.574952040547421	Peptide concentration (nmol/L)

AreaH / AreaL



DSVASTITGVMDK	5	10	50	100	250	400	604.60467038957825	1060.2605683801655	4957.3345654409322	14165.578508428593	36592.522317095012	46375.575694519874	EVSDSLLTSSK	5	10	50	100	250	400	1439.7450356630959	3082.6162892990587	13699.495468980333	29930.422976620332	73425.422638806427	102284.79388970925	DTVATQLSEAVDATR	5	10	50	100	250	400	452.28203949170199	955.97776249782203	4650.4952004818597	9914.823855289007	25183.028734859134	32171.509170081616	Peptide concentration (nmol/L)

AreaH



 DSVASTITGVMDK 	8	16	24	3910.0785960807525	11789.951676875397	8624.0455257749491	 EVSDSLLTSSK 	8	16	24	6035.1673247273493	20618.880643838442	12476.800859074487	 DTVATQLSEAVDATR 	8	16	24	3198.5706124403596	9014.0626115471823	6147.0550834133428	 SELLVEQYLPLTEEELEK 	8	16	24	2892.6159072076371	6374.2959461053979	6234.8030816674145	 IATSLDGFDVASVQQQR 	8	16	24	45.427724329555282	45.265958363958148	42.07804355188555	Time of tryspsin digestion (h)

AreaH



 DSVASTITGVMDK 	8	16	24	6708.8783392852729	16489.99149191771	13602.250095180101	 EVSDSLLTSSK 	8	16	24	11757.909398527609	34995.825573286391	24699.805825568859	 DTVATQLSEAVDATR 	8	16	24	994.18610313002159	2449.3347988595374	1882.0424288327308	 SELLVEQYLPLTEEELEK 	8	16	24	6052.685370471595	14879.39673272365	12820.8992173281	 IATSLDGFDVASVQQQR 	8	16	24	28.637555566249031	48.196109278887924	66.867546671550897	Time of trypsin digestion (h)

AreaL



