Supplementary Information: Accelerating Monoclonal Antibody Quality Control: The Role of LC–MS in Upstream Bioprocessing
Table S1: Applied dilution factors for LC–MS analysis
	Day of cultivation
	Dilution factor
	Injection volume (μL)
	Target concentration (ng)

	Day 0-5
	undiluted
	3
	200-1500

	Day 6-8
	1:3
	3
	600-1800

	Day 9-13
	1:5
	3
	1000-2000

	Purified mAb
	
	
	

	Elution sample
	1:5
	3
	



Table S2: Eluents used for LC–MS analysis
	Eluent
	Composition

	Column + System storage
	100 % Acetonitrile (ACN)

	LC Wash
	25/25/25/25 diH2O/MeOH/IPA/ACN + 0.1% FA

	Mobile Phase A
	diH2O + 0.1% FA

	Mobile Phase B
	ACN + 0.1% FA

	Seal Wash
	90/10 ACN/diH2O

	Wash
	50/50 ACN/diH2O



Table S3: LC parameters used for sample analysis
	LC Parameters
	

	Column temperature
	60 °C

	Sample temperature
	8 °C

	MS Parameters
	

	Cone voltage
	95 V

	Measurement range
	400 - 7000 m/z

	Capillary voltage
	1.5 kV


Table S4: LC gradient used for sample analysis
	Time (min)
	Flow rate (mL/min)
	Mobile phase A (%)
	Mobile phase B (%)

	0.00
	0.4
	80
	20

	2.85
	0.4
	59
	41

	3.02
	0.4
	15
	85

	3.22
	0.4
	15
	85

	3.32
	0.4
	80
	20

	3.42
	0.4
	80
	20

	3.52
	0.4
	15
	85

	3.72
	0.4
	15
	85

	3.82
	0.4
	80
	20

	3.92
	0.4
	80
	20

	4.02
	0.4
	15
	85

	4.22
	0.4
	15
	85

	4.32
	0.4
	80
	20

	8.00
	0.4
	80
	20





Table S5: Mass errors for the duplicated LC–MS measurements (deconvoluted spectra) of different glycoforms in the varied cultivation conditions

	Mass Error (ppm)
	G0F G0F
	G0F G1F
	G1F G1F
	G1F G2F
	G2F G2F

	Standardreference
	-0.8
	-0.8
	0.3
	4.4
	-4.6

	Standardreference
	-2.0
	-0.6
	-2.7
	2.7
	-28.7

	Man Substitution
	-3.7
	-1.6
	-3.6
	-6.0
	-12.5

	Man Substitution
	-3.9
	0.8
	-4.3
	-7.3
	12.4

	Glc Deficiency
	4.2
	39.1
	5.8
	19.2
	· 

	Glc Deficiency
	53.2
	33.8
	22.5
	0.9
	-
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