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growth and metabolism of suspension MDCK cells using a dynamic model

Table S4A. Experimental procedures. Solutions used for washing, quenching and metabolite
extraction.

Name Solvent (v/v) Additives (f.c.) Temperature
Wash solution MilliQ-water (100 %) NaCl (9.0 g/L) 4°C

. Methanol (66.7 %) o
Quench solution Chloroform (33.3 %) -20°C

. . Methanol (47.4 %) .. o
Extraction solution MilliQ-water (52.6 %) Tricine (2 mM) 4°C
Methanol (60.0 %) AMBIC (8.5 g/L) o

MeOH-AMBIC MilliQ-water (40.0 %) HCI (pH adjust) 4-40°C
Chloroform Chloroform (100 %) - -20 °C

Table S4B. Experimental procedures. KOH-gradient for the separation of intracellular
metabolites by AE-HPLC.

Time [min] KOH [mM] Curve! Time [min] KOH [mM] Curve!
02 2 5 33 50 5
5 6 5 41 86 5
10 10 3 41 100 5
15 14 3 46 100 5
18 22 1 46 2 5
27 30 7 53 2 5

'Curves 1 through 4 are convex, curve 5 is linear and curves 6 through 9 are concave; 2 time of injection.

Table S4C. Experimental procedures. Dilutions used for the external standards for quantitative
LC-MS measurements.

STD ID Tricine-buffer Metabolite-MM ! Water e.g. [ATP]?
155 845 uL 155 uL — 310 uM
130 845 uL 130 uL 25 uL 260 uM
105 845 uL 105 uLL 50 uL 210 uM
080 845 uL 80 uL 75 uL 160 uM
055 845 uL 55 uL 100 pL 110 uM
030 845 uL 60 uL (1:2) 95 uL 60 uM
0203 845 uL 40 uL (1:2) 115 uL 40 uM
0103 845 uL 100 puL (1:10) 55 uL 20 uM

005 845 uL 50 uL (1:10) 105 uL 10 uM

! Composition of the metabolite master mix can be found in Table 1E in S4 Table; 2 Exemplary concentration of
ATP for respective standard; 3 standards not used for method validation.
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Table S4D. Experimental procedures. Overview of single ion monitoring channels for
metabolite quantification by MS.

Name Mass Span Time range (min) Dwell time Polarity Cone (V)
Sim 2: Fum 115.0 1.0 16.0-18.5 0.1 -ve 30
Sim 3: Suc 117.0 1.0 12.0-15.0 0.1 -ve 30
Sim 4: Aconitate 129.2 1.0 28.5-33.0 0.1 -ve 50
Sim 5 Mal 133.0 1.0 12.5-15.0 0.1 -ve 35
Sim 6: a-KG 145.1 1.0 15.0-17.5 0.1 -ve 30
Sim 7: PEP 166.8 1.0 28.0-31.0 0.1 -ve 35
Sim 8: 3-PG 185.2 1.0 24.0-26.5 0.1 -ve 45
Sim 9: Cit 191.3 1.0 25.5-29.0 0.1 -ve 35
Sim 10: RSP 229.2 1.0 18.0-20.5 0.1 -ve 45
Sim 15: F16BP 339.1 1.0 35.0-37.5 0.1 -ve 30
Sim 19: UDP-Glc 502.0 1.0 30.0-30.0 0.1 -ve 30
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Table S4E. Experimental procedures. Metabolite standard mix used for LC-MS analysis.
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