Metabolite Extraction from Plasma/Serum/Culture Supernatant
Samples were incubated at -80 oC for at least one hour, or up to overnight. Metabolites were extracted with the addition of 4 volumes of extraction solvent (100% methanol spiked with internal standards and stored at -80 oC, see table) to one volume of liquid sample in a microcentrifuge tube. Tubes were then centrifuged at -10 oC, 20,000 x g for 15 min and supernatant was used for subsequent metabolomic analysis. 
Extraction Solvent recipe: 100% Methanol with the following internal standards added
	Panel
	ITSD
	Vendor
	Product Number
	Concentration
	Mass/Volume for 1L

	SCFA
	D3-Acetate
	CIL
	DLM-3126-25
	4 mM 
	340 mg

	SCFA
	D5-Propionate
	CIL
	DLM-1601-1
	1 mM
	101.1 mg

	SCFA
	D7-Butyrate
	CIL
	DLM-7616-PK
	.5 mM
	58.56 mg

	SCFA
	D9-Valerate
	CIL
	DLM-572-5
	.25 mM
	29.60 µL 

	SCFA
	D8-Valine
	CIL
	DLM-488-0.25
	.05 mM
	6.26 mg

	SCFA
	D6-Succinate
	CIL
	DLM-831-PK
	1 mM
	124.14 mg

	SCFA
	D6-Phenol
	CIL
	DLM-370-PK
	.025 mM
	2.5 mg

	TMS
	U13C-Palmitate
	CIL
	CLM-409-PK
	.04 mM
	10.9 mg

	TMS/SCFA
	D7N15-Proline
	CIL
	DLNM-7562-0.25
	.02 mM
	2.46 mg

	Bile Acids
	D4-Cholic Acid
	CIL
	DLM-2611-0.05
	1 ug/mL
	1 mL of 1 mg/mL stock

	Bile Acids
	D4-Deoxycholic Acid
	CIL
	DLM-2824-0.01
	1 ug/mL
	1 mL of 1 mg/mL stock

	Bile Acids
	D4-Glycocholic Acid
	CIL
	DLM-2742-0.01
	1 ug/mL
	1 mL of 1 mg/mL stock

	Bile Acids
	D4-Glycodeoxycholic Acid
	CIL
	DLM-9554-0.01
	.5 ug/mL
	.5 mL of 1 mg/mL stock

	Bile Acids
	D4-Litchocholic Acid
	CIL
	DLM-9560-0.05
	5 ug/mL
	5 mL of 1 mg/mL stock

	Bile Acids
	D4-Taurocholic Acid
	CIL
	DLM-9572-0.01
	1 ug/mL
	1 mL of 1 mg/mL stock

	Bile Acids
	D4-Taurodeoxycholic Acid
	CIL
	DLM-9568-0.01
	.5 ug/mL
	.5 mL of 1 mg/mL stock

	Bile Acids
	D5-Alpha-Muricholic Acid
	CIL
	DLM-10627-PK
	3.5 ug/mL
	3.5 mL of 1 mg/mL stock

	Indoles
	13C11-L-Tryptophan
	CIL
	CLM-4290-H
	500 nM
	50 µL of 10 mM stock

	Indoles
	13C9-L-Phenylalanine
	CIL
	CLM-2250-H
	500 nM
	50 µL of 10 mM stock

	Indoles
	13C9-L-Tyrosine
	CIL
	CLM-2263-H
	500 nM
	50 µL of 10 mM stock

	Indoles
	D4-Serotonin
	CIL
	DLM-11030-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	13C6-5-Hydroxyindole-3-acetic acid
	CIL
	CLM-9936-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	D4-Tryptamine
	CIL
	DLM-6989-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	D3-Melatonin
	CIL
	DLM-7101-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	13C6-Niacin
	CIL
	CLM-9954-0
	2 uM
	200 µLof 10 mM stock

	Indoles
	13C10-L-Kynurenine
	CIL
	CLM-9884-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	D5-Kynurenic Acid
	CIL
	DLM-7374-0
	500 nM
	50 µL of 10 mM stock

	Indoles
	Anthranilic Acid, Ring-13C6
	CIL
	CLM-701-0
	500 nM
	50 µL of 10 mM stock


CIL = Cambridge Isotope Laboratories 
Metabolite Analysis using GC-EI-MS and Methoxyamine and TMS Derivatization
Metabolites were analyzed using GCMS with Electron Impact Ionization. 100uL of metabolite extract was added to prelabeled mass spec autosampler vials (Microliter; 09-1200) and dried down completely under nitrogen stream at 30 L/min (top) 1 L/min (bottom) at 30 oC (Biotage SPE Dry 96 Dual; 3579M). To dried samples, 50 µL of freshly prepared 20 mg/mL methoxyamine (Sigma; 226904) in pyridine (Sigma; 270970) was added and incubated in a thermomixer C (Eppendorf) for 90 min at 30 °C and 1400 rpm. After samples are cooled to room temperature, 80 µL of derivatizing reagent (BSTFA + 1% TMCS; Sigma; B-023) and 70 µL of Ethyl Acetate (Sigma; 439169) were added and samples were incubated in a thermomixer at 70 oC for 1 hour and 1400rpm.  Samples were cooled to RT and 400 µL of Ethyl Acetate was added to dilute samples. Turbid samples were transferred to microcentrifuge tubes and centrifuged at 4 oC, 20,000 x g for 15 min. Supernatants were then added to mass spec vials for GCMS analysis. Samples were analyzed using a GC-MS (Agilent 7890A GC system, Agilent 5975C MS detector) operating in electron impact ionization mode, using a HP-5MSUI column (30 m x 0.25 mm, 0.25 µm; Agilent Technologies 19091S-433UI) and 1 µL injection. Oven ramp parameters: 1 min hold at 60 oC, 16 oC per min up to 300 oC with a 7 min hold at 300 oC. Inlet temperature was 280 oC and transfer line was 300 oC. Data analysis was performed using MassHunter Quantitative Analysis software (version B.10, Agilent Technologies) and confirmed by comparison to authentic standards. Normalized peak areas were calculated by dividing raw peak areas of targeted analytes by averaged raw peak areas of internal standards.

