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Suppl. Data - Quantification of fecal SCFA

Suppl. Figure 1A-D: Product ion spectra of SCFA-3NPH derivatives

Product ion spectra were generated in the enhanced product ion mode at a collision

energy of -20 V.
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Suppl. Data - Quantification of fecal SCFA
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-EPI (208.10) CE (-20): 2.248 to 2.334 min from Sample 11 (C3) of 01-Kinetex XB-C18.wiff (Turbo Spray)
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Suppl. Data - Quantification of fecal SCFA

FA 4:0

[ W EP[(222.10) CE (-20): 2.669 to 2.757 min from Sample 12 (C4) of 01-Kinetex XB-C18.wiff (Turbo Spray)
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Suppl. Data - Quantification of fecal SCFA

FA 3:0(2Me)

[ W EP[(222.10) CE (-20): 2.579 to 2.695 min from Sample 13 (C4-iso) of 01-Kinetex XB-C18.wiff (Turbo Spray)
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Suppl. Data - Quantification of fecal SCFA

Suppl. Figure 2A-D: Calibration lines:

Typical calibration line with 6 matrix based levels. Analyte concentrations are displayed

in umol/2g DW.

S le N 5 le T Analyte Peak Analyte IS Peak Area | Calculated A "
TG R ample YPe | Arpq (counts) | Concentration (counts) Concentration Loy (]
1 CAL 1_Eigen_07-18 Standard 1.21e+004 0.461 1.32e+006 0.387 84.0
2 CAL 2_Eigen_07-18 Standard 1.27e+005 273 1.31e+006 312 114.
3 CAL 3_Eigen_07-18 Standard 2 51e+005 601 1.37e+006 614 102
4 CAL 4_Eigen_07-18 Standard 1.12e+006 296. 1.292+006 301. 102.
5 CAL 5_Eigen_07-18 Standard 3.48=+006 1080. 1.17e+006 1040 97.0
B CAL 6_Eigen_07-18 Standard 6.00e+006 2040. 1.02e+006 2060. 101.
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Suppl. Data - Quantification of fecal SCFA 7
Analyte Peak Analyte 15 Peak Area Calculated
Aeaanple flena Seiplo Type Area (counts) | Concentration {counts) Concentration fatrracy (6]
1 CAL 1_Eigen_07-18 Standard 4 96e+003 0.430 2 48e+006 0.412 95.7
2 CAL 2_Eigen_07-18 Standard 1.69e+005 943 2 41e+006 10.2 108.
3 CAL 3 _Eigen_07-18 Standard 3.43e+005 19.9 2.612+006 18.9 851
4 CAL 4_Eigen_07-18 Standard 1.55e+006 934 2 32e+006 95.9 103.
5 CAL 5 Eigen_07-18 Standard 6.66e+006 466. 2.08e+006 457. 88.1
5 CAL 6_Eigen_07-18 Standard 1.10e+007 893. 1.75e+006 899 101
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Suppl. Data - Quantification of fecal SCFA 8
: Analyte Peak Analyte 15 Peak Area Calculated
s ple Nome Swiylo Type Area (counts) | Concentration (counts) Concentration BEarney ]

1 CAL 1_Eigen_07-18 Standard 0.00e+000 0.0819 2.53e+006 Mo Peak 0.00
2 CAL 2 Eigen_07-18 Standard 9 25e+004 8.53 2.54e+006 8.56 100.
3 CAL 3 _Eigen_07-18 Standard 1.92e+005 17.8 2.63e+006 17.0 956
4 CAL 4 Eigen_07-18 Standard 9.02e+005 84.8 2.53e+006 82.7 97.5
5 CAL 5 _Eigen_07-18 Standard 4 64e+006 465. 2.35e+006 458 98.8
& CAL 6_Eigen_07-18 Standard 7.89e+006 879. 2.06e+006 887. 101.
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Analyte:| C4-179 v| |.£\rea 'l[ Regression Rewvert | |écoept
B | o0 3011201800k (C4-178) "Linear” Regression ("1 /=" weighting): y = 0.00431 x + -0.000278 (r = 0.8989)
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Suppl. Data - Quantification of fecal SCFA 9
FA 3:0(2Me)
Analyte Peak Analyte IS Peak Area | Calculated
Sample Name Sample Type Area (counts) | Concentration (counts) Concentration Accuracy (]
1 CAL 1_Eigen_07-18 Standard 0.00e+000 0.0761 2.59e+006 Mo Peak 0.00
2 CAL 2_Eigen_07-18 Standard 7.89e+004 5199 2 5484006 6.04 101.
3 CAL 3 Eigen_07-18 Standard 1.65e+005 12.9 2.63e+006 121 83.5
4 CAL 4_Eigen_07-18 Standard 7 56e+005 60.7 2.53e+006 572 94.2
5 CAL 5_Eigen_07-18 Standard 3.00=+006 256. 2.35e+006 245, 95.7
5 CAL 6_Eigen_07-18 Standard 5 24e+006 47 2 06e+006 486. 103.
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Suppl. Data - Quantification of fecal SCFA 10

Suppl. Table 1: LoD determination

FA 2:0 FA 3:0
Mean (blank) 1.06 0.10
SD (blank) 0.23 0.03
LoB 1.44 0.15
SD (low conc.) 0.27 0.028
LoD 1.88 0.20

LoB = mean(blank) + 1.645(SD blank)

LoD = LoB + 1.645(SD low concentration sample)

Displayed are mean and standard deviation calculated from internal standard blanks of nine
different batches. Variations at low concentrations were calculated from the analysis of five
sample aliquots of an 8-fold dilution of low QC (see Table 2). Limit of blank (LoB) and limit of

detection (LoD) are calculated using the displayed equations. Values are [umol/g DW]



