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33 Section 1. Sampling sites
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Groundwater

A) Amazonian spodosol (sample P1)

North of Barcelos city, Amazon State,

Brazil (0°15'33.1"N, 62°46'27.6"W)

e Points of soil sample collection

RAZI

B) Native Forest (NF)

Embrapa Southeast Livestock Research Center
“Embrapa Pecuaria Sudeste”
Sao Carlos, Sao Paulo State. Brazil
(21°57°S,47° 50°W)

C) Crop-Livestock-Forest System (CLFS)

Figure S1: lllustration of different soil sample collection sites: A) Amazonian spodosol soils (sample P1), B) Atlantic Forest soil (sample
Native Forest, NF); and C) agricultural study site (Crop-Livestock-Forest agricultural system, CLFS). Figures adapted from Tadini et al.

(2018) and Tadini et al. (2021).



41 Section 2. Sample preparation using CEgxtraction approach

42
43
— mg+carbon Sonicate (10 min)» Add 200 pL of a resin suspension in
1800 L H,O (at pH = 9 from NaOH) water
1) Vortex (30 sec)
2) Sit (10 min)
v
Pipette out the supernatant aqueous
Add 2000 pL of a MeOH to the resin | < fraction and leave the resin in the
vial
1) Vortex (30 sec)
2) Sit (10 min)
Y Mix 500 uL of th f
. . ix5 of the organic fraction
Pipette out the supernatant organic with 500 ::L of the aq?;eous fraction
fraction and leave the resin in the > and infuse directly into
vial the ESI-FT-ICR-MS
44

45 Figure S2. Flowchart for preparing samples using the CEexrraction OF AEextracTion approaches.
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Section 3. ESI-FT-ICR-MS tuning and quality control

The ESI-FT-ICR-MS mass spectrometer used in this study is calibrated daily with a freshly prepared polyethylene glycol (PEG) standard
(Romson and Emmer, 2021) mixture. We use a 1:1 (w/w) mixture of PEG 400 (average molecular weight = 400 g/mol) and PEG 400
(average molecular weight = 600 g/mol) at a concentration of 1 pg/mL. Generally, only the elements of the transfer optics following after
the second quadrupole are tuned, but other components are checked, and their parameters are tweaked if necessary. The transfer optics
elements (accelerators, vertical and horizontal steers and focusing lenses) are critical for the formation of a tight ion packet that is to be
transferred to the ICR cell. PEG is continuously infused into the source and parameters are altered in tuning mode until a spectrum of
desirable mass range, gaussian shape and spectral magnitude (above 1 x 10°) is achieved. Then, PEG is measured in acquisition mode
with ion accumulation time in hexapole 1 of 0.05 s, ion accumulation time in hexapole 2 of 0.2 seconds, and 10 scans. It is then used to
perform an external calibration across the mass range (typically m/z 300 — 800) as shown below.

x108 n=1 n=12
Polyethylene Glycol (PEG)
n=10
3.0
C2n H4n+20n+1
n=13
’ O O/H
2.0
n=14 n
n=9 n=38 [C16H330o-H]  369.213006
n=9 [C1gH37040-H]:  413.239221
=15 n=10 [CyH,0,-H] 457.265436
104 n= n=11 [CyuHyOp-HI  501.291650
N=12 [CpH4Os-Hl 545.317865
n=13 [CyHs;0,-Hl 589.344080
n=14 [C23H57015'H]- 633.370295
n=15 [CyHe046-H] 677.396509
n=16 n=16 [CyHes04-Hl  721.422724
n=8 2 l CDT 5493 l
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Figure S3. Polyethylene glycol (PEG) mass spectrum acquired in negative electrospray ionization mode.



60
61
62
63
64
65
66
67
68
69
70
71
72
73
74
75
76
77
78
79
80
81
82
83
84
85
86
87
88
89
90
91
92
93

Once external calibration is performed, Suwannee River fulvic acid (SRFA) standard from the International Humic Substances Society
(https://humic-substances.org/) is used to validate the tuning following recommendations by the recent ESI-FT-ICR-MS interlaboratory
comparison study (Hawkes et al., 2020). The powdered SRFA standard is dissolved as 40 mg/L carbon-equivalents in ultrapure laboratory-
grade water (MilliQ). Then it is 2-fold diluted with methanol (Fisher Scientific, Optima LC-MS grade) to result in a 1:1 H.O:MeOH mixture
with 20 mg/L carbon-equivalents of SRFA. This solution is then immediately analyzed with ion accumulation time in hexapole 1 of 0.1 s, ion
accumulation time in hexapole 2 of 0.5 seconds, and 300 scans. The obtained peak list is immediately internally calibrated and molecular
formulas are assigned as described in the manuscript.
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Figure S4: Whole ESI-FT-ICR-MS mass spectra (left) and expanded windows at nominal mass of 443 (right) for procedural blanks
prepared using the five different solubilization approaches. Spectra are color coded as following: MeOH (gray), Pyridine (orange), NH,OH
(black), CE (blue), and CEextraction (red). Total number of detected peaks (S/N = 3) is listed under the approach label.
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Figure S5. Whole ESI-FT-ICR-MS mass spectrum (left) and expanded window at nominal mass of 443 (right) for a procedural blank
prepared using the SPE-PPL approach (pink). Total number of detected peaks (S/N = 3) is listed under the approach label.




135 Section 4. Assigned formulas of soil HA samples
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Figure S6. Van Krevelen diagrams (H/C vs O/C molar ratio plots) of assigned molecular formulas from a humic acid from a forest soil
(native Atlantic Forest sample, NF) prepared using three different solubilization approaches: MeOH (gray), Pyridine (orange), NH,OH
(black), CE (blue), and CEextraction (red). Formulas are color coded based on mass defect of the observed molecular formulas: 0 — 0.1 in
pink, 0.1 — 0.2 in blue, 0.2 - 0.3 in red, 0.3 — 0.4 in green, 0.4 — 0.7 in , and 0.95 — 1 in black. The black lines indicate modified
aromaticity index cutoffs (Alwop)(Koch and Dittmar, 2006, 2016).
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Figure S7: Van Krevelen diagrams (H/C vs O/C molar ratio plots) of assigned molecular formulas from a humic acid from a forest soil
prepared using three different solubilization approaches: NH,OH (black), CE (blue), and CEexrraction (red). Formulas are color coded based

on mass defect of the observed molecular formulas: 0 — 0.1 in pink, 0.1 — 0.2 in blue, 0.2 - 0.3 in red, 0.3 - 0.4 in green, 0.4 — 0.7 in
and 0.95 — 1 in black. The black lines indicate modified aromaticity index cutoffs (Alwop)(Koch and Dittmar, 2006, 2016).
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153 Figure S8: Van Krevelen diagrams (H/C vs O/C molar ratio plots) on top and H/C vs Molecular Weight plots on the bottom of assigned
154 molecular formulas from a humic acid from a forest soil prepared using two different solubilization approaches: NH.,OH (black), and
155 CEextracion (red). Formulas are assessed using presence/absence analysis (Sleighter et al., 2012) and formulas unique to the two samples
156 are shown on the left panels while formulas common to both samples are shown on the right panels (in pink). The number of formulas
157 found in each of these pools is listed in the legends along with corresponding percentages (relative to total number of formulas in the two
158 samples being compared). The black lines on the van Krevelen diagrams indicate modified aromaticity index cutoffs (Alwop)(Koch and
159 Dittmar, 2006, 2016).
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Section 5. ESI-FT-ICR-MS spectral multimodality of soil HA samples

Multimodal spectra have been previously observed (Blackburn et al., 2017; Cao et al.,, 2015) and it has been proposed that spectral
multimodality is caused by instrument tuning (Cao et al., 2016), molecular aggregation from too concentrated samples (Fievre et al., 1997,
Stenson et al., 2002) or molecular aggregation from using lower quality ESI sources (Kew et al., 2018). Spectra acquired on samples of low
concentration of 2 — 50 mg-carbon/L (equivalent to 0.004 — 1.000 mg/mL organic matter assuming 50% carbon) do not aggregate (Kew et
al., 2018; Witt et al., 2009). As the samples of this study are analyzed as 50 mg-carbon/L solutions, and the instrument was tuned following
the recommendations by the recent ESI-FT-ICR-MS interlaboratory comparison study (Hawkes et al., 2020), the observed multimodality in
the spectra for the MeOH and Pyridine approaches is likely not caused by instrument tuning or high sample concentration. The observed
unimodal distributions of the rest of the samples (NH,OH, CE, and CEextracrion) IS indicative of the lack of aggregation when H,O:MeOH
solvent systems are used (Figure 1). The HA molecules in pyridine and methanol are likely of very different conformations due to the
different solvent environment and thus solvent-induced aggregation must be considered (Joyce and Richards, 2011; Pape et al., 2014;
Rodrigues et al., 2017). Modern instrument configurations and ion optics should break any ion aggregates that form (Kew et al., 2018), but
our ESI-FT-ICR-MS is 10+ years old and it is possible that its ESI configuration was not capable of breaking any solvent-induced HA
aggregates. Therefore, we conclude that the observed spectral multimodality following the MeOH and Pyridine approaches could be
caused by aggregation. It is also possible that in MeOH or Pyridine environments, different molecular classes were ionized and suppressed
causing the multimodal spectral shape. Lastly, it is possible that pyridine and methanol extracted different compound class molecules (as
the HA samples were not completely solubilized) which caused the obtained liquid samples to be compositionally different. In conclusion,
the observed differences in spectral shapes (Figure 1) are indicative that different solubilization approaches alter the analytical window of
the technique and a sample preparation approach must be selected that provides the most representative molecular composition.
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Section 6. Nitrogen-containing molecular formulas observed after MeOH and Pyridine approaches

The observation of many nitrogen-containing (1871 formulas, 88% of all) formulas in the CLFS sample when it was analyzed using the
pyridine (Pyr) approach was intriguing and thus they were evaluated in greater detail. Out of these formulas, 738 were found in the MeOH
sample and less than 10 were found in the NH4OH, CE, or CEextraction Samples. Thus, the N-containing molecules of the Pyridine sample
could be artificially produced by coupling of pyridine with HA molecules via nitrogen incorporation into HA molecules (McKee et al., 2014).
Upon closer examination, it was found that there were only 159 formulas existed in this sample that had an adduct formula (C c+sHn+sNn+1)
and a precursor formula (Cc:HnN,) following chemical addition of pyridine (CsHsN). Thus, pyridine incorporation using Michael addition
(McKee et al., 2014) was unlikely to have had occurred. It is possible that the majority of these N-containing molecules were preferentially
extracted by pyridine from the HA as observed previously for aerosols (Willoughby et al., 2014). MeOH also exhibited an elevated N
content (1404, 44% of all). Out of these formulas, 738 were found in the Pyridine sample and less than 160 were found in the NH ,OH, CE,
or CEextraction Samples. While MeOH cannot cause N-incorporation, it has been shown to preferentially extract N-containing molecules
from soils (Tfaily et al., 2015). Thus, it is likely that Pyridine and MeOH preferentially extracted and/or enhanced the ionization of N-
containing molecules rather than causing chemical incorporation of N into the HA molecules.
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Section 7. Mass spectra of soil FA samples
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Figure S9: Whole ESI-FT-ICR-MS mass spectra (left) and expanded windows at nominal mass of 443 (right) a fulvic aC|d sample from a
permanently waterlogged podzol soil (sample P1, horizon C) using two different solubilization approaches. Spectra are color coded as
following: CEextraction (red), and SPE-PPL (pink). Statistics for each mass spectrum (total, salt, and assignable peaks) are listed under the
approach label.
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Section 8. Assigned formulas of soil FA samples
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Figure S10. Van Krevelen diagrams (H/C vs O/C molar ratio plots) of assigned molecular formulas from a fulvic acid sample from a
permanently waterlogged podzol soil (sample P1, horizon C) using two different solubilization approaches: CE extraction (red), and SPE-PPL
(pink). Formulas are color coded based on mass defect of the observed molecular formulas: 0 — 0.1 in pink, 0.1 — 0.2 in blue, 0.2 - 0.3 in
red, 0.3 — 0.4 in green, 0.4 — 0.7 in , and 0.95 — 1 in black. The black lines indicate modified aromaticity index cutoffs (Alwop)(Koch
and Dittmar, 2006, 2016).
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Figure S11. Van Krevelen diagrams (H/C vs O/C molar ratio plots) of assigned molecular formulas from a fulvic acid sample from a
permanently waterlogged podzol soil (sample P1, horizon A) prepared using five different solubilization approaches: MeOH (gray),

MeOH:H,0 (

black. The black lines indicate modified aromaticity index cutoffs (Alvop)(Koch and Dittmar, 2006, 2016).
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287 Section 8. Assigned formulas of Suwannee River FA samples
288
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290 Figure S12. Van Krevelen diagrams of molecular formulas assigned to Suwannee River fulvic acid prepared using three different

291 solubilization approaches: MeOH:H,O (left), CEextraction (Middle), SPE-PPL (right). Only formulas unique to one or two samples are shown.
292 Common formulas to all three samples are shown on Figure S15.
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297 Figure S13. Van Krevelen diagrams of molecular formulas assigned to Suwannee River fulvic acid prepared using three different
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