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Abstract Temperature rise in the Arctic is causing deepening of active layers and resulting in the
mobilization of deep permafrost dissolved organic matter (DOM). However, the mechanisms of DOM
mobilization from Arctic soils, especially upper soil horizons which are drained most frequently through a
year, are poorly understood. Here we conducted a short-term leaching experiment on surface and deep
organic active layer soils, from the Yukon River basin, to examine the effects of DOM transport on bulk and
molecular characteristics. Our data showed a net release of DOM from surface soils equal to an average of 5%
of soil carbon. Conversely, deep soils percolated with surface leachates retained up to 27% of bulk DOM
while releasing fluorescent components (up to 107%), indicating selective release of aromatic components
(e.g, lignin and tannin), while retaining nonchromophoric components, as supported by spectrofluorometric
and ultrahigh-resolution mass spectroscopic techniques. Our findings highlight the importance of the
lateral flux of DOM on ecosystem carbon balance as well as processing of DOM transport through organic
active layer soils en route to rivers and streams. This work also suggests the potential role of leachate export
as an important mechanism of C losses from Arctic soils, in comparison with the more traditional pathway
from soil to atmosphere in a warming Arctic.

1. Introduction

Temperature in the Pan-Arctic region is predicted to increase 3-10°C by the end of this century
[Intergovernmental Panel on Climate Change, 2013]. As a result, permafrost, or perennially frozen soil, in this
region is vulnerable to enhanced thaw, leading to the potential microbial decomposition of permafrost
organic carbon (OC). Permafrost soils have accumulated over hundreds to thousands of years and store half
of global belowground organic carbon (~1700Pg) [Tarnocai et al., 2009; Schuur et al., 2015], largely due to
slow microbial decomposition in a cold environment [Hicks Pries et al, 2012; Vonk et al, 2013a]. Thawing of
permafrost allows the release of previously frozen organic carbon (OC) into the contemporary carbon cycle
by mobilization of dissolved and particulate OC (DOC and POCQ) as well as the release of greenhouse gases
(CO; and CHy) [Schuur et al., 2009; Rowland et al., 2010; Spencer et al,, 2015].

As for the mobilization of permafrost OC, previous studies have focused on the transport of permafrost-
derived DOC, because it is the major form of OC (80%) from Arctic river watersheds [Dittmar and Kattner,
2003]. The magnitude and composition of DOC/dissolved organic matter (DOM) exported from the Arctic
soils varies with season, with the spring freshet exporting lignin-rich, young, and aromatic DOM while the late
summer, when active layers are deepest, exports less bioavailable, less aromatic, older, and lower molecular
weight DOM [e.g., Raymond et al., 2007; Striegl et al., 2007; Spencer et al., 2008]. However, the mechanisms
behind this are still poorly understood, especially with active layer deepening—resulting in exposure of pre-
viously frozen soil to transport processes [Neff et al., 2006; Wickland et al., 2007; Frey and McClelland, 20091.

The fate and transport of DOM released from thawing soils will in part be controlled by molecular composi-
tion at different soil depth as well as hydrological flow paths (e.g., through surface versus deep soils) [Guo and
Macdonald, 2006; Spencer et al., 2008; O'Donnell et al, 2014]. Conceptual models of vertical movement of
DOM in soils has been well reviewed by Kaiser and Kalbitz [2012], summarizing the importance of physical,
chemical, and biological effects. Ward and Cory [2015] showed the difference in chemical composition of
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Figure 1. Map of the Yukon River basin and sampling location (black dot).

DOM from surface organic soils and deep mineral soils in the Arctic. However, these researches focused
only on the differences between organic versus mineral soils. In permafrost regions, especially continuous
permafrost, most surface runoff only percolates through the very top of soil (in the organic soil layer).
Thus, there remain gaps in our knowledge on the role of export from leaching in overall C losses from
Arctic soils, or, more specifically, what chemical changes occur in the formation of DOM leachate and
how those changes are linked with the chemical composition of DOM in Arctic rivers [e.g., Spencer et al.,
2008; Cao et al, 2016; Mann et al, 2016]. Here we describe results from an Arctic soil leaching
experiment, using soils collected from the Yukon River basin, to investigate DOM transformations during
vertical infiltration through the organic soil layer as well as the importance of soil infiltration in the lateral
transport of DOM.

In this study, we used a laboratory experiment to provide a proof-of-concept using state-of-the-art chemi-
cal technigques. Chemical changes in soil leachate DOM were investigated using Fourier transform ion
cyclotron resonance mass spectrometry (FT-ICR-MS), chromophoric dissolved organic matter (CDOM),
and fluorescent dissolved organic matter (FDOM), measured using excitation emission matrix (EEM) fluor-
escence. EEMs have been widely used to provide compositional information of DOM in a diversity of aqua-
tic environments, including lakes, wetlands, and estuaries [Coble, 1996; Stedmon et al, 2003; Chen and
Jaffé, 2014]. FTHICR-MS, an ultrahigh-resolution mass spectrometric technique, has been applied more fre-
quently in environmental sciences to provide an unprecedented means for understanding detailed
molecular-level characteristics of DOM—which is commonly outside of the traditional analytical window
[Kujawinski et al., 2002; Sleighter and Hatcher, 2007; Kellerman et al., 2015]. Extensive work on the chemical
composition of DOM in the Yukon River [e.g., Guéguen et al, 2006; Striegl et al., 2007; Spencer et al., 2008;
O'Donnell et al., 2014; Cao et al., 2016], as well as extensive soil incubation experiments [e.g., Mikan et al.,
2002; Schuur et al., 2009; Sistla et al., 2013; Natali et al, 2014; Hicks Pries et al., 2015], makes the application
of the lab leachate experiment particularly useful in examining soil-to-river versus soil-to-atmosphere
linkages in C transport.
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Figure 2. Leaching column design, as modified from Hodson and
Langan [1999].

Soil samples were kept frozen and split lengthwise down the core in ~5 cm intervals in a —10°C cold room
using band saw at the University of Alaska, Fairbanks. Samples were then shipped frozen to University of
Florida and kept in a —80°C refrigerator before the experiment.

2.2. Laboratory Leaching Experiment

We conducted a three-stage laboratory leaching experiment to investigate DOC transformations during ver-
tical percolation during short-term equilibration. Surface soil (S, 10-26 cm, two sample sections) and deep
soil (D, 40-61 cm, two sample sections) from each core were used. Two lengthwise replicates from each core
were used during leaching (Tables S1 and S2 in the supporting information). Surface soils (E1-S and E2-S)
were sequentially leached with 220, 120, and 120 mL of artificial rain (Figure 2) during stages one, two,
and three, respectively, and frozen overnight between stages to minimize microbial processing between
days (Figure 3). Approximately half of surface soil leachates were percolated through the deep soils (E1-D
and E2-D) using the same approach as above. Our initial leaching volume of 220mL was based on our
expectations from other soil leaching experiments to reach asymptotic DOC concentrations [Bohan et al.,
1997; Guo et al., 2007]. The experiment was continued for two additional days (stages) until asymptotic con-
centrations were reached.

Soil samples were shaped to fit into a 60 mL syringe using a chisel while still frozen. Syringes were acid
washed and tested for blank DOC and EEMs. Artificial rain was made with NHsNO3, CaS04, MgSO,, K;S04,
and Na,S0, dissolved in Milli-Q water and adjusted to pH =5.24 with 6 N HCl to simulate natural precipitation
in Denali National Park-Mount McKinley from National Atmospheric Deposition Program averaged for the last
35years. Samples were thawed in a refrigerator at 4°Cfor 1 day to collect initial pore water. Then, surface soil
samples were leached with artificial rain at a rate of ~14 mL/h at 20°C. As shown in Figure 2, the artificial pre-
cipitation was dripped at a constant rate onto soils using a peristaltic pump. Leachates were filtered by 0.7 um
Glass fiber filter and collected in 40 mL amber vials. Syringes were also wrapped in aluminum foil to minimize
any possible photochemical reactions. Leachates were collected every 20 mL. Ten milliliters of each leachate
were stored frozen for analyses, while the other 10 mL were temporarily stored in refrigerator before perco-
lated through corresponding deep soils. In Stage 1, 11 leachates were collected for each surface soil sample,

ZHANG ET AL

CHANGES OF OC IN ARCTIC SOIL LEACHATE 798



@AGU Journal of Geophysical Research: Biogeosciences  10.1002/2016)G003754

Stage 1 Stage 2 Stage 3
Artificial
rain
— Freeze (8h) | Freeze (10h
Thaw (3h) Thaw (3h)
11top 6 top " 6top
leachates leachates leachates
o Freeze (10h) Freeze (10h
4°C Thaw (3h) Thaw (3h)

5deep

‘ 5 deep ‘ 5 deep ‘
leachates leachates leachates

Figure 3. Leaching experimental procedure used in this experiment. Ten milliliters of each top leachate was used to leach
deep soil. In stage 1, only top leachates from first, third, fifth, seventh, ninth, and eleventh collections were used. Due to
absorption of water in the deep soils, only five deep leachates were collected in stage 1. For consistency, five deep lea-
chates were collected in stages 2 and 3. Volumetric calculations were done on the input of top leachates to deep soils.

while 6 surface leachates were collected in Stages 2 and 3 using the same method. In Stage 1, every other
10mL of surface leachate, starting from the first collection (total of 6), was used to sequentially leach deep
soils. In Stages 2 and 3, 10mL surface leachates from all collections were used to leach deep soil
sequentially. Deep soil samples were leached in a 4°C cold room in darkness at the same rate as leaching
upper soils. Samples used for FTICR-MS analysis were the first collected leachates in Stage 1 and
combined leachates in Stage 3, based on the sample size requirement of OC.

The difference of results in surface and deep leachates were calculated as

AX = Xp— Xs (1
where Xp is the amount of X (a parameter) in deep soil leachate (output) and Xs is the amount of X in surface
soil leachate (input); a negative AX indicates retention, and a positive AX means releasing of materials from
deep soils.
2.3. Total Organic Carbon, Total Nitrogen, and Dissolved Organic Carbon

Total organic carbon (TOC) and total nitrogen (TN) of soil samples were analyzed in the Light Stable Isotope
Mass Spectrometry Lab at the University of Florida. Freeze-dried samples were decarbonated using HCI fumi-
gation for 8 h [Harris et al., 2001] and then dried at 60°C for 24 h. DOC concentrations of leachates were mea-
sured on a Shimadzu TOG-VCSN/TNM-1, using high-temperature catalytic oxidation [Guo et al., 1994]. DOC
concentrations were calculated from three to five injections, and the coefficient of variance was less than 2%.

2.4. UV-Vis Absorption and Fluorescence EEMs

UV-vis absorbance of leachates was measured between 200 nm and 600 nm on a Shimadzu UV-1800 spectro-
photometer with 1 nm increments. Specific UV absorbance at 254 nm (SUVA;s4) was calculated by dividing
UV absorbance at 254nm by DOC concentrations, resulting in units of m? gC,_' as an indication of the per-
centage DOM aromaticity [Traina et al, 1990; Weishaar et al., 2003]. The absorption coefficient at 350 nm
(a350) was calculated as follows:

dasp = 2.303 x A350/1" ()

where A is the absorbance measured across the path length rin meters. assg has been used as an indicator for
dissolved lignin phenol and CDOM concentrations [Hernes and Benner, 2003]. Spectral slope ratio (Sg), the
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ratio of spectral slope S;75.295 Over S3sg 400, Was determined via linear regression from the natural logarithm
of absorbance between 275 and 295 and 350 and 400 nm, respectively. Sg was used as an index for DOM
molecular weight [Helms et al., 2008].

EEMs were generated by scanning excitation spectra (220-450nm) and emission spectra (280-600 nm) at 5
and 1nm increments on a Hitachi F-7000 Fluorescence Spectrophotometer, respectively. Parallel-factor
analysis (PARAFAQ) allowed for the separation of EEMs spectra into distinct components and estimates of
the relative intensity of each component [Stedmon et al, 2003]. PARAFAC modeling was executed via
drEEM toolbox for MATLAB [Murphy et al., 2013], and five components were validated using split half analysis
(Figures S1 and S2).

2.5. FT-ICR-MS Sample Preparation and Analysis

Leachates were acidified with 6N HCl to pH ~2-3, concentrated on Agilent Bond Elute PPL cartridges
(200 mg), rinsed with acidified Milli-Q water (pH =2), and eluted with one cartridge volume of methanol.
The eluate was blown down to ~1 mL with gentle flow of nitrogen gas. The extracted samples were then
directly infused into a 12 Tesla Bruker SolariX FT-ICR-MS (Bruker daltonics Inc, Billerica, MA, USA) with an elec-
trospray ionization source and analyzed in negative ion mode. All samples were analyzed at a resolving
power of 400,000 (m/Am50% at m/z 400) with mass range of 114 to 1200 m/z. For each sample, 144 scans
were collected.

Data analysis software (Bruker Daltonik version 4.2) was used to convert raw spectra to peak lists by applying
Fourier transform mass spectrometry peak picker with signal-to-noise (S:N) threshold of 7 and absolute inten-
sity threshold of 100 with the following requirement Cy 190Ho-20000-50N0-1050-2Po-2, H/C < 2.2, 0/C < 1.2, and
N/C < 0.5 [Koch and Dittmar, 2006]. The observed masses in each sample were internally calibrated using an
organic matter homologous series. The mass measurement accuracy after internal calibration was <1 ppm.
Subsequently, elemental formulas were assigned using in-house built software, following the Compound
Identification Algorithm, described by Kujawinski and Behn [2006]. Chemical formulas were assigned based
on the following criteria: S/N > 7, mass measurement error <0.5 ppm. In addition, formulas that generated
noninteger double-bond equivalences (DBEs) were not considered [Koch and Dittmar, 2006]. Double-bond
equivalence (DBE) is computed as follows, based on Dittmar and Koch [2006]:

DBE=1+0.5(2C—H+N+P) 3)

Hydrophobicity, molecular weight distribution, and compound classes of samples were used to examine
changes in molecular composition. Hydrophobic compounds were defined as NSO:C<0.1 (molecular
mass > 850 amu), and moderately hydrophobic compounds were defined as 0.1 < NSO:C < 0.49 (molecular
mass < 850 amu); hydrophilic compounds were defined as NSO:C=0.49 (molecular mass < 850 amu); where
NSO:C is the ratio of number of nitrogen, sulfur, and oxygen atoms over number of carbon atoms in a com-
pound [Liu and Kujawinski, 2015]. FT-ICR-MS formulas were assigned to the following compound classes:
lipids, proteins, carbohydrates, amino sugars, lignin, tannins, and condensed hydrocarbons, based on ele-
mental ratios of H:C and O:C [Minor et al, 2014] (Figure S3a). Formulas with DBE:C=0.3-0.68, DBE:H=0.2-
0.95, and DBE:O =0.77-1.75 were assigned to be carboxylic-rich alicyclic molecules (CRAMs) [Hertkorn et al.,
2006]. The relative abundance of different compound classes was assessed using peak count and intensity-
weighted percentage, which are the ratio of summed number and intensity of formulas in each class over
the summed number and intensity of all formulas [Sleighter and Hatcher, 2008].

3. Results and Discussion
3.1. Bulk Mobilization of DOC

Cumulative DOC leached by artificial rain, percolated through pure organic surface soils (>40% TOQ),
approached asymptotic levels during the Stage 2, and remained stable until the end of Stage 3 (Figures 4a
and 4b). Leaching removed 3.7 to 6.5% of OC in surface soil as DOC during the experiment (Table $1), which
is higher than the soil DOC yield reported from other high-latitude tundra soils in short-term and long-term
leaching experiments [Neff and Hooper, 2002; Guo et al., 2007]. To confirm surface soil variability, we leached
the surface sample (10-20 cm) from a third landscape replicate core, leading to 5.2% flux of soil OC (detailed
data not shown here). Leaching of deep soils of this core was not possible because of their low permeability.
For perspective, our field site receives an average of 245 mm of precipitation during the growing season
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Figure 4. (a) Cumulative OC, (c) average fluorescent intensity, and (e) relative abundance of each component in surface
soils from core E1. SOC in cumulative OC units means soil organic carbon. Relative abundance of five components was
calculated by fluorescent intensity of each component divided by total fluorescent intensity. (b) Cumulative OC, (d) average
fluorescent intensity, and (f) relative abundance of each component in surface soils from core E2. Dash lines indicate
freezing overnight.

which is equal to 121 mL of leachate in our experiment. After 121 mL of leaching, 1.4%-3.0% of soil organic
carbon (SOC) was leached from surface soils. In comparison, organic permafrost soils from around the Arctic
respired an average of 6% OC when incubated in the laboratory at 5°C for 1year [Trucco et al, 2012; Schédel
et al,, 2014]. While this value is difficult to compare to incubated soil losses, the relative magnitudes highlight
the importance of quantifying lateral fluxes, in addition to heterotrophic respiration, when considering the C
balance of Arctic ecosystems—especially at smaller scales (e.g, observational plots or local watersheds).
Moreover, the effects of plant productivity and soil heterotrophs may enable more sustained DOC releases
in field conditions compared to the asymptotic decrease in flux observed here. Finally, we note that
despite temporal and spatial heterogeneity, the average water table depth for these soils is below the soil
surface [Schédel et al, 2016], so we can safely assume that the majority of precipitation flows either vertically
(i.e, infiltration) or laterally (i.e., runoff) through surface soils.

The negative AOC in the first two stages indicated retention of DOC coming from surface soils (Figures 5a and 5b).
At the beginning of Stage 3, deep soils appeared to be saturated as bulk DOC outputs matched inputs. At the
end of the experiment, the total retention of OC from surface leachates by deep soils ranged from 2.4 to 3.2%
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in the pure organic deep soil (E2; ~44% TOC), and 19.0 to 27.3% in the organic-rich soil (E1; ~25% TOC, Table S2).
The observed saturation during Stage 3 may also be a result of the low DOC inputs at that time, suggesting
that the retentive capacity of deeper soils may be higher than observed here. Interestingly, these results
suggest that retention of DOC in deep organic soils will likely increase with the deepening of the active
layer, exposing more organic soils to thaw—at least on short timescales observed here. This clearly
impacts the fate of DOC transported to streams/rivers in the Arctic [Spencer et al., 2015]. To our knowledge,
this is the first evidence for DOC retention in the organic soil column in Arctic soils, which is key to
understand the behavior of DOC in different soil layers. Furthermore, these preliminary findings provide a
mechanistic framework for predicting and understanding DOC export in different seasons, since thaw
depth and precipitation varies throughout the year.

3.2. Spectrofluorometric Signatures of Soil DOM

SUVA,s,, an indicator of DOM aromaticity, had values (0.9+08m?gC™") in surface soils much lower than
most Arctic river waters which is normally above 2m?g C~" [Spencer et al., 2008; Stedmon et al,, 2011;
Mann et al., 2012; Wickland et al., 2012; Mann et al, 2016], indicating the abundance of nonchromophoric
DOM in fresh and early-decomposed plant leachate (Figure 6a). Even though SUVA,s4 was variable in surface
soil leachates, asso decreased with leaching time and reached an asymptotic state in Stage 2—similar to
cumulative DOC (Figure 6c). The value of assg at the beginning of leaching experiment was an order of mag-
nitude higher than what commonly found in Arctic river DOM [Walker et al., 2013] and decreased to riverine
DOM values in Stage 3, reflective of the high amounts of aromatic compounds found in fresh and early-
decomposed plant leachates. This also agrees with the relatively high a;s, observed during spring freshet,
when surface runoff only reacts with surface soils [Mann et al, 2016].
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In deep soils, SUVA,s, increased with leaching time in both cores E1 (#=0.7, p<0.05) and E2 (# =08,
p < 0.05) (Figures 6b, S4a, and S4b) when the input of surface leachate had stable SUVA .5, values, indicating
preferential leaching of CDOM. Recent work has shown a robust relationship between broad-scale CDOM and
DOC comparisons in Arctic rivers, sampled at similar times with comparable procedures (e.g., the Arctic Great
Rivers Observatory) [Mann et al., 2016]. However, independent studies within a particular river basin (with
more extensive sampling) have shown many cases with no significant relationship between CDOM and
DOC, reflective of variable inputs of nonchromophoric DOM across Arctic watersheds [Mann et al., 2016].
This discrepancy between CDOM and bulk DOC may be related to the selective transport of DOM (preferen-
tial leaching of CDOM) observed here, and may be variable due to site- and season-specific differences in
hydrologic flow paths through watershed soils.

The CDOM-based index for molecular weight (Sg), showed increasing trends in surface leachate across Stages
1 and 3 in cores E1 and E2 (Figure 6e), indicating shifts from higher molecular weight (HMW) to lower mole-
cular weight (LMW) CDOM. Interestingly, this shift to LMW with leaching time in surface soils corresponds
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with Arctic river water molecular weight distributions during the spring freshet [Spencer et al., 2009; Mann
et al,, 2012], when most hydroflow only percolates through surface soils. More specifically, the increase of
Sg during freshet from 0.8 to 1.0 [Mann et al.,, 2012] agree with the increase of Sz in our leaching experiment
at surface soils from 0.7 to 1.1 at E1 and 0.9 to 1.0 at E2 across Stages 1 and 3.

Deep-soil leachates from the two cores exhibited clearly opposite Sg trends, with E1 decreasing over time and
E2 increasing (Figures 6f, S4e, and S4f). However, these trends converged toward the same S value by the
end of leaching and, given that surface Sg values (i.e., inputs) were similar, suggested the presence of a
LMW pool of CDOM in E1 that was removed during the experiment. The low value of Sz in E2 (pure organic,
~44% TOCQ) at the beginning of leaching experiment was consistent with the high abundance of HMW poly-
mers in the initially degraded organic debris. Moreover, the fact that the deep cores started at very different
Sk values and converged toward the end of the experiment suggests that similar leaching processes were
likely operating in both cores.

PARAFAC modeling of EEMs spectrum yielded five components (Figure S1 and Table $3) that resembled
literature spectra of humic, fulvic, and amino acids, etc. However, the potentially dubious nature of “geopo-
lymers” [Schmidt et al., 2011; Lehmann and Kleber, 2015], young age of these surficial organic soils [Hicks Pries
et al, 2013], and slowed processing of OC during cold winter temperatures lead us to conclude that the
observed components are likely compounds released from the early decomposition of plant tissues (e.g., lig-
nin, tannin, and proteins). Although there were distinct changes in relative intensity of different components
over time (Figures 4e and 4f), their unequivocal identification caused us to use a pooled fluorescence inten-
sity as our primary FDOM metric.

The net retention of bulk DOC in deep soils corresponded to a net FDOM release of 107.2 +17.0% and 52.9
+1.7% in cores E1 and E2, respectively (Figures 5a and 5b and Table S4). Bulk DOC showed variable retention
and release during Stages 1 and 2 but remained stable during Stage 3, while net FDOM showed retention
during Stage 1 and release during Stages 2 and 3 (Figures 5c and 5d). Stage 1 unambiguously retained both
bulk DOC and FDOM indicating an abundance of reactive sites that allowed for adsorption. We interpret
Stage 2 to be approaching a short-term equilibrium where selective retention and release began to occur
as the reactive surface sites in the deep-soil approached saturation, consistent with the then-continuous
release of FDOM and the variable retention of bulk DOC. By Stage 3, an apparent bulk DOC equilibrium
was reached, with concurrent increases in the release of FDOM, indicating exchange on reactive surfaces
resulting in the selective release of FDOM—consistent with the increase of SUVA, s, in deep soils. We contend
that this large increase in fluorescent intensity during Stage 3 from surface to deep leachates (81.0 +10.2%),
along with an equilibrium in bulk DOG, strongly indicates that nonfluorescent DOM must have been retained.
This effect is especially relevant as the composition of exported DOM affects its apparent reactivity in streams
and rivers [Vonk et al., 2013b; Mann et al, 2014]. In addition, the underlying process may help to explain why
relict permafrost soils (i.e, yedoma) are depleted of phenolics [Spencer et al., 2015], which we observed to
trend toward preferential release with leaching. Additionally, the composition of leachates in our study did
not appear to be impacted by overnight freezing, based on DOC, SUVA,s4, and FDOM data in surface soils
between leaching stages.

3.3. Molecular Character of DOM

Molecular data derived from FT-ICR-MS analyses were used to investigate the overall trends observed in
bulk and spectroscopic data sets by leachate from Stages 1 and 3. In general, there were decreases in total
peak counts (58 +13%) and assigned formulas (59 +13%), respectively (Table S5)—corresponding to a
decrease in bulk DOC between two time points. However, peak counts and assigned formulas increased
from surface to deep soils by 17.6% to 184.3% and 21.0% to 192.7% (Table S5), respectively, indicating that
the deep soils exported a greater diversity of formulas. This was likely related to the depolymerization of
plant tissues and transport of microbial biomass associated with degradation during the soil development
[Lehmann and Kleber, 2015]. This increase in peak counts occurred even during Stage 3, when bulk DOC
was at an apparent equilibrium, which further supports the notion that exchange was occurring between
liquid (leachate) and solid (soil) phases, as documented earlier using our spectroscopic techniques. In
general, the hydrophilic fraction of compounds decreased during leaching, with moderately hydrophobic
fraction increasing in both surface and deep soils (Figures 7a and 7b), reflective of preferential leaching of
hydrophilic compounds.
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Figure 7. Intensity-weighted percentage of hydrophobic, moderately hydrophobic, and hydrophilic formulas in surface
and deep leachates in core (a) E1 and (b) E2. Intensity-weighted percentage of different compound classes in surface
and deep leachates in core (c) E1 and (d) E2. “Cond. Hydro." is short for “condensed hydrocarbon,” while “Carbo.” is short for
“carbohydrates.” (e) Intensity-weighted percentage of CRAM formulas for surface and deep samples in cores E1 and E2.

Molecular weight distributions of the leachate shifted to lower molecular weight (LMW) compounds
(Figure S5) in surface soils by Stage 3, indicating preferential leaching of higher molecular weight (HMW)
compounds during the experiment. It is also possible that the presence of some "humic” substances may
have solubilized some of the hydrophobic HMW compounds, as humics have been known to enhance
the solubility of hydrophobic substances in natural systems [Chiou et al, 1987; Kim and Lee, 2002].
Hydrophobic substances can be incorporated into hydrophobic space of a large humic micelle [Wershaw,
1986; Von Wandruszka, 2000]. However, this did not agree with optical data likely due to difference in the tar-
get compound classes between those techniques. The reasons for the discrepancy include the following: (1)
optical techniques only detect compounds which have chromophores or fluorophores (nonchromophoric
DOM is not detectable), while mass spectroscopic can only analyze compounds which can be ionized [Oss
et al, 2010; Pereira et al., 2014], and (2) selective loss of compounds during cartridge extraction for FT-ICR-
MS analysis [Dittmar et al., 2008; Chen et al., 2016].

Compound classes were assigned based on elemental ratios of H:C and O:C [Minor et al,, 2014] (Figure S3a), of
which lignin-like compounds were the major fraction (Figures 7c and 7d). These classifications are operation-
ally defined and are ambiguous—as multiple chemical structures can have the same elemental formula.
While all leachates were consistently dominated by lignin-like formulas, the percentage of lignin-like formu-
las in deep soils increased by 13.3% and 11.9% in peak count percentage and 13.1% and 13.0% in intensity-
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weighted percentage from Stage 1 to Stage 3 (Figures 7c and 7d and Tables S5 and S6), respectively, which
was consistent with CDOM and FDOM results of increasing aromatic contributions. This was also supported
by an increase of the intensity-weighted percentage of lignin from surface leachate to deep soil leachates in
Stage 3 in both cores E1 (by 118%) and E2 (by 47%) (Figures 7c and 7d and Table S6). The higher increase of
lignin percentage in organic-rich soil (E1, ~25% TOC) than pure organic soils (E2, ~44% TOC) agreed with Fl
percentage change as discussed before, indicating enhanced fractionation by minerals. While lignin-like for-
mulas increased through time, the percentage of tannin-like formulas decreased by 3.6% and 5.7%, while the
percentage of protein-like formulas decreased by 0.1% and 1.5% in intensity-weighted percentage, respec-
tively (Table S6). Tannin-like compounds, especially, resemble dissolved lignin using spectroscopic techni-
ques. Thus, the significant and consistent decrease of tannin-like compounds likely corresponded to
PARAFAC components that decreased through time (e.g, C4, C5, see Figures 4e and 4f), which supported
observations reported for litter and soils [Hemes et al, 2001]. However, our operational definitions of
tannin- and lignin-like compounds most likely also include polyphenols released from Sphagnum moss litter
[Verhoeven and Liefveld, 1997], which are abundant in our surface soils.

Carboxyl-rich alicyclic molecules (CRAMs) accounted for a substantial fraction of molecular formulas in soil
leachates. The fraction of CRAM in peak count percentage were 51.0+7.1% and 53.2+6.5% in cores
E1 and E2, respectively, while the fraction in intensity-weighted percentage were 35.1+14.7% and 27.7
+7.1% in cores E1 and E2, respectively (Figure 7e and Tables S5 and S6). Interestingly, this supports recent
work that showed CRAM as a major component of DOM collected from the Yukon River [Cao et al,, 2016].
The intensity-weighted percentage of CRAM increased with depth in the leaching experiment (Figure 7e),
which autocorrelates with the increase of lignin and tannin compounds with depth—due to their large over-
lap in van Krevelen space [Stubbins et al, 2010]. Despite representing a significant class of DOM compounds
in aquatic systems [Leenheer, 1994; Hertkorn et al., 2006], the biological origin of CRAM still remains poorly
understood. Recent work in the Yukon River suggests that the CRAM in river DOM is largely derived from
microbes [e.g, Amon et al., 2012]. While we can only speculate at this time, the increase of CRAM from
Stages 1 to 3, in both surface and deep soils, may reflect an increase in microbial activities with time of
leaching.

The preferential leaching of aromatic components would likely result in higher amount of aromatic DOM in
river water in summer than spring—when deep soils were thawed. However, other findings have shown that
Arctic DOM in streams and rivers, during the spring freshet, tend to be enriched in aromatics and are young in
age [Raymond et al, 2007; Aiken et al.,, 2014]. The seasonal pattern of riverine aromatic content is highly vari-
able and suggests additional processes [Striegl et al., 2007; Mann et al., 2012]. This could be explained by long
residence time and high temperature in the summer which enhance the microbial and photochemical
decomposition of organic molecules [Striegl et al, 2005; Wickland et al, 20071.

3.4. Effect of Fractionation on Ecosystem Carbon Balance

The deep soils used in our experiment were located at the base of the contemporary active layer and are only
exposed to hydroflow during the later growing season. As the active layer depth increases, deep soils will
experience a greater portion of the seasonal hydroflow due to both thaw occurring earlier in the growing
season as well as lengthening growing seasons with climate change [Barichivich et al, 2013]. While the fate
of leached OC in surface soil remains uncertain, we contend that a given parcel of surface leachate will be
heavily altered during transport across the landscape. Our most quantitative representation of aromaticity,
SUVA;s,, is highly consistent with an initial increase in aromatic content during lateral transport and com-
pares well with the higher values observed in Arctic rivers that have already passed through the landscape’s
soils [Mann et al.,, 2012, 2014].

Fractionation of DOC by deep soils must, over time, influence the solid-phase composition of the deep soils as
lignin and other aromatics are preferentially leached and other compounds are left behind. In addition, the
retention of a portion of DOC, in either the solid-phase or the pore waters of deep soils, may also result in
the accumulation of OC in deep soils. This vertical dissolved-phase OC translocation is consistent with obser-
vations of OC-enriched deep soils throughout high-latitude permafrost and supports other evidence for this
phenomenon—such as the physical translation of solid soils due to cryoturbation [Bockheim, 2007; Kaiser
et al,, 2007; Xu et al,, 2009; Gentsch et al., 2015]. Sustained preferential leaching of aromatic contents may also,
in part, explain for the aromatic-poor and aliphatic-enriched composition of leachates derived from yedoma
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soils [Vonk et al., 2013a; Mann et al., 2015; Spencer et al., 2015]. The molecular character of retained DOM,
which we only begin to infer, will be important to explore as the translocation of surface leachates may
“prime” subsurface heterotrophic activity and result in enhanced soil degradation [Fontaine et al, 2004;
Hartley et al., 2010].

4. Conclusion and Possible Implications

Our leaching experiment highlighted the potential release of DOM from surface soils, net retention of bulk
surface soil DOM by deep soils, and indicated fractionation of compounds in soil leachate. We observed pre-
ferential leaching of aromatic compounds (e.g., lignin) and retention of nonchromophoric compounds from
deep organic soils. This work highlights the importance of lateral flux of soil OC, due to leaching, when con-
sidering ecosystem carbon balances. Despite the difference in initial OC composition, similar processes were
apparently operating in organic-rich and pure organic soils resulting in comparable FT-ICR-MS molecular
weight and compound-class distributions and optical EEM, SUVA,s,4, and Sz indices. This fractionation of
compounds during leaching may in part explain the composition of yedoma soils, which have undergone
subsequent leaching, characterized by a depletion of aromatics and enrichment of aliphatics. These com-
pounds, which are largely nonchromophoric, are important sources of DOC in streams/rivers in a thawing
Arctic. This work also suggests the potential role of leachate export as an important mechanism of C losses
from Arctic soils, in comparison the more traditional pathway from soil to atmosphere in a warming Arctic.

Future research is needed to understand the fate of leached surface DOM during lateral transport to streams
and rivers as well as the portion retained by deep soils. The total retentive capacity of deep active layer soils is
only hinted at with our results, and further, the integration of a watershed's active layer soils presents com-
pelling mass balance questions when considering landscape-scale lateral DOM fluxes. Deep organic soils
have the potential to act as chromatographic media that selectively retain and release components of
DOM, but this behavior on the watershed level as well as in soils of varying parent material is almost certainly
highly variable. In addition, surface leachate DOM retained in the solid-phase is subject to in situ degradation
by soil heterotrophs and, as such, these translocations may not result in the sequestration of surface DOM,
especially in a warming climate. Improving our understanding of watershed-level chromatography is of
utmost importance for interpreting DOM signatures observed in Arctic rivers and coasts.
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