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Towards the identification of humic 
ligands associated with iron 
transport through a salinity 
gradient
Kavi M. Heerah1,2 & Heather E. Reader2*

Humic ligands from boreal rivers have been identified as important sources of iron-binding ligands 
to the coastal marine environment but remain poorly characterized. A novel method using Fourier 
transformed infrared spectroscopy (FTIR) was used to identify and quantify iron-binding ligands 
present in a boreal river in Newfoundland, Canada. 20 to 35% of the total iron load was carried 
through an artificial salinity gradient, and remained in solution at 35 salinity. Using FTIR combined 
with linear regression and 2D correlation analysis, we identified two pools of organic ligands, with 
different behaviour with regards to iron across the salinity gradient. The weaker ligand pool consisted 
of alkenes, ethers, and esters, and was found to release iron to flocculation at low salinities, and 
not contribute to iron transport into the marine environment. The stronger ligand group contained 
carboxylic acids and aliphatic functional groups. This group appears to contain two subgroups, one 
which was able to retain iron in the dissolved phase at 35 salinity, and another that flocculated out 
with iron across the salinity gradient. The strong ligands that retain iron in solution through the 
salinity gradient provide a much-needed source of the micronutrient to the coastal and marine 
environment, while the other subgroup sequesters iron and carbon in estuarine sediments. The 
balance between these two subgroups appears to be controlled by the hydrographic and weather 
conditions at the time of sampling, suggesting a dynamic ligand-iron relationship throughout the 
year, impacting the biogeochemical cycles of both iron and carbon in contrasting ways.

Importance of iron.  Iron is a key element influencing ocean productivity and global biogeochemical 
cycles1,2. It is utilized by phytoplankton to carry out nitrogen fixation, photosynthesis, and respiration1,3 and has 
been shown to play a role in carbon sequestration by association with organic matter in sediments, protecting 
the carbon from microbial degradation and thus enhancing long-term carbon storage4,5. The importance of iron 
on a global scale for biological productivity and global cycles has stimulated multiple studies to better under-
stand sources, utilization, and how changing physico-chemical conditions affect its distribution.

Despite its importance dissolved iron exists at very low concentrations in marine environments due to its low 
solubility and can be a limiting nutrient for vast areas of the ocean2. The major sources of iron to the ocean are 
thought to be atmospheric deposition and hydrothermal vents1,2. Most of the iron found in the marine environ-
ment is not free iron, rather the majority of it remains in solution through complexation with organic ligands6. 
These ligands can come from a variety of sources such as siderophores, humic substances, exopolymeric sub-
stances, porphyrins, and saccharides6–8. Humic ligands, a subset of the so-called “humic substances”, originate in 
terrestrial environments and in the marine environment, and in some regions constitute a large fraction of the 
total iron-binding ligand pool9–13. Humic ligands, like all dissolved organic matter whether terrestrial or marine 
in origin, are generally poorly characterized from a molecular standpoint. Terrestrially-derived humic ligands can 
act as a source of riverine iron to the marine environment, particularly in regions highly influenced by riverine 
inputs, such as coastal regions10,13 and even open ocean regions like the Transpolar Drift Current in the Arctic 
Ocean, which has been shown to be a major source of terrestrially derived trace metals and organic matter14,15.
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Despite being a small percentage of total marine iron, riverine iron has recently been recognised as an 
important source due to its increased bioavailability9,16–18.The need to understand the controls and transport 
of iron plays a key part in better understanding ocean productivity. Riverine iron was previously ignored as a 
significant source of iron to marine environments, as much of riverine iron is lost through flocculation over the 
salinity gradient, and subsequently buried in estuarine sediments19. Historically, 95% of a river’s iron load was 
thought to be lost through the estuary but through complexation with humic ligands more recent studies report 
up to 20% of the total dissolved iron load can be transported through the salinity gradient into the ocean16,18,19. 
An increase in the iron load can disrupt the local marine environment and further, causing brownification and 
increased productivity2,20.

Humic‑iron complexes and their importance.  Dissolved organic matter (DOM) is formed from the 
breakdown of organic matter, leaf litter, organisms’ secretions, etc.21. The composition of DOM is a direct reflec-
tion of the environment it is found in. DOM from peatlands and boreal environments are enriched in humic 
ligands supporting an increased iron load. Humic ligands are still poorly understood, in large part due to the 
chemical complexity of DOM. A number of studies have found that humic ligands are responsible for maintain-
ing the majority of dissolved iron found in coastal environments, especially in the coastal North Atlantic9,10,13. 
While humic ligands are of both terrestrial and marine in origin in most coastal marine systems, the coastal 
North Atlantic, and particularly the region around Newfoundland, receives large amounts of DOM from rivers 
draining boreal forest and peatlands, including terrestrial humic ligands.

An understanding of terrestrial humic ligands and their relationship to iron is hindered by the complex-
ity of DOM, but their influence on iron and its speciation in the marine environment has been of recent 
interest14,15,17,18,22,23. Iron concentrations have been increasing in boreal freshwaters over past several decades24, 
and the reasons for these increases have been attributed to a range of environmental factors, such as reduced 
acidification, changing redox conditions, ionic strength, warming, and hydrology24–28. At the same time, dissolved 
organic carbon (DOC) concentrations have been increasing in the same regions28–34, thought to be driven by an 
equally complex range of factors. Björnerås et al.24 point out that though iron and DOC concentration are often 
rising concurrently, their behaviours are not necessarily directly linked, but rather they may be responding to 
similar drivers.

In addition to increased iron and DOM loading from these various environmental variables, changing climate 
conditions are projected to bring more frequent and intense storm events to these regions35. Storm and related 
flooding events cause increased flow regimes within catchments which can affect the sources and therefore qual-
ity of DOM entering the coastal system36–39. During storm events, different layers of the catchment’s soil can be 
accessed providing DOM from unique sources. During these events mobilization of a wide variety of substances 
can occur, causing increases in nutrient, DOM, and metal concentrations. Changes in flow paths through the 
catchment can increase or decrease the fraction of humic ligands in the DOM and potentially change which 
specific ligands are present30,40.

Regardless of the mechanism, the combined effects of increased iron and DOM export out of boreal rivers 
has the potential to deliver more dissolved iron to coastal regions in association with terrestrial humic ligands. 
This has the potential to further increase the importance of the terrestrial fraction of iron-binding humic ligands 
in the marine environment in the coming years. Krachler et al.17 recently demonstrated that terrestrial humic 
substances had the potential to increase dissolved iron concentrations in the open ocean even at extremely small 
concentrations, driving home the importance of these ligands.

As a natural substance, DOM exists in a complex matrix that makes it difficult to carry out deep structural 
analysis on untreated samples41,42.There are multiple ways to investigate DOM, but it remains difficult to fully 
characterise this complex substance. One such tool is Fourier transformed infrared spectroscopy (FTIR). FTIR 
can be used to identify functional groups present in a sample giving useful structural knowledge without the 
associated cost and time of other methods such as mass spectroscopy (MS) and nuclear magnetic resonance 
(NMR)41. FTIR has been used to study DOM before, but this is often done in conjunction with other analytical 
techniques, providing only qualitative data43. In this study, we used FTIR to identify functional groups present 
in DOM from a small boreal peatland catchment. FTIR was used in a quantitative fashion to track the changes 
functional groups undergo through an artificial salinity gradient as iron is flocculated out. Four samples were 
collected to capture two high flow regimes (H1 and H2), and two low flow regimes (L1 and L2). The resulting 
spectra were then analysed by applying perturbation-based 2D-correlation spectroscopy (2D-COS)44,45. FTIR 
was used to address two hypotheses:

1.	 FTIR can be used in a quantitative method to identify functional groups present in DOM and track how 
these functional groups change as they travel through an artificial estuary.

2.	 DOM from a high flow regime will be more enriched in humic functional ligands than those found in base 
flow.

The use of FTIR in a quantitative method for DOM has not yet been successfully carried out to the best of 
the author’s knowledge. This study lays out a method for identifying functional groups present in DOM and a 
quantitative way to track their changes across the salinity gradient. This can help further expand the knowledge 
of nutrient transport on a global scale.
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Results
Sample characteristics.  Initial measurements of the samples show small differences between the samples 
(Table 1). Overall, pH appears to be driven by flow, with H1 and H2 being more acidic than L1 and L2, and while 
DOC was similar for both low flow measurements and H2, H1 had a much higher concentration of DOC. Addi-
tionally, a350 (a proxy for the amount of coloured DOM, i.e. CDOM) was higher in the high flow samples than in 
the low, following the same pattern as DOC .These differences suggest that high flow regimes drain more variable 
sources of DOC and greater quantity than the low flow regimes. With both higher a350 and DOC, H1 appears to 
be exceptionally different to the other samples.

Experimental conditions.  Each of the 4 samples were split into 8 subsamples, and to each subsample an 
appropriate amount of artificial sea salt was added such that an artificial salinity gradient was achieved, mim-
icking the changes in salinity across an estuary from freshwater (0 salinity) to open ocean salinity (35 salinity) 
in steps of 5. This set up allows for the quantification and characterization of the iron and DOM remaining in 
solution after salinity-induced flocculation processes occur. We analyzed the dissolved iron and the functional 
groups in DOM that were associated with iron over the artificial salinity gradient. A detailed description of the 
experimental set up and analyses can be found in the Methods section.

Iron quantification.  Iron concentrations vary between sampling dates with ~3 times more iron in H1 than 
the other samples (Fig. 1). L1 and H2 are similar with L2 carrying the lowest concentration of iron. All samples 
experience a pronounced decrease in iron concentration between salinities 10 and 15. Samples continue to lose 
iron until they reach semi-stable concentrations at salinities 25 to 35. H1(1.41 μmol/L), H2(0.70 μmol/L) and 
L1(0.59 μmol/L) transport approximately 35% of their total iron load through the salinity gradient while L2 
(0.27 μmol/L) carries only 20% of its total iron load at the highest salinities. Initial sample measurements and 
starting iron concentrations show that H1 samples appear to have a different source of DOM and higher con-
centrations of mobile iron compared to the other ones. H1 may be more influenced by freshly produced DOM 
found in the upper layers of peat not accessed during base flow.

FTIR spectra.  FTIR was used to identify functional groups present in the solid-phase extracted DOM (SPE-
DOM) isolated from the salinity gradient experiments. We were able to quantitatively track the changes in the 
functional groups over the salinity gradient. FTIR spectra from the initial samples (salinity 0) identified five 
well-defined functional group regions with a sixth unresolved functional group. The functional group peaks 
identified are; 801 cm−1 single peak (alkene), 1097 cm−1/1034 cm−1 double peak (ether), 1262 cm−1 single peak 

Table 1.   Sample characteristics at the time of sampling.

Sample Discharge (m3/s) pH Temp (°C) a350 DOC (mmol/L) Iron (µmol/L) Date

High Flow 1 (H1) 14.00 5.52 0.6 35.68 0.953 3.85 Dec. 16 2020

High Flow 2 (H2) 15.3 5.51 1.4 22.71 0.621 1.93 Feb. 4 2021

Low Flow 1 (L1) 1.88 6.27 0.8 19.51 0.543 1.85 Jan. 26 2021

Low Flow 2 (L2) 1.71 6.6 1.4 15.70 0.414 1.36 Mar. 17 2021

Figure 1.   Change in iron concentration (µM) over an artificial salinity gradient. Data collected using a Cary 
300 Eclipse spectrophotometer. Data was converted from absorbance to concentration using a linear FeCl3 
calibration curve. Limit of quantification (LOQ) = 0.28 µmol/L, Limit of detection (LOD) = 0.08 µmol/L. 
Measurements below LOQ have a small star above them.
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(ester), 1721 cm−1 weak triple peak (carboxylic acid), 2963 cm−1/2920 cm−1/2853 cm−1 triple peak (aliphatics), 
and the sixth unresolved one at 3500 cm−1 (Fig. 2).

Of note, H2 appears to be enriched in aliphatic and carboxylic acid functional groups compared to the other 
samples.

Changes in the FTIR spectra through the salinity gradient can be seen visually in the spectra (Supplemen-
tary Fig. S1), and through linear regressions between peak absorbance and iron concentrations (Table 2). These 
correlations showed that H1, L1 and L2 samples followed similar trends, while H2 exhibited differences in the 
trends. The aliphatic functional group had negative correlations with iron for H1, L1, and L2, while H2 had a 
positive correlation. The ester, ether, alkene functional groups had strong negative correlations with iron for H1, 
L1, and L2, and virtually no correlation for H2. When iron is in solution with these functional groups (at salinity 
0), they exist in a complex (i.e., these functional groups represent a class of iron-binding ligands). When bound 
to iron, the functional groups are inhibited from bending and stretching with IR radiation. As iron precipitates 
from solution, these ligands remain in the dissolved phase, and no longer inhibited by their association with 
iron, they are free to absorb IR in their bending and stretching modes, and thus exhibit higher absorbance46.
While these functional groups are able to associate with iron in freshwater, they are unable to carry the iron 
through the salinity gradient.

The carboxylic acid functional group showed a strong positive correlation with iron for H2, and no cor-
relation for the other samples. The stark contrast between the behaviour of the carboxylic acid peak and the 
other functional group in all samples shows that the carboxylic acids react differently with iron. The difference 
in behaviour of the carboxylic acid peak in H1, L1 and L2 compared to H2 further supports a difference in the 
source and quality of DOM entering the system for H2. The strong positive correlation between the carboxylic 
acid group and iron in H2 shows co-precipitation of the two species along the salinity gradient. The variability of 
the high flow sources may lead to different carboxylic acids being exported. In H1, L1, and L2, it is still likely the 
carboxylic acid is associated with iron, as the acids exist in their charged -COO- form in circumneutral solutions 
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Figure 2.   FTIR spectrum of SPE-DOM of the four sampling dates. Samples were measured using KBr pellets 
and analysed on a Bruker Alpha FTIR. The resolution was at 4 cm/s for a total of 24 scans. Spectra were 
corrected using a methanol blank and two-point offset correction.

Table 2.   Linear regression between peak height and iron concentration. Slope and R2 are shown for all four 
dates and the five major functional groups. Regressions were done for each peak meaning functional groups 
with a double or triple peak have multiple regressions.

Date High Flow 1 High Flow 2 Low Flow 1 Low Flow 2

Functional Group Slope R2 Slope R2 Slope R2 Slope R2

Aliphatic

 − 2.66*10−2 0.964 1.591*10 −2 0.476  − 3.78*10 −2 0.421  − 3.65*10−2 0.857

 − 1.74*10−2 0.569 3.011*10 −2 0.481  − 1.23*10 −2 0.082  − 2.03*10 −2 0.493

 − 9.04*10−3 0.587 1.916*10 −2 0.509  − 8.08*10 −3 0.082  − 1.23*10−2 0.445

Carboxylic Acid  − 1.89* 10−2 0.36 3.706*10 −2 0.646  − 1.87* 10 −3 0.001  − 1.35*10−2 0.193

Ester  − 6.84*10−2 0.835 1.303*10 −2 0.026  − 1.23*10 −2 0.598  − 9.143*10 −2 0.671

Ether
 − 6.58*10 −2 0.837 8.046*10 −3 0.008  − 1.21* 10 −1 0.631  − 8.58*10 −2 0.653

 − 6.86*10 −2 0.783 5.705*10−3 0.003  − 1.33*10 −1 0.644  − 9.87*10 −2 0.671

Alkene  − 7.23* 10 −2 0.734  − 9.097*10 −3 0.007  − 1.49*10 −1 0.668  − 1.00*10 −1 0.603
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and thus can be strong binding sites for positively charged iron47,48, but they do not appear to co-precipitate as 
in the H2 sample.

The region around 3500 cm−1 in IR spectrophotometry is associated with the -OH functional group and also 
is the region in which the aromatic groups absorb and it follows that important DOM moieties such as phenols 
would absorb in this region. In our samples, we observed a broad –OH-like peak, and some sharper aromatic-like 
peaks in this region of the IR spectra. However, despite our best efforts, we were not able to quantifiably distin-
guish the behaviour of functional groups in this region, due to high variability between samples. This region is 
also where water strongly absorbs IR radiation and the variability is likely due to moisture absorbed by the KBr 
during sample preparation and measurement, or even changing humidity in the lab at the time of measurement.

Correlations of peak absorbance and salinity showed the inverse relationship to iron, as expected, with 
positive correlations where for iron the correlations are negative and vice versa (Supplementary Table S1). The 
strength of the correlations for individual functional groups and samples did not change greatly between the 
salinity and the iron regressions.

2D correlation spectroscopy.  2D-COS is used to identify groupings of individual functional groups, 
helping to determine which functional groups are part of the same compound. The differences between the 
carboxylic acid group and the other functional groups is made more evident in the 2D-COS. The synchronous 
spectrum of 2D-COS (Fig. 3) shows how different functional groups change over a perturbation in the system 
(i.e., change in iron concentration). Functional groups that change in the same direction will develop positive 
cross-peaks (red in Fig. 3), and those that change in opposite directions will develop in negative cross-peaks 
(blue in Fig. 3). In all samples strong positive cross-peaks form between the alkene, ether, and ester functional 

Figure 3.   2D COS showing synchronous spectra for the four samples. Spectra were produced following Noda 
2016 & 2017. Iron concentration is used as the perturbation with samples up to salinity 25. Panels a, b, c, and d, 
represent H1, H2, L1, and L2, respectively.
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groups. This grouping is supported by the linear regressions showing these three functional groups have similar 
associations with iron present in the system.

For H1 the carboxylic acid functional group had a weak positive cross peak with the ester, alkene and aliphatic 
groups. The aliphatic functional group showed weak positive cross peaks with all groups. In L1, the pattern was 
essentially the same, however the cross peaks that the aliphatic group formed were extremely weak, and nearly 
non-existent with the carboxylic acid.

A weak negative cross peak developed between the carboxylic acid and the alkene group. In H2, the carboxylic 
acid and aliphatic were similar and had a positive cross peak between them. Both developed negative cross peaks 
with the alkene and ether group, with a positive cross peak for the ester. L2 had positive cross peaks develop 
between all functional groups, with weaker cross peaks being seen for the carboxylic acid group. The strong 
grouping of the ether, ester and alkene region in the synchronous spectra shows that these groups are related to 
each other in all samples. The linear regressions further show that they behave similarly for H1, L1 and L2. In 
H2, these functional groups had low correlations with iron (Table 2), suggesting that in that sample, they are not 
part of the dominant ligand pool. The difference in behaviour of these groups points to a change in the quality 
of the DOM in H2 compared to the other samples.

The asynchronous spectra show if the functional groups are moving in or out of phase with each other, cross-
peaks only develop if groups are moving out of phase with each other (regardless of direction). This can help 
elucidate related functional groups, potentially part of the same compound or group of compounds (Fig. 4). The 
ether and ester functional groups did not form cross peaks with each other for any flow regime. Interestingly, a 

Figure 4.   2D COS showing asynchronous spectra for the four samples. Spectra were produced following Noda 
2016 & 2017. Iron concentration is used as the perturbation with samples up to salinity 25. Panels a, b, c, and d, 
represent H1, H2, L1, and L2, respectively.
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small cross-peak between the ether/esters and the alkene groups was observed in H2 and L2, but not H1, and 
only between the ether and alkene in L1, suggesting that the alkene containing compounds driving the signal are 
more complex. The carboxylic acid developed strong cross-peaks with the alkene, ether, ester functional groups in 
all samples. This indicates that the behaviour of the carboxylic acid group is strongly out of phase with the other 
functional groups, and thus cannot be part of the same compound or group of compounds. Similarly, the aliphatic 
functional group had strong cross-peaks in relation to the alkene, ether, ester functional groups for all samples.

The relationship between the aliphatic functional group and the carboxylic acid varied between samples. 
H1 had no cross-peak between these groups, while all of the other samples had very weak cross-peak between 
the aliphatic and carboxylic acid functional groups, with the strongest cross-peaks found in H2. The variability 
in relationship between the aliphatic peak and the carboxylic acid group, as well as differences in correlation 
strength for their respective linear regressions to iron makes it difficult to confidently assign them as being part 
of the same group of compounds. Though highly degraded DOM is thought to be rich in both carboxylic acids 
and aliphatics, our samples are enriched in relatively less degraded terrestrial DOM, which may obscure a rela-
tionship between the two groups49.

Discussion
Identification of ligand pools.  The aim of our study was to move towards the identification of ligands 
associated with iron transport from freshwater to marine systems by identifying the specific functional groups 
associated with iron in a humic rich river.

The ester, ether, and alkene functional groups are clearly part of the same pool of compounds, as can be 
seen by their strong cross-peaks in the synchronous spectra, and their lack of cross-peaks in the asynchronous 
spectra. The increase in absorbance as iron is lost from solution indicates that these groups are complexed to 
iron in freshwater, but the strength of the complexation cannot overcome the tendency for iron to flocculate 
out of solution at high salinities. The increased freedom for the functional groups to bend and stretch as iron 
precipitates also confirms that these ligands are staying in solution and no longer associating with iron at higher 
salinities46. Therefore, the ester, ether, and alkene groups belong to a weak ligand class relative to the carboxylate 
ligands. These functional groups are electron rich with double bonds and oxygen atoms but are not charged (i.e. 
do not exist as anions), and therefore their association with the positively charged iron cations is relatively easy 
to reverse as salinity increases.

The strong cross peaks between the carboxylic acid and the other functional groups in the asynchronous 
spectra show that it is distinct from the other functional groups. Together with the weak correlations in the 
synchronous spectra and the differences in linear regressions to iron, the carboxylic acids can be determined 
to be part of a distinct DOM pool from the weak ligand functional groups. Its lack of correlation with iron and 
salinity in H1, L1, and L2 shows a resistance to flocculation and in these circumneutral waters, carboxylate-iron 
complex formation is likely. Given the stronger bonding due to the anionic nature of the carboxylates, coupled 
with potential chelating effects to the positively charged iron, these ligands will be much more challenging to 
dissociate from the iron, and as such these carboxylate ligands form a strong ligand pool. Carboxylic acids are 
expected to exist in abundance in the peat dominated soils present in the watershed.

In contrast, H2 exhibits a strong positive correlation between the carboxylic acid functional group and iron 
concentration and a negative correlation to salinity. This contrasting behavior suggests that this fraction of DOM 
is co-precipitating with iron, rather than a continuing dissolved association in this sample. The stark difference 
in the behavior of the carboxylic acid functional group between samples indicates that it potentially represents 
two subgroups of ligands, both strongly associated to iron, but with one that resists flocculation and the other 
that is readily flocculated over the salinity gradient.

Relationship of ligands and iron export to flow.  Contrary to our hypothesis, overall discharge does 
not seem to have a major impact on the quality of iron-binding ligands, or the amount of iron exported to the 
higher salinities. Although differences are seen in the carbon loading and pH of the high flow samples compared 
to the low flow, structural differences in the DOM between samples appear to be more tied to the time of sam-
pling relative to the event causing the high discharge. While H1 was expected to be significantly different than 
the low flow regimes based on the bulk properties of the sample, it showed the same two main pools of iron-
binding ligands. On the other hand, H2 was expected to behave similarly to H1 based on the bulk properties of 
the sample prior to the experiment, and yet it showed the most contrasting behaviour. Kritzberg et al.18 found 
that bulk properties of DOM (optical properties, DOC content etc.) were poor indicators of iron carrying capac-
ity in Swedish rivers, and this appears to hold true in our catchment.

Herzog et al.40 found more organically complexed iron during spring high flow events, but that there was 
no relationship between discharge and speciation. They speculate that the pathways of water drainage in the 
catchment are what actually drive the differences, rather than simply the amount of discharge. This seems to be 
similar to our results, though the Seal Cove Brook catchment does not experience a single spring freshet event, 
but rather a number of snowmelt and rain events over the late winter – spring season. Thus, the divergence in 
DOM behaviour during high flows may be related to the timing of sampling. H1’s high flow was preceded by 
heavy rainfall, but was sampled on the falling arm of the peak flow, allowing time for the rainfall to percolate 
through the whole soil column and allowing material from the layers accessed by baseflow and the upper layers 
to be exported out. In H2, the high discharge was preceded by a large amount of snowmelt and rainfall, and was 
sampled just prior to peak flow on the rising arm, while it was still raining heavily. In peat systems, the soil is 
comprised of different layers which contribute different DOM36,37,50,51. These distinct layers are accessed during 
different flow events and seasons changing the quality of DOM entering the system. By sampling during the rain 
event, water did not have time to fully percolate into the soils of the catchment and resulted in further reducing 



8

Vol:.(1234567890)

Scientific Reports |        (2022) 12:15545  | https://doi.org/10.1038/s41598-022-19618-2

www.nature.com/scientificreports/

the time it comes in contact with the soil prior to entering the river. These factors reduce the proportion of the 
highly reactive humic DOM from the upper soil layers entering the system52 and together with the lower iron 
concentrations relative to H1, the less reactive DOM in H2 is unable to form the necessary complexes to stabilize 
both the iron and DOM as it travels through the salinity gradient. While normally these moments of intense flow 
are expected to stimulate productivity in the coastal environment, these results suggest that for Seal Cove and 
potentially other parts of Newfoundland, increasing discharge alone is unable to stimulate further productivity 
without additional factors such as greater infiltration through the soil bed or seasonal factors, tipping the balance 
towards iron and carbon burial in the estuary during these extreme events.

Despite experiencing variable discharge throughout the year, with no clear seasonal peaks53, the catchment 
itself is more productive during the summer months. Seasonal differences in DOM export have been found in 
other similar boreal rivers, with the bulk quality of carbon changing over the year, something that would be 
expected in Seal Cove Brook as well39. Indeed, it has been shown that the behaviour of iron export and the bal-
ance between inorganic vs organic forms can vary throughout the year in an high-humic estuarine setting19. 
Thus, the seasonality of iron-humic relationships may not only be related to the hydrologic pathways that water 
takes through the system, but what processes are occurring in the upper layers of soil at the time of sampling. If 
extreme flow events tip the balance towards iron and ligand co-precipitation year round, they may have less of 
a stimulating effect on productivity in the marine environment and may partially mitigate the consequences of 
increasing precipitation in boreal regions. On the other hand, if there is a confounding effect of seasonality in 
ligand export and more iron remains in solution during extreme precipitations events in the summer productive 
months, estuarine productivity could be greatly increased. Given the variability of discharge throughout the year 
in catchments like Seal Cove Brook, the seasonal changes in iron and humic export deserve further investigation 
to fully delineate the sources and fates of the different ligand groups in the coastal marine environment.

Conclusion
We were able to identify two classes of iron-binding humic ligands in a small boreal river, using FTIR and an 
artificial salinity gradient. The weaker ligand class is characterized by ester, ether, and alkene functional groups, 
and while it is clearly complexed to iron in freshwaters, it readily releases iron to flocculation at estuarine salini-
ties. The stronger ligand class is characterized by carboxylic acid functional groups, and appears to be comprised 
of two sub-pools, one resistant to flocculation and the other co-precipitating with iron at higher salinities. The 
first sub-pool that is resistant to flocculation is responsible for transporting the high amounts of iron found in 
boreal rivers to the coastal ocean, whereas the second sub-pool likely contributes to the sequestration of iron 
and carbon into the sediments, a process coined “the rusty carbon sink”5. The balance between iron remaining 
in solution aided by organic complexation or co-precipitating with organic carbon appears to be related to the 
specific hydrology at the time of sampling, and may also have a seasonal aspect. This implies a changing influ-
ence of iron and DOM throughout the year, affecting the balance between complexed iron in solution available 
to the microbial community and preservation of both iron and carbon in estuarine sediments. These two con-
trasting scenarios have opposing effects on the biogeochemical cycles of both iron and carbon. The implications 
of seasonal and/or weather driven changes on such contrasting fates of terrestrially sourced iron and DOM in 
marine environments are significant, and deserve further investigation. The lack of information on the chemical 
composition of iron-binding ligands has so far severely hindered the understanding the biogeochemical cycle of 
iron. Through the identification of the functional groups present in terrestrial humic ligands and their differing 
behaviours over the salinity gradient, this study represents a major step forward towards fully determining the 
role that terrestrially-derived iron-binding ligands play in determining the fate of iron and organic matter in 
marine systems.

Study site and methods.  Study site.  The Seal Cove Brook watershed is a small watershed approximate-
ly 56 km2 in size. It is located in the hyper-oceanic barrens ecoregion of Newfoundland, Canada. The area is 
dominated by small lakes (12.87%), peatland barrens (33.63%), forest (50.75%), and wetlands (1.95%) 37. Four 
samples were collected from December 2020 to March 2021, capturing two high discharge rates and two low 
discharge rates. (Table 1). Discharge rates were obtained through the Environment and Climate Change Canada 
Real-Time Hydrometric Data for Seal Cove Brook (station number 02ZM009)53.

Six liters of water were collected each time from the middle of the river, using a plastic bucket (rinsed several 
times prior to sampling) and was immediately transferred to acid-washed (cleaned with 10% HCl solution) 2 L 
polycarbonate bottles (Nalgene, rinsed several times with sample prior to filling). The samples were transported 
on ice in the dark back to the lab. Samples were filtered through ashed Whatman GF/F filters (0.7 µm, 450 °C 
for 4 h). Salinity, water temperature, and pH were taken in situ using a Thermo Scientific Orion Star A3229 
meter equipped with conductivity and pH probes. Absorbance was taken after filtration, using a Cary 300 series 
UV–visible spectrophotometer, from 200 to 800 nm, with 1 nm resolution. We calculated the Napierian absorb-
ance coefficient at 350 nm, using the equation a350 = 2.303A/l , where A is the absorbance and l is the pathlength 
of the cuvette in meters.

Experimental setup.  An artificial sea salt mixture was made following the methods of Søndergaard et al.54 and 
Kritzberg et al.18. The salt recipe is for 50 g and is as follows: sodium chloride (ACS grade, ACP Chemicals) 38.8 g 
, sodium sulfate (ACS grade, ACP Chemicals) 5.8 g, and potassium chloride (ACS grade, Fisher Chemical) 0.96 g 
were ashed (450 °C for 4 h) to reduce organic contamination. Magnesium chloride hexahydrate 15.5 g , calcium 
chloride dihydrate 2.5 g , and sodium bicarbonate (all ACS grade, Fisher Chemical) 0.29 g were used directly to 
avoid degradation of the salts.
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The filtered sample was divided into eight 250 mL glass mixing cylinders. Artificial salt mixture was then 
added to each cylinder to form a salinity gradient from 0 to 35 ppt in intervals of 5 ppt. Samples were shaken to 
dissolve the salt and placed on an orbital shaker at 100 rpm for 1 h before being left in the dark to settle for 24 h. 
The supernatant (150 mL) was gently transferred from the glass cylinders using HDPE syringes (no rubber parts) 
and gravity filtered through ashed GF/F filters (Whatman, nominal pore size 0.7 µm, 450 °C for 4 h). Subsamples 
for iron quantification and solid-phase extraction were collected from the filtrate.

Iron quantification.  Iron quantification was carried out immediately after gravity filtration following the meth-
ods outlined by Viollier et al.55 and Kritzberg et al.18. Briefly, 2.5 mL of sample were heated gently to ~ 90 °C with 
515 µL of 1.4 M hydroxylamine hydrochloride (99%, ACROS Organics) prepared in 2 M HCl (ACS grade, ACP 
chemicals), and 250 µL of 0.01 M FerroZine iron reagent hydrate (98%, ACROS Organics) prepared in 0.01 M 
ammonium acetate (97%, Alfa Aesar) for 10 min. The sample was then removed from heat and allowed to cool 
for 90 s before adding 200 µL of 10 M ammonium acetate buffer previously adjusted to pH 10 with ammo-
nium hydroxide (ACS grade, ACP chemicals). The absorbance of the FerroZine-iron complex was measured at 
562 nm, using a Cary 300 series UV–visible spectrophotometer (Agilent). A sample blank for each measurement 
was also carried out to account for any interference from the DOM. To carry out the sample blank, Milli-Q water 
is used in place of the chemical reagents. The limit of detection (LOD) was determined to be 0.08 µmols/L and 
the limit of quantification (LOQ) was 0.28 µmols/L.

Solid‑phase extractions.  Solid-phase extractions were carried out using 100  mg PPL cartridges, loading 
20 µmols of dissolved organic carbon (DOC) on each cartridge, and following the general procedure described 
in Dittmar et al.42, slightly modified by soaking the cartridges with HPLC grade methanol (Fisher Scientific) 
overnight to remove any contaminants from the resin prior to extraction. Cartridges were then washed with 
100 mL of acidified Milli-Q water (pH 2) at a flow rate of 10–12 mL/min. A reduced flow rate of 4 mL/min was 
used to pass the sample through. The cartridge was then washed with 30 mL of acidified Milli-Q water (pH 2) 
at 4 mL/min. The cartridge was dried on vacuum and stored at − 18 °C until it was extracted. Extraction was 
carried out using 2 mL of methanol at a flow rate < 1 mL/min. The extract was dried using a mini-air evaporator 
attached to an air pump.

For each gradient, the DOC content of the initial sample was used to determine the volume needed for the 
extraction. DOC was measured as non-purgeable organic carbon using a Shimadzu TOC-L analyser. Samples 
were acidified by hand with 2 M HCl. The analyser was calibrated daily with acetanilide (99%, ACROS Organ-
ics) standards, and the covariance on each injection was < 2%. An in-house seawater reference and the DOC 
consensus reference material (Hansell Lab, RSMAS, University of Miami). Due to the high organic carbon 
concentrations in the samples, only a small volume was needed for each extraction (20–40 mL).

FTIR measurement.  The dried sample was analysed using a Bruker Alpha FTIR, resolution of 4 cm−1 over a 
range of 400–4000 cm−1 for a total of 24 scans. FTIR samples were prepared using KBr (FTIR grade, > 99% trace 
metal basis, Sigma Aldrich). KBr was dried overnight at 115 °C before being placed in a desiccator. Dried sam-
ples were redissolved in 100 µL of HPLC grade methanol before being dropped in 10 µL intervals on an agate 
mortar, allowing the methanol to evaporate completely. An infrared lamp (Fluker’s Red Heat bulb, 60 Watts) 
was used to maintain a temperature around 30 °C and prevent moisture from condensing into the sample. Once 
the sample was dried 200 mg of KBr was ground in the mortar to form a homogenised mixture. The KBr-DOM 
mixture was placed in a KBr die and pressed at 16 tonnes of pressure in 4 tonnes steps every 20 s. The sample 
was then immediately analysed on the FTIR in transmittance mode. A methanol blank was carried out before 
analysing the samples, where 100 µL of methanol was dropped and evaporated on the agate mortar, and the KBr 
was ground in the mortar in the same fashion as with a sample.

KBr spectra were processed with MATLAB R2020a. All statistical analyses carried out on the samples were 
only carried out up to salinity 25 or the point where the concentration of iron went below the LOQ. By salinity 
25 the change in iron concentration in all samples had reached a semi-stable state and little to no further loss of 
iron was observed at the higher salinities. Samples were converted to absorbance using Absorbance = −log

10
T , 

where T is the percent transmittance of the sample. The methanol blank was subtracted from each sample and 
a two-point offset baseline correction was applied. Peaks were identified using standard FTIR tables56. Simple 
linear regressions were carried out between peak height versus iron concentration and peak height versus salinity.

Following the methodology of Noda44,45 2D correlation spectra (2D-COS) were calculated, giving synchro-
nous spectra and asynchronous spectra. Briefly, a series of IR spectra is exposed to an external perturbation (in 
this case a change in iron concentration). Carrying out a cross-correlation function produces a synchronous plot 
with cross-peaks showing co-incidental changes in intensity over the perturbation. Applying a Hilbert-Noda 
transformation produces a new set of spectra that is 90° out of phase to the referenced spectra45. This asyn-
chronous spectrum will only have cross-peaks if the signals are changing out of phase with each other over the 
perturbation. Combining the information in both spectra allows for the identification of signals resulting from 
the same and different chemical species within the mixture. Only peaks representing a change of more than 5% 
of the maximum intensity of cross-peaks are plotted. This cutoff was used to ensure that data interpretation was 
restricted to changes in chemical functional groups and not baseline shifting between samples.

Data availability
The data for this study can be found at Memorial University Borealis data repository. URL: https://​borea​lisda​ta.​
ca/​priva​teurl.​xhtml?​token=​ae4dd​df1-​acb4-​49ac-​8151-​b5d37​22c40​52.

https://borealisdata.ca/privateurl.xhtml?token=ae4dddf1-acb4-49ac-8151-b5d3722c4052
https://borealisdata.ca/privateurl.xhtml?token=ae4dddf1-acb4-49ac-8151-b5d3722c4052


10

Vol:.(1234567890)

Scientific Reports |        (2022) 12:15545  | https://doi.org/10.1038/s41598-022-19618-2

www.nature.com/scientificreports/

Received: 8 June 2022; Accepted: 31 August 2022

References
	 1.	 Tagliabue, A. et al. The integral role of iron in ocean biogeochemistry. Nature 543, 51–59 (2017).
	 2.	 Boyd, P. W. & Ellwood, M. J. The biogeochemical cycle of iron in the ocean. Nat. Geosci. 3, 675–682 (2010).
	 3.	 Tagliabue, A. et al. How well do global ocean biogeochemistry models simulate dissolved iron distributions?. Glob. Biogeochem. 

Cycles 30, 149–174 (2016).
	 4.	 Riedel, T., Zak, D., Biester, H. & Dittmar, T. Iron traps terrestrially derived dissolved organic matter at redox interfaces. Proc. Natl. 

Acad. Sci. U. S. A. 110, 10101–10105 (2013).
	 5.	 Lalonde, K., Mucci, A., Ouellet, A. & Gélinas, Y. Preservation of organic matter in sediments promoted by iron. Nature 483, 198–200 

(2012).
	 6.	 Gledhill, M. & Buck, K. N. The organic complexation of iron in the marine environment: A review. Front. Microbio. 3, 69 (2012).
	 7.	 Vraspir, J. M. & Butler, A. Chemistry of Marine Ligands and Siderophores. Annu. Rev. Mar. Sci. 1, 43–63. https://​doi.​org/​10.​1146/​

annur​ev.​marine.​010908.​163712 (2009).
	 8.	 Norman, L., Cabanes, D. J. E., Blanco-Ameijeiras, S., Moisset, S. A. M. & Hassler, C. S. Iron biogeochemistry in aquatic systems: 

From source to bioavailability. Chimia 68, 764–771 (2014).
	 9.	 Whitby, H. et al. A call for refining the role of humic-like substances in the oceanic iron cycle. Sci. Rep. 10, 1–12 (2020).
	10.	 Laglera, L. M. & van den Berg, C. M. G. Evidence for geochemical control of iron by humic substances in seawater. Limnol. Ocean‑

ogr. 54, 610–619 (2009).
	11.	 Laglera, L. M. et al. First quantification of the controlling role of Humic substances in the transport of iron across the surface of 

the Arctic Ocean. Environ. Sci. Technol. 53, 13136–13145 (2019).
	12.	 Whitby, H. et al. Contribution of electroactive humic substances to the iron-binding ligands released during microbial reminer-

alization of sinking particles. Geophys. Res. Lett. 47, e2019GL086685 (2020).
	13.	 Chen, X. et al. Role of terrestrial versus marine sources of humic dissolved organic matter on the behaviors of trace elements in 

seawater. Geochim. Cosmochim. Acta 333, 333–346 (2022).
	14.	 Slagter, H. A. et al. Organic Fe speciation in the Eurasian Basins of the Arctic Ocean and its relation to terrestrial DOM. Mar. 

Chem. 197, 11–25 (2017).
	15.	 Charette, M. A. et al. The transpolar drift as a source of riverine and shelf-derived trace elements to the Central Arctic ocean. J. 

Geophys. Res. Oceans 125, e2019JC015920 (2020).
	16.	 Krachler, R., Jirsa, F. & Ayromlou, S. Factors influencing the dissolved iron input by river water to the open ocean. Biogeosciences 

2, 311–315 (2005).
	17.	 Krachler, R. et al. River-derived humic substances as iron chelators in seawater. Mar. Chem. 174, 85–93 (2015).
	18.	 Kritzberg, E. S., Villanueva, A. B., Jung, M. & Reader, H. E. Importance of boreal rivers in providing iron to marine waters. PLoS 

ONE 9, e107500 (2014).
	19.	 Oldham, V. E., Miller, M. T., Jensen, L. T. & Luther, G. W. Revisiting Mn and Fe removal in humic rich estuaries. Geochim. Cos‑

mochim. Acta 209, 267–283 (2017).
	20.	 Kritzberg, E. S. & Ekström, S. M. Increasing iron concentrations in surface waters - A factor behind brownification?. Biogeosciences 

9, 1465–1478 (2012).
	21.	 Hansell, D. & Carlson, C. Biogeochemistry of Marine Dissolved Organic Matter (Elsevier, USA, 2002).
	22.	 Herzog, S. D., Persson, P., Kvashnina, K. & Kritzberg, E. S. Organic iron complexes enhance iron transport capacity along estuarine 

salinity gradients of Baltic estuaries. Biogeosciences 17, 331–344 (2020).
	23.	 Herzog, S. D., Gentile, L., Olsson, U., Persson, P. & Kritzberg, E. S. Characterization of Iron and Organic Carbon Colloids in Boreal 

Rivers and Their Fate at High Salinity. J. Geophys. Res. Biogeosciences 125, e2019JG005517 (2020).
	24.	 Björnerås, C. et al. Widespread increases in iron concentration in European and North American freshwaters. Glob. Biogeochem. 

Cycles 31, 1488–1500 (2017).
	25.	 Ekström, S. M. et al. Increasing concentrations of iron in surface waters as a consequence of reducing conditions in the catchment 

area. J. Geophys. Res. Biogeosciences 121, 479–493 (2016).
	26.	 Sarkkola, S. et al. Iron concentrations are increasing in surface waters from forested headwater catchments in eastern Finland. Sci. 

Total Environ. 463–464, 683–689 (2013).
	27.	 Škerlep, M. et al. Spruce forest afforestation leading to increased Fe mobilization from soils. Biogeochemistry 157, 273–290 (2022).
	28.	 Knorr, K.-H. DOC-dynamics in a small headwater catchment as driven by redox fluctuations and hydrological flow paths – are 

DOC exports mediated by iron reduction/oxidation cycles?. Biogeosciences 10, 891–904 (2013).
	29.	 Worrall, F., Burt, T. & Adamson, J. Can climate change explain increases in DOC flux from upland peat catchments?. Sci. Total 

Environ. 326, 95–112 (2004).
	30.	 Sarkkola, S. et al. Trends in hydrometeorological conditions and stream water organic carbon in boreal forested catchments. Sci. 

Total Environ. 408, 92–101 (2009).
	31.	 Evans, C. D., Monteith, D. T. & Cooper, D. M. Long-term increases in surface water dissolved organic carbon: Observations, pos-

sible causes and environmental impacts. Environ. Pollut. 137, 55–71 (2005).
	32.	 Evans, C. D., Chapman, P. J., Clark, J. M., Monteith, D. T. & Cresser, M. S. Alternative explanations for rising dissolved organic 

carbon export from organic soils. Glob. Change Biol. 12, 2044–2053 (2006).
	33.	 Hruška, J., Krám, P., McDowell, W. H. & Oulehle, F. Increased dissolved organic carbon (DOC) in Central European streams is 

driven by reductions in ionic strength rather than climate change or decreasing acidity. Environ. Sci. Technol. 43, 4320–4326 (2009).
	34.	 Haaland, S., Hongve, D., Laudon, H., Riise, G. & Vogt, R. D. Quantifying the drivers of the increasing colored organic matter in 

boreal surface waters. Environ. Sci. Technol. 44, 2975–2980 (2010).
	35.	 AR5 Climate Change 2013: The Physical Science Basis — IPCC. https://​www.​ipcc.​ch/​report/​ar5/​wg1/.
	36.	 Austnes, K., Evans, C. D., Eliot-Laize, C., Naden, P. S. & Old, G. H. Effects of storm events on mobilisation and in-stream process-

ing of dissolved organic matter (DOM) in a Welsh peatland catchment. Biogeochem. 99, 157–173 (2009).
	37.	 Clark, J. M., Lane, S. N., Chapman, P. J. & Adamson, J. K. Export of dissolved organic carbon from an upland peatland during 

storm events: Implications for flux estimates. J. Hydrol. 347, 438–447 (2007).
	38.	 Nguyen, H.V.-M., Hur, J. & Shin, H.-S. Changes in spectroscopic and molecular weight characteristics of dissolved organic matter 

in a river during a storm event. Water Air Soil Pollut. 212, 395–406 (2010).
	39.	 Reader, H. E., Stedmon, C. A. & Kritzberg, E. S. Seasonal contribution of terrestrial organic matter and biological oxygen demand 

to the Baltic Sea from three contrasting river catchments. Biogeosciences 11, 3409–3419 (2014).
	40.	 Herzog, S. D., Conrad, S., Ingri, J., Persson, P. & Kritzberg, E. S. Spring flood induced shifts in Fe speciation and fate at increased 

salinity. Appl. Geochem. https://​doi.​org/​10.​1016/j.​apgeo​chem.​2019.​104385 (2019).
	41.	 Minor, E. C., Swenson, M. M., Mattson, B. M. & Oyler, A. R. Structural characterization of dissolved organic matter: A review of 

current techniques for isolation and analysis. Environ. Sci. Process. Impacts 16, 2064–2079 (2014).
	42.	 Dittmar, T., Koch, B., Hertkorn, N. & Kattner, G. A simple and efficient method for the solid-phase extraction of dissolved organic 

matter(SPE-DOM) from seawater. Limnol. Oceanogr. 6, 230–235 (2008).

https://doi.org/10.1146/annurev.marine.010908.163712
https://doi.org/10.1146/annurev.marine.010908.163712
https://www.ipcc.ch/report/ar5/wg1/
https://doi.org/10.1016/j.apgeochem.2019.104385


11

Vol.:(0123456789)

Scientific Reports |        (2022) 12:15545  | https://doi.org/10.1038/s41598-022-19618-2

www.nature.com/scientificreports/

	43.	 Abdulla, H. A. N., Minor, E. C., Dias, R. F. & Hatcher, P. G. Changes in the compound classes of dissolved organic matter along 
an estuarine transect: A study using FTIR and 13C NMR. Geochim. Cosmochim. Acta 74, 3815–3838 (2010).

	44.	 Noda, I. Vibrational two-dimensional correlation spectroscopy (2DCOS ) study of proteins. Spectrochim. Acta. A. Mol. Biomol. 
Spectrosc. 187, 119–129 (2017).

	45.	 Noda, I. Determination of two-dimensional correlation spectra using the Hilbert transform. Appl. Spectroscopy 54, 994–998. 
https://​doi.​org/​10.​1366/​00037​02001​950472 (2016).

	46.	 Miller, M. E., McKinnon, L. P. & Walker, E. B. Quantitative measurement of metal chelation by fourier transform infrared spec-
troscopy. Anal. Chem. Res. 6, 32–35 (2015).

	47.	 Rabajczyk, A. & Namieśnik, J. Speciation of Iron in the Aquatic Environment. Water Environ. Res. 86, 741–758 (2014).
	48.	 Karlsson, T. & Persson, P. Complexes with aquatic organic matter suppress hydrolysis and precipitation of Fe(III). Chem. Geol. 

322–323, 19–27 (2012).
	49.	 Hertkorn, N. et al. Characterization of a major refractory component of marine dissolved organic matter. Geochim. Cosmochim. 

Acta 70, 2990–3010 (2006).
	50.	 Gibson, H. S., Worrall, F., Burt, T. P. & Adamson, J. K. DOC budgets of drained peat catchments: Implications for DOC production 

in peat soils. Hydrol. Process. 23, 1901–1911 (2009).
	51.	 Worrall, F., Burt, T. P., Jaeban, R. Y., Warburton, J. & Shedden, R. Release of dissolved organic carbon from upland peat. Hydrol. 

Process. 16, 3487–3504 (2002).
	52.	 Lepane, V., Depret, L., Väli, A. L. & Suursööt, K. Impact of seasonal climate change on optical and molecular properties of river 

water dissolved organic matter by HPLC-SEC and UV-vis spectroscopy. Chem. Biol. Technol. Agric. 2, 14 (2015).
	53.	 Environment and Climate Change Canada. Environment and Climate Change Canada Real-time Hydrometric Data. Extracted 

from the Environment and Climate Change Canada Real-time Hydrometric Data web site. (https://​water​office.​ec.​gc.​ca/​mainm​
enu/​real_​time_​data_​index_e.​html). Accessed 01 April 2022.

	54.	 Søndergaard, M., Stedmon, C. A. & Borch, N. H. Fate of terrigenous dissolved organic matter (DOM) in estuaries: Aggregation 
and bioavailability. Ophelia 57, 161–176 (2003).

	55.	 Viollier, E., Inglett, P. W., Hunter, K., Roychoudhury, A. N. & Cappellen, P. V. The ferrozine method revisited: Fe(II)/Fe(III) deter-
mination in natural waters. Appl. Geochem. 15, 785–790 (2000).

	56.	 Lambert, J. B., Shurvell, H. F., Lightner, D. A. & Cooks, G. R. Organic Structural Spectroscopy (Prentice Hall, 1998).

Acknowledgements
We would like to thank Nick Ryan for training and providing the FTIR used in the study.

Author contributions
The idea for this study was conceived jointly by H.E.R and K.M.H. Both parties equally contributed to collec-
tion of the samples. The initial draft and experimental work was carried out by K.M.H.. H.E.R carried out the 
calculations for 2D-COS, and other data analysis being carried out jointly between the two researchers. All 
authors reviewed the manuscript.

Funding
No conflicts of interest are reported by the authors. This study was funded by the Natural Sciences and Engineer-
ing Council of Canada (NSERC) Discovery Grant Program [RGPIN-2019–04947], and the Canada Research 
Chairs program.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​022-​19618-2.

Correspondence and requests for materials should be addressed to H.E.R.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2022

https://doi.org/10.1366/0003702001950472
https://wateroffice.ec.gc.ca/mainmenu/real_time_data_index_e.html
https://wateroffice.ec.gc.ca/mainmenu/real_time_data_index_e.html
https://doi.org/10.1038/s41598-022-19618-2
https://doi.org/10.1038/s41598-022-19618-2
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Towards the identification of humic ligands associated with iron transport through a salinity gradient
	Importance of iron. 
	Humic-iron complexes and their importance. 
	Results
	Sample characteristics. 
	Experimental conditions. 
	Iron quantification. 
	FTIR spectra. 
	2D correlation spectroscopy. 

	Discussion
	Identification of ligand pools. 
	Relationship of ligands and iron export to flow. 

	Conclusion
	Study site and methods. 
	Study site. 
	Experimental setup. 
	Iron quantification. 
	Solid-phase extractions. 
	FTIR measurement. 


	References
	Acknowledgements


