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Abstract. To better understand the nutrient assimilation
characteristics of subtropical phytoplankton, deep-water ad-
dition incubation experiments were carried out on surface
waters collected at seven stations across the subtropical
North and South Pacific Ocean. These deep-water additions
induced phytoplankton blooms with nutrient drawdown at all
stations. The drawdown ratios of dissolved inorganic nitro-
gen (DIN) to phosphate (PO4) varied from 14.1 to 30.7 at
the PO4-replete stations in the central North Pacific (CNP)
and eastern South Pacific (ESP). These ratios were similar
to the range represented by the canonical Redfield ratio (16)
through to typical particulate N : P ratios in the surface sub-
tropical ocean (28). In contrast, lower DIN : PO4 drawdown
ratios (7.7-13.3) were observed in induced blooms at the
POg4-depleted stations in the western North Pacific (WNP).
The DIN : PO4 drawdown ratios in the PO4-replete ESP were
associated with eukaryote-dominated blooms, while those in
the PO4-depleted WNP were associated with eukaryotic and
cyanobacterial blooms. The surplus PO, assimilation, rel-
ative to DIN, by phytoplankton in the WNP was not ex-
pected based on their typical cellular N : P ratio and was
likely due to the high PO4 uptake capability as induced
by low-POg4-adapted phytoplankton. The low- and high-P*
(=PO4— DIN/16) regimes geographically corresponded to

the low and high DIN : PO4 drawdown ratios in the WNP
and the CNP or ESP, respectively. The basin-wide P* dis-
tribution in the oligotrophic Pacific surface waters showed
a clear regional trend from low in the WNP (< 50nM) to
high in the ESP (> 100nM). These results suggest that the
subtropical phytoplankton blooms as observed in our experi-
ments could be an important factor controlling P* as well as
the commonly recognized dinitrogen fixation and denitrifica-
tion characteristics.

1 Introduction

The surface waters of the subtropical oceans are character-
ized by strong stratification, low nutrients, and low phyto-
plankton biomass (Karl, 2002). In this regime, primary pro-
duction is largely sustained by regenerated production ( f ra-
tio: ~ 0.1, Dugdale and Goering, 1967; Eppley and Peterson,
1979) and driven by small phytoplankton such as the pico-
cyanobacteria Prochlorococcus and Synechococcus (Water-
bury et al., 1979; Chisholm et al., 1988). Despite the persis-
tent oligotrophic regime, phytoplankton blooms with large
diatoms and cyanobacteria occur occasionally in the subtrop-
ical oceans and have large impacts on new production and ex-
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port production (Benitez-Nelson et al., 2007; McGillicuddy
et al., 2007; Dore et al., 2008; Wilson and Qiu, 2008; Karl
et al., 2012; Villareal et al., 2012; Hashihama et al., 2014).
The mechanisms that bring about the development of these
blooms are not simple, but fundamentally they involve nutri-
ent supply with physical forcing (Wilson et al., 2013; Toyoda
and Okamoto, 2017).

The nutrient supply to surface subtropical oceans is impor-
tant for many aspects of biogeochemical cycling and food-
web dynamics as it drives new production and net commu-
nity production (Sarmiento and Gruber, 2006; Saito, 2019).
Seasonal variations in dissolved inorganic carbon and dis-
solved oxygen in the subtropical oceans highlight the net pro-
ductive systems, which are potentially sustained by intermit-
tent nutrient supply from deep water (Michaels et al., 1994;
Dore et al., 2003; Johnson et al., 2010). Deep water contains
high amounts of nutrients such as nitrate (NO3), phosphate
(PO4), and silicic acid (Si(OH)4), and their supply into the
surface ocean temporarily alleviates phytoplankton nutrient
stress. Several ship-based experimental studies indicate that
deep-water additions to subtropical surface waters have in-
duced phytoplankton blooms (Mahaffey et al., 2012; Lampe
etal., 2019; Robidart et al., 2019). These studies highlight the
shifts in phytoplankton community structure, growth charac-
teristics, and gene expression during the bloom development.
However, although nutrient assimilation characteristics are
important mechanisms driving the net production, they were
not fully described, for example the drawdown ratios (e.g.
ANO3 : APO4 and ASi(OH)4 : ANO3), in these studies.

Phytoplankton N : P stoichiometry is generally based on
the canonical ratio of 16 (Redfield, 1958). However, sub-
tropical phytoplankton have higher N : P cellular ratios than
the Redfield ratio, and its mean value for subtropical waters
is 28 (Martiny et al., 2013). This higher ratio suggests that
subtropical phytoplankton assimilate nutrients with higher
N : P ratios than 16. If subtropical phytoplankton were to
assimilate the upwelled deep-water nutrients which have
nearly Redfield NOs : POy ratios (~ 16, Fanning, 1992),
POy4-excess waters would remain at the surface. The POy
anomaly (P*=PO4—NO3/16) in the upper 120 m of the water
column has indeed positive values throughout the subtropi-
cal oceans (Deutsch et al., 2007). As with N* (Gruber and
Sarmiento, 1997; Deutsch et al., 2001), P* is recognized to
be controlled by dinitrogen (N») fixation and denitrification
(Deutsch et al., 2007), but it may also be influenced by phy-
toplankton uptake of the upwelled deep-water nutrients.

Subtropical phytoplankton utilize not only NO3 and PO4
but also nitrite (NO;), ammonium (NH4), dissolved organic
nitrogen (DON), and dissolved organic phosphorus (DOP).
Amongst them, the concentrations of DON and DOP are 1 to
3 orders of magnitude higher than those of dissolved inor-
ganic nitrogen (DIN: the sum of NO3, NO;, and NH4) and
POy in subtropical surface waters (Karl and Bjorkman, 2015;
Sipler and Bronk, 2015). The majority of DON and DOP
is likely refractory, but the bioavailable forms such as urea,
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amino acid, and ATP play important roles in sustaining pri-
mary production in the inorganic-nutrient-depleted subtrop-
ical waters (Kanda et al., 1985; Zubkov et al., 2004; Casey
et al., 2009; Hill et al., 2011; Shilova et al., 2017; Bjork-
man et al., 2018). Thus, the dynamics of alternative nutrients
other than NO3 and PO4 should be considered when exam-
ining the nutrient assimilation characteristics of subtropical
phytoplankton blooms.

Along with N and P assimilation, Si is also assimilated
during diatom blooms. Several field studies reported anoma-
lous Si(OH)4 removal relative to NO3 and POy at the sites of
diatom blooms in the subtropical oceans (Benitez-Nelson et
al., 2007; Hashihama et al., 2014). These Si(OH)4 removals
were not accompanied by stoichiometrically equivalent N
and P removals as with a typical Si: N:Pratioof 16:16: 1
(Redfield, 1958; Brzezinski, 1985). Given the linkages be-
tween Si and other elemental cycles, it is important to under-
stand Si dynamics in the subtropical oceans. However, the Si
dynamics cannot be fully explored from snapshot observa-
tions in the field (Hashihama et al., 2014), and to understand
them experimental validations are required.

In this study, our aim was to reveal N, P, and Si assim-
ilation characteristics of subtropical phytoplankton blooms
as induced by deep-water additions. The onboard bottle in-
cubation experiments were conducted across the subtrop-
ical Pacific Ocean, which has a large geographical varia-
tion in surface POy from very low (< 10nM) in the west-
ern North Pacific (WNP) to high (> 100nM) in the east-
ern South Pacific (ESP) (Hashihama et al., 2019; Martiny et
al., 2019; Hashihama et al., 2020). Since subtropical phy-
toplankton respond to nanomolar increases in nutrient con-
centrations (Garside, 1985; Eppley and Renger, 1988; Epp-
ley et al., 1990), we used sensitive liquid waveguide spec-
trophotometry for measuring nanomolar NO3, NO,, NHy,
PO4, and Si(OH)4. The nanomolar nutrient data enabled
us to calculate accurate stoichiometric ratios for N, P, and
Si. Along with the inorganic nutrients, we also examined
DON and DOP variations during the incubation experiments.
These deep-water addition experiments successfully induced
phytoplankton blooms, while the nutrient drawdown ratios
showed geographical patterns concomitant with the surface
POy distributions. Here we conclude by discussing the mech-
anism of the regionally different drawdown ratios and its pos-
sible influence on P* distribution in the subtropical Pacific
Ocean.

2 Materials and methods

2.1 Study areas and water sampling

Observations were conducted at seven stations in the sub-
tropical North and South Pacific Ocean (Table 1 and Fig. 1).

Station A in the WNP was occupied in July 2010 during the
R/V Tansei Maru KT-10-13 cruise. Stations 2-21 were occu-
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Figure 1. Study areas and sampling stations in the subtropical
Pacific Ocean. Station A was occupied in July 2010 during the
R/V Tansei Maru KT-10-13 cruise. Stations 2-21 were occupied
for the period from December 2011 to January 2012 during the
R/V Hakuho Maru KH-11-10 cruise.

pied along the transect from the WNP (2 and 5) to the ESP
(15, 18, and 21) through the central North Pacific (CNP, 8)
for the period from December 2011 to January 2012 during
the R/V Hakuho Maru KH-11-10 cruise. Water sampling was
performed using a conductivity—temperature—depth (CTD)
system (Sea-Bird Electronics) equipped with HCl-cleaned
Teflon-coated Niskin-X bottles (General Oceanics). Water
samples for incubation experiments were collected from
10 m depth (hereafter referred to as “surface™) at all stations.
At stations A and 2 in the WNP, deep water from 1500 m
depth was also collected.

2.2 Deep-water addition incubation experiments

Surface waters collected from 10 m depth were poured into
2.3 L HCl-cleaned polycarbonate bottles, and then 50 mL of
deep water was immediately added to the triplicate bottles
(2.1 % v/v deep-water addition). Filtration of the deep water
was not conducted to avoid NHy contamination. Although
the deep water contains heterotrophs, their influences on the
results of incubation experiments were expected to be at neg-
ligible levels because, in addition to the large dilution of deep
water (2.1 % of the total water), prokaryotic abundance and
production are generally much lower in the deep water than
in the surface water as exponentially decreasing with depth
(Yokokawa et al., 2013). The deep waters collected at sta-
tions A and 2 were added to the surface water samples at
stations A and 2-21, respectively. The deep waters for the
experiments at stations 5-21 were kept frozen (—20 °C) un-
til used at each station. Nutrient concentrations in the deep
waters at stations A and 2 were 37.1 and 39.0uM DIN, 2.1
and 2.9 uM POy, and 134.5 and 140.5 uM Si(OH)4, respec-
tively. For all experiments, triplicate control bottles were pre-
pared. Both the treated and control bottles were incubated for
48-96 h (Table 1) in an on-deck incubator with flowing sur-
face seawater, which was shaded with appropriate sheeting to
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give 30 % of full sunlight so as to mimic the ambient photo-
synthetically active radiation (PAR) condition at 10 m depth.
The ambient PAR on deck was continuously monitored by a
LI-COR quantum sensor (LI-190R) with a data logger (LI-
1400), and its mean values during the incubation periods in-
cluding day and night times are presented in Table 1. During
the incubation periods (48-96h), the bottles were subsam-
pled five to six times for nanomolar nutrients, three times
for DON and DOP, and one time (at the end point) for phy-
toplankton. Initial phytoplankton samples at time zero were
collected in single or duplicate directly from the Niskin-X
bottles. At the end point, water volumes in the bottles just
prior to final sampling were approximately 1.8 L. The DON
and DOP samples were not collected at station A during the
KT-10-13 cruise. To assess any significant decrease or in-
crease in the concentrations of nanomolar nutrients, DON,
and DOP during the incubation periods, linear regression
analyses were performed. In addition, a Student ¢ test and
paired ¢ test were performed to determine significant differ-
ences between the measured parameter values. In this paper,
the significance is reported where p < 0.05. In the calcula-
tion of the nutrient drawdown ratio, its error was estimated
based on the error propagation rule (Miller and Miller, 1993).

2.3 Determinations of nanomolar nutrients

Water samples for nanomolar nutrients were collected in
30mL HCl-cleaned polypropylene tubes and were frozen
at —20 °C until analysis. The concentrations of NO3z, NO3,
NHy4, PO4, and Si(OH)4 were determined using an auto-
mated liquid waveguide spectrophotometric system equipped
with 50-100cm liquid waveguide capillary cells (LWCC,
World Precision Instruments) (Hashihama et al., 2009;
Hashihama and Kanda, 2010; Hashihama et al., 2014, 2015).
The detection limits for NO3, NO;, NHy, POy, and Si(OH)4
were 3, 2, 6, 3, and 11 nM, respectively. Although we col-
lected triplicate water samples from the incubated bottles,
triplicate analytical data were not available for several sam-
ples.

2.4 Determinations of DON and DOP

Water samples for DON and DOP were collected in HCI-
cleaned polypropylene tubes after removing particulate mat-
ter by filtering through pre-combusted Whatman GF/F fil-
ters. The samples were frozen at —20 °C until analysis. Total
dissolved nitrogen (TDN) and phosphorus (TDP) were quan-
tified by a persulfate oxidation method (Hansen and Korol-
eff, 1999) with a QuAAtro TN-TP analyser (SEAL Analyti-
cal) (Yasui et al., 2016; Yasui-Tamura et al., 2020). The con-
centration of DON was derived from the difference between
TDN and DIN concentrations, and that of DOP was derived
from the difference between TDP and PO, concentrations.
As with the nutrients (Sect. 2.3), triplicate analytical data on
DON and DOP were not obtained for some samples.

Biogeosciences, 18, 897-915, 2021
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Table 1. Details of the incubation experiments.

Region Sampling Latitude  Longitude Sampling date Sampling  Incubation Mean PAR during
station (GMT) depth period incubation
(m) (h) (umol photons m—2 s_l)
WNP A 30.00°N 137.01°E 11 July 2010 10 52 582
WNP 2 23.00°N  160.00° E 6 December 2011 10 96 271
WNP 5 23.00°N  180.00°E/W 12 December 2011 10 96 284
CNP 8 22.77° N 158.09°W 18 December 2011 10 48 240
ESP 15 23.00°S  120.00°W 7 January 2012 10 96 542
ESP 18 30.00°S  107.00°W 13 January 2012 10 96 627
ESP 21 23.00°S  100.00°W 17 January 2012 10 96 549

2.5 Phytoplankton pigment analysis

Phytoplankton pigment analysis was performed using high-
performance liquid chromatography (HPLC). Water vol-
umes of 440-3000mL were filtered onto GF/F filters,
and the filter samples were immediately frozen in lig-
uid nitrogen and stored in a deep freezer (—80°C) un-
til analysis. Pigment analysis was conducted using the
method of Zapata et al. (2000) with a HPLC system
(Hashihama et al., 2008). Six phytoplankton pigments —
chlorophyll a (Chl a), divinyl chlorophyll a (DVchl a),
19’-butanoyloxyfucoxanthin (But-fuco), fucoxanthin (Fuco),
19’-hexanoyloxyfucoxanthin (Hex-fuco), and zeaxanthin
(Zea) — were quantified from the peak area calibrated against
that of standard pigments (DHI Water and Environment). To-
tal chlorophyll a (Tchl a: the sum of Chl a and DVchl a) was
used as an index of total phytoplankton biomass. Total fucox-
anthin (Tfuco: the sum of But-fuco, Fuco, and Hex-fuco) was
used as a representative marker of eukaryotic phytoplank-
ton. Zea and DVchl a were markers of cyanobacteria and
Prochlorococcus, respectively.

2.6 Microscopic analysis of phytoplankton

Water volumes of 100—-1000 mL seawater samples were fixed
with neutralized formalin at a final concentration of 1%
(v/v). The fixed samples were concentrated through sedi-
mentation in a land-based laboratory. Diatom species were
identified and enumerated under an inverted microscope
(Utermohl, 1958).

2.7 P* determination using nanomolar nutrient data

Surface P* at the experimental stations was calculated us-
ing the measured nanomolar PO4 and DIN data through an
equation P* =PO4— DIN/16. In addition, to reveal basin-
wide distribution of surface (< 10m) P* over the olig-
otrophic Pacific area (40° N—40° S), we assembled nanomo-
lar (< 1000 nM) data sets of PO4 and NO3 plus NO, (N+N),
most of which were previously published by the authors in
this study (Hashihama et al., 2009; Kitajima et al., 2009; Sh-
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iozaki et al., 2009; Hashihama et al., 2010; Sato et al., 2010;
Shiozaki et al., 2010; Girault et al., 2013; Sato et al., 2013;
Hashihama et al., 2014; Shiozaki et al., 2014; Girault et
al., 2015; Sato et al., 2015, 2016; Shiozaki et al., 2016,
2017; Ellwood et al., 2018; Horii et al., 2018; Shiozaki et
al., 2018; Hashihama et al., 2019; Martiny et al., 2019; Sato
and Hashihama, 2019; Yamaguchi et al., 2019; Hashihama et
al., 2020; Jiang et al., 2021; Yamaguchi et al., 2021). We also
included several unpublished data sets collected by Fuminori
Hashihama and Taketoshi Kodama. These data sets were ob-
tained by using the liquid waveguide spectrophotometry for
PO,4 and N + N (Woodward, 2002; Hashihama et al., 2009).
Since surface NH4 concentrations were typically low at the
sub-nanomolar level and the NH,4 data were relatively lim-
ited compared to the PO4 and N+ N data, we did not use
the NH4 data to show the basin-wide distribution of P*.
Thus, the P* in this case was calculated through the equa-
tion P* =PO4 — N+ N/16.

3 Results
3.1 [Initial conditions

High temperature (21.76-26.91 °C) and high salinity (34.07-
36.50) in the surface waters (10 m) of the seven experimen-
tal stations indicated that typical subtropical oceanic wa-
ters prevailed in the study regions (Table 2). DIN concen-
trations at the surface were consistently lower than 50 nM,
while PO4 concentrations varied geographically and were ex-
tremely low in the WNP (< 10 nM; stations A, 2, and 5), in-
termediate in the CNP (53 nM; station 8), and high in the
ESP (> 100 nM; stations 15, 18, and 21). Surface P* at these
stations showed a geographical variation similar to PO4 con-
centrations, and this trend was due to the consistently low
concentrations of DIN found at those stations. Si(OH)4 con-
centrations were higher in the WNP and CNP (767-1276 nM;
stations A, 2, 5, and 8) than the ESP (427-541nM; sta-
tions 15, 18, and 21), and DON and DOP concentrations
ranged from 3.47 to 4.45uM and 0.10 to 0.21 uM, respec-
tively.

https://doi.org/10.5194/bg-18-897-2021
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Tchl a concentrations at the surface were less than
129ngL~!, with low values at stations 18 and 21 in the
ESP (18 and 3ngL~!, Table 2). Tfuco, Zea, and DVchl a
all showed geographical variations similar to Tchl a. Tfuco
and Zea play roles in light harvesting and photoprotection,
respectively (Falkowski and Raven, 2007). Based on these
roles, Tfuco content in eukaryotes should be higher in the
low-PAR regime than in the high-PAR regime, while Zea
content in cyanobacteria should be higher in the high-PAR
regime than in the low-PAR regime. However, Tfuco : Zea
ratios (0.4-2.6) were not consistently higher in the low-PAR
WNP and CNP (< 284 umol photons m~2s1, stations 2, 5,
and 8, Table 1) than in the high-PAR WNP and ESP (>
542 pmolphotonsm_2 s~1, stations A, 15, 18, and 21, Ta-
ble 1), indicating that these ratios represent the biomass pro-
portion of cyanobacteria to eukaryotes rather than the results
of photoacclimation and/or photoadaptation. The Tfuco : Zea
ratios were lower than 1.0 except for station 18 in the
ESP (2.6), where the biomass proportion of eukaryotes to
cyanobacteria was relatively high. DVchl a : Tchl a ratios are
indices of the biomass proportion of Prochlorococcus to total
phytoplankton because DVchl a and Chl a play a common
role in light harvesting. The DVchl a:Tchl a ratios were
mostly 0.4-0.5, but the lower ratios were observed at sta-
tions 18 and 21 in the ESP (0.1 and 0.2). Cell densities of
surface diatoms were consistently low (3—88 cells L1 atall
stations.

3.2 Phytoplankton response to deep-water additions

Mean Tchl a concentrations were 3 to 10 times higher in the
treated bottles than observed for the control bottles in all ex-
periments, although no significant difference was observed
at station A due to a highly variable results in the treated
bottles (Fig. 2a). These trends in increasing Tchl a indi-
cate that the deep-water additions positively induced phyto-
plankton blooms. The Tchl a differences between the treated
and control bottles were greatest at station A in the WNP
(178 ng L) and station 15 in the ESP (306 ng L~1), and net
growth rates of the blooms (as Tchl a, relative to the con-
trol) were higher at these two stations (0.70 and 0.58 d=h
than other stations (0.27-0.50d~"). Mean Tfuco concentra-
tions were significantly higher in the treated than in the con-
trol bottles except for station A (Fig. 2b). Mean Zea con-
centrations were significantly higher in the treated bottles in
the WNP (stations A, 2, and 5) and at two sites of the ESP
(stations 15 and 21) (Fig. 2c). Mean DVchl a concentrations
were significantly higher in the treated bottles at two sites
in the WNP (stations 2 and 5) and station 21 in the ESP
(Fig. 2d). The pigment concentrations in the control bottles
were similar to those in the initial conditions, indicating that
changes in pigment concentrations due to photoacclimation
during the incubation periods are small.

Mean Tfuco : Zea ratios were higher in the treated than
in the control bottles, although no significant differences
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Table 2. Initial conditions for incubation samples collected from 10 m depth. Errors represent standard deviations (n = 3). No error means no triplicate data set.
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were observed at stations A and 18 (Fig. 2e). The higher
Tfuco : Zearatios in the treated bottles imply that biomass in-
creases in eukaryotes were relatively large compared to those
of cyanobacteria. The ratios of Tfuco:Zea in the treated
bottles were higher in the ESP (stations 15, 18, and 21)
than the WNP and CNP (stations A, 2, 5, and 8), indicat-
ing that the proportions of eukaryotes (cyanobacteria) were
higher (lower) in the ESP than the WNP and CNP. Mean
DVchl a : Tchl a ratios were significantly lower in the treated
bottles than the control, except for stations 18 and 21 in the
ESP, where the ratios in the control were quite low (< 0.1)
as observed in the initial conditions (Fig. 2f).

Cell densities of diatoms were significantly higher in the
treated bottles at two sites of the WNP (stations A and 2)
and station 18 in the ESP (Fig. 2g). An exceptionally high
mean density of diatoms (907 cells L™!), mostly consisting
of Nitzschia longissima, was observed in the treated bottles
at station 15 in the ESP, although no significant difference
between the densities in the control and treated bottles was
seen.

3.3 Nutrient drawdown

Following the phytoplankton blooms, DIN and PO4 concen-
trations in the treated bottles at all stations showed signif-
icant linear decreases as a function of the incubation times
(r2 > 0.82, Fig. 3a and b). In contrast, the concentrations
in the control bottles at all stations showed no significant
trends. The DIN decreases were largely ascribed to NO3 de-
creases (Fig. Ala), and, interestingly, NO; concentrations
in the treated bottles at all stations significantly increased
with time (Fig. Alb). There were also significant linear in-
creases in the control bottles for NOj3 at stations 8 and 15
and for NO; at station 18, but these changes were quite
small (< 13 nM). NH4 concentrations in the treated and con-
trol bottles showed no significant trends with time, but occa-
sionally high standard deviations (> 100 nM) were observed
(Fig. Alc).

Drawdown rates (slopes of linear regression lines in
Fig. 3a and b) of DIN and POy in the treated bottles var-
ied from 1.38 to 7.37nmolNL~'h~! and from 0.13 to
0.71nmol PL™'h~!, respectively. These rates were not sig-
nificantly different from the rates derived from the first 36—
48h incubation data (paired ¢ test, p > 0.05). The draw-
down rates were relatively low (< 1.49nmolNL~'h~! and
<0.15nmol PL~'h~!, respectively) in the WNP during
winter (December, stations 2 and 5), where relatively low
mean PAR was observed during the incubation periods (<
284 umol photonsm~2s~!, Table 1). Differences between the
control-corrected mean concentrations of DIN and POy at the
start and end points of the incubation (ADIN and APQO4) var-
ied from 123 to 749nM and from 9 to 53 nM, respectively
(Table 3). The values of ADIN and APO4 normalized by the
incubation times (h) were almost identical to the drawdown
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rates of DIN and POy in the treated bottles (r2 = 0.99 and
r2 = 0.91 in linear regressions, respectively).

Unlike the DIN and POg4 concentrations, Si(OH)4 concen-
trations in the treated bottles at all stations did not show
any significant linear decreases with the occasionally high
standard deviations (> 500nM) (Fig. 3c). The insignificant
trends in Si(OH)4 concentrations were also observed in the
control bottles at all stations. The difference between the
control-corrected mean Si(OH)4 concentrations at the start
and end points (ASi(OH)4) showed net drawdown values
ranging from 7 to 465 nM, although mean Si(OH)4 concen-
trations in the treated bottles at the start and end points were
not significantly different except at station A (Table 3).

3.4 Nutrient drawdown ratio

In all experiments, the enriched nutrients in the treated bot-
tles were not fully taken up by phytoplankton during the
incubation periods (Fig. 3). Therefore, we assessed the nu-
trient drawdown ratios using ADIN, APO4, and ASi(OH)4
(Table 3). ADIN : APOy ratios varied from 7.7 to 30.7. Al-
though 95 % confidence intervals of these ratios were large
(12.6-82.8), the relatively lower ratios (< 13.3) were con-
vergent in the WNP (stations A, 2, and 5). ASi(OH)4 : ADIN
ratios varied from 0.03 to 2.96, with most stations less than
1 except for stations 5 and 8. However, these ratios, except
at station A (0.36), involved uncertainties due to no signifi-
cant decreases in Si(OH)4 concentrations in the treated bot-
tles during the incubations.

We also evaluated the drawdown characteristics using the
control-corrected mean concentrations of DIN and POy4 at
sampling points during the incubation periods. A plot of
PO, against DIN showed strong negative linear relationships
(r? > 0.75), except for station 21 (r> = 0.23) (Fig. 4). Here,
the drawdown ratio of DIN to PO4 was expressed as 1 / slope
of the linear regression and ranged from 10.2 to 31.7 with
95 % confidence intervals between 1.8 and 41.6. These draw-
down ratios were almost identical to the ADIN : APOy ratios
in Table 3 (r2 =0.95 in linear regression). In addition, we
observed unique variations in POy intercepts of the linear re-
gression lines. The POy intercepts varied from —23 to 34 nM,
with 95 % confidence intervals between 11 and 74 nM and
the relatively lower values (< —10nM) being convergent in
the WNP (stations A, 2, and 5).

3.5 DON and DOP

DON and DOP concentrations in both the treated and con-
trol bottles did not show any significant increase or decrease
as a function of the incubation time, except for DOP in the
treated bottles at station 8 in the CNP (Fig. A2a and b). At
this station, the DOP concentrations in the treated bottles sig-
nificantly increased with time, although the change over 48 h
(0.03 uM) was smaller than that from 0 to 24 h (—0.07 uM)
in the control bottles. Overall, the DON and DOP concentra-
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Figure 2. (a) Tchl a, (b) Tfuco, (¢) Zea, (d) DVchl a, (e) Tfuco : Zea ratios, (f) DVchl a : Tchl a ratios, and (g) diatom cell densities in
the control and treated bottles after 48—96 h incubations at seven stations. A grey horizontal line in each panel indicates a mean or single
concentration of each pigment at the initial point. Error bars denote standard deviations (n = 3). Significant differences (¢ test, p < 0.05)
between the values in the control and treated bottles are depicted by asterisks. Net growth rates, p (A1, of the phytoplankton blooms (as
Tchl a, relative to the control) are denoted in (a) Tchl a. In (g) diatom cell densities, a scale of the y axis at station 15 (~ 1500 cells Lfl) is

different from those at other stations (~ 300 cells L-! ).

tions in the treated bottles were similar to those in the control
bottles, indicating that the deep water did not contain signif-
icant amounts of DON and DOP, and its additions did not
alter DON and DOP regimes during the incubation periods.

3.6 Basin-wide P* distribution in the oligotrophic
Pacific

The assembled surface N+ N and PO4 data (Fig. A3a and b)
revealed a detailed surface P* distribution over the olig-
otrophic Pacific Ocean (Fig. 5). The distributional pattern
of P* was similar to that of PO4 (Fig. A3b), mainly due to
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a broad area with low N+ N (< 100nM) (Fig. A3a). The
P* showed a clear west—east gradient from < 50nM in the
western basin to ~ 500 nM in the eastern basin. In the west-
ern basin, the extremely low P* (< 10 nM) was found in the
WNP. Stations A, 2, and 5 were located within this low-P*
area. Station 8 was in the intermediate P* area (50—100 nM)
in the CNP, while stations 15, 18, and 21 were within the
high-P* area (> 100 nM) in the ESP.

Biogeosciences, 18, 897-915, 2021
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Figure 3. Temporal changes in concentrations of (a) DIN, (b) POy, and (¢) Si(OH)4 in the control (blue) and treated (red) bottles during the
incubation periods at seven stations. Error bars denote standard deviations (n = 3). Duplicate or single data are denoted as mean or single
values without error bars. Linear regression lines are depicted when significant decreases (p < 0.05) in the mean concentrations against time
were observed. Errors of slope and intercept represent 95 % confidence intervals.

4 Discussion

4.1 Phytoplankton blooms following deep-water

additions

Our study confirms that deep-water additions induced phy-
toplankton blooms in various regions of the subtropical Pa-
cific Ocean. Such induced blooms have also been reported at
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station ALOHA in the subtropical North Pacific Ocean (Ma-
haffey et al., 2012). The ALOHA experiments revealed that
Tchl a-based growth rates following deep-water additions
were higher in boreal summer than boreal winter. A similar
seasonal trend was observed in the North Pacific stations re-

ported here; net growth rates were higher at the westernmost
site in July (station A, 0.70 d~1) than other sites in Decem-
ber (stations 2, 5, and 8, 0.27-0.50 d’l) (Fig. 2a). The low
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Table 3. Nutrient drawdowns and their ratios throughout the incubation periods. Errors represent 95 % confidence intervals. No error means

no triplicate data set.

Region  Station Incubation ADIN?  APO4* ASi(OH)42 ADIN:APO4 ASi(OH)4 : ADIN

period (nM) (nM) (nM) (mol : mol) (mol : mol)

(h)

WNP A 52 2794+ 131 21+£10 101 111 13.3+82.8 0.36 £0.22
WNP 2 96 123 +£26 16t+4 214 55b 7.7+12.6 0.17+0.08
WNP 5 96 157+£32 14+7 465+561° 11.2+£26.0 2.96 +10.59
CNP 8 48 158 11+7 3040 14.4 1.92
ESP 15 96 749+£215 53424 374 +£270b 14.1+57.7 0.50+£0.23
ESP 18 96 276+ 52 9 743920 30.7 0.03+0.04
ESP 21 96 232 15 41+163° 15.5 0.18

4 Difference between the control-corrected mean concentrations at start and end points of incubations. b Nossi gnificant difference between the mean
Si(OH)4 concentrations in the treated bottles at start and end points of incubations (¢ test, p > 0.05).

- Station 1/slope
0 ® A(WNP)  134%33 0939 ||
A 2 (WNP) 102+42 0.881
® 8 (CNP) 1592101 0758
17+13 4 18(ESP)  31.7+199 0.764
-23%32 + 21(ESP) 201+ 4186 0.231
_25 T T T T
0 200 400 600 800 1000
DIN (nM)

Figure 4. Scatter plots of the control-corrected mean concentrations
of PO, against DIN in the incubation experiments at seven stations.
Linear regression lines with their parameters (1 / slope, POg4 inter-
cept, and r2) at seven stations were denoted by the different colours.
Errors of 1 /slope and POy intercept represent 95 % confidence in-
tervals.

growth rates in winter could be explained by low assimila-
tion rates of nutrients (Fig. 3). These results suggest that the
magnitude of a subtropical phytoplankton bloom is regulated
by additional seasonal factors such as PAR (Table 1).

The net phytoplankton growth rates were relatively low
at stations 18 and 21 in the ESP (0.43 and 0.40d~', re-
spectively, Fig. 2a), even for austral summer conditions with
high PAR (Table 1). Since the ESP is known as a low-dust-
deposition area, growth by the resident phytoplankton is con-
sidered to be limited by iron (Fe) (Jickells et al., 2005; Blain
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et al., 2008; Wagener et al., 2008; Moore et al., 2013). How-
ever, a Fe-enrichment incubation experiment at station 18
demonstrated that there was no significant difference be-
tween the Fe-enriched and control bottles for phytoplank-
ton, nutrients, DON, and DOP during a 96 h incubation, and
also these parameter values were little changed from their
initial values as the initial values lay within standard devia-
tions of the mean values in the Fe-enriched and control bot-
tles (Appendix A, Table Al). Similar experimental results
were reported by Bonnet et al. (2008), and they suggested
that phytoplankton growth in the ESP is limited by N rather
than Fe. Furthermore, the deep waters used in this study were
from a depth (1500 m) within North Pacific intermediate wa-
ter that typically contains high concentrations of dissolved
Fe (> 0.6nM, i.e. not iron-limiting) (Nishioka et al., 2013,
2020). These lines of evidence imply that surface phyto-
plankton in the ESP and their bloom formation were not pri-
marily limited by Fe. Although grazing by zooplankton is a
possible factor controlling phytoplankton net growth, it was
suggested to be weak in the case of the subtropical phyto-
plankton blooms following deep-water additions (Mahaffey
etal., 2012). There is further research required to understand
the factors controlling the bloom development in the ESP.
The induced phytoplankton blooms in this study were ac-
companied by changes in community structure. Several nu-
trient enrichment experiments conducted in the subtropical
oceans have demonstrated significant increases in eukary-
otic phytoplankton following nutrient enrichments, particu-
larly of N (Bonnet et al., 2008; Moore et al., 2008; Mahaffey
et al., 2012; Shilova et al., 2017; Rii et al., 2018; Lampe et
al., 2019; Robidart et al., 2019). Similar blooms dominated
by eukaryotic phytoplankton were also observed at most
stations in this study as evidenced by the Tfuco increases
(Fig. 2b). In addition, significant increases in cyanobacteria
(Zea and DVchl a) following deep-water additions were also
observed particularly in the WNP and CNP (Fig. 2¢ and d).
The relative proportions of cyanobacteria to eukaryotes in
the treated bottles were lower in the ESP than the WNP

Biogeosciences, 18, 897-915, 2021
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Figure 5. Surface distributions of P* in the oligotrophic Pacific Ocean (40° N-40° S). The P* data were derived from the assembled data on
nanomolar concentrations (< 1000 nM) of PO4 and N + N. Small black dots denote sampling stations for the nanomolar PO4 and N + N.
Large orange circles denote the stations where the incubation experiments were conducted. Red values indicate the experimentally determined

ADIN : APQOy ratios (Table 3).

and CNP (Fig. 2e). At stations 18 and 21 in the ESP, the
low proportions of Prochlorococcus at time zero (Table 2)
might influence the low proportions of cyanobacteria in the
induced phytoplankton blooms. On the other hand, the rela-
tive increases in cyanobacterial abundances in the North Pa-
cific experiments are likely driven by seasonal phytoplank-
ton response to nutrient enrichment. Mahaffey et al. (2012)
reported that there were smaller increases in eukaryote abun-
dances in winter than in summer at station ALOHA follow-
ing deep-water additions. Because of this, the relative in-
creases in cyanobacteria in the wintertime North Pacific (sta-
tions 2, 5, and 8) might be significant. However, although
station A in the WNP was occupied in summer, we did not
observe any significant eukaryotic bloom following deep-
water addition (Fig. 2e). This opposing trend at station A
could be due to regional differences of seasonal phytoplank-
ton responses to nutrient enrichments, as summer eukaryotic
blooms frequently occur in the eastern basin compared to the
western basin in the North Pacific (Wilson, 2011; Villareal et
al., 2012; Hashihama et al., 2014; Jiang et al., 2021).

4.2 N and P drawdown characteristics

Our incubation experiments have revealed consistent linear
decreases in DIN and POy4 concentrations, at nanomolar lev-
els, along with the development of phytoplankton blooms
(Fig. 3a and b). Additionally, accurate measurements of
nanomolar inorganic N species detected the consistent in-
creases in NO; concentrations in the treated bottles in which
there were large decreases in NO3 concentrations. This trend
was particularly prominent at station A (Fig. Ala and b).

Biogeosciences, 18, 897-915, 2021

These NO; increases could be due to in vitro nitrification of
NH4 and/or incomplete assimilation of NO3 by phytoplank-
ton (Lomas and Lipschultz, 2006). While the factors control-
ling regional or seasonal differences in these NO; increases
remains unknown, we demonstrate that sensitive measure-
ments for multiple nutrients enable us to detect trace, but im-
portant, biogeochemical dynamics in response to the addition
of nutrient-rich deep water.

Unlike the DIN and PO4, DON and DOP concentrations
did not show any consistent changes over time despite the
occurrence of the phytoplankton blooms (Fig. A2). Although
natural phytoplankton in the nutrient-depleted oligotrophic
oceans show high affinity to DON and DOP (Karl and Bjork-
man, 2015; Sipler and Bronk, 2015), the DON and DOP con-
centrations here did not indicate a net drawdown in either
the treated or control bottles. For the treated bottles, phyto-
plankton N and P demands were largely met by the enriched
inorganic nutrients — which were not exhausted during the
incubation periods (Fig. 3a and b). The DON and DOP dy-
namics during the development of phytoplankton blooms ap-
pear to be in an equilibrium between uptake and release, as
seen under ambient conditions like those in the control bot-
tles (Fig. A2).

Although the induced phytoplankton blooms in this study
were solely dependent on DIN and POy, regionally unique
ADIN : APOy4 ratios were unveiled (Table 3). The ADIN :
APQy4 ratios showed a geographical trend with relatively
lower ratios in the PO4-depleted WNP (7.7-13.3) than in the
other POg4-replete regions (14.1-30.7) although there were
large variations in 95 % confidence intervals (12.6-82.8).
While the ratios in the POgy-replete regions were similar
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to the range (16-28) from the Redfield ratio to the sub-
tropical particulate N : P ratios (Redfield, 1958; Martiny et
al., 2013), those in the WNP were convergently lower than
16. Cellular N : P ratios in the subtropical phytoplankton are
higher in cyanobacteria (25-35) than for eukaryotes (16)
(Martiny et al., 2013). Because the phytoplankton blooms
in the WNP were composed of communities with a rel-
atively high proportion of cyanobacteria (Fig. 2e and f),
the lower ADIN : APOy4 ratios (7.7-13.3) could not be ex-
plained by phytoplankton cellular N : P ratios. Since macro-
scale (> 2000km) exhaustion of PO,4 in the WNP is cou-
pled with N, fixation (Hashihama et al., 2009; Martiny et
al., 2019), N, fixation by diazotrophic cyanobacteria might
potentially meet some of phytoplankton N demand. How-
ever, assuming a relatively high N, fixation rate in the WNP
&) nmol NL~!d~!, Hashihama et al., 2020), the contribu-
tions of N, fixation to A(DIN + Nj) were small (4-16 %),
leading to still lower A(DIN + N3) : APOy4 ratios (8.9—13.8)
than 16.

Other explanations for the regionally unique ADIN:
APOQy4 ratios we observed (Table 3) are based on resident
communities being primed for rapid P acquisition. Lomas et
al. (2014) reported that phytoplankton in the western sub-
tropical North Atlantic have active POy transporters which
are rapidly induced under severely PO4 depleted condition.
In addition, several studies have reported that microbial
genes for the high-affinity POy transporter (pstSCAB) are en-
riched in the PO4-depleted regions in the western North At-
lantic and WNP compared to the PO4-replete regions in the
CNP and ESP (Coleman and Chisholm, 2010; Hashihama et
al., 2019). These studies indicated that the phytoplankton in
the PO4-depleted regions possess a high PO, uptake capabil-
ity. Since N perturbation to phytoplankton little alters their
cellular N quota (Moreno and Martiny, 2018), a high cellular
P accumulation by the high uptake capability could induce
the surplus drawdowns of POy relative to DIN in the incu-
bation experiments of the PO4-depleted WNP. Since DOP
uptake and release in the treated bottles in the WNP were
balanced (Fig. A2), the assimilated PO4 would be sustained
in the cellular P components such as polyphosphate, which
typically accumulates in particulate P in the PO4-depleted
regions such as the western North Atlantic and WNP (Martin
et al., 2014; Hashihama et al., 2020).

4.3 Siand N drawdown characteristics

Previous field studies have reported that natural diatom
blooms in the subtropical North Pacific were accompanied by
high Si(OH)4 : DIN drawdown ratios (> 1) (Benitez-Nelson
etal., 2007; Hashihama et al., 2014). However, in our incuba-
tion experiments, most of the ASi(OH),4 : ADIN ratios were
less than 1 and involved no significant values of ASi(OH)4
(Table 3). Furthermore, there was no significant ASi(OH)4
even with a large increase (806 cells L~! relative to the con-
trol) in diatom stocks at station 15 (Table 3 and Figs. 2g
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and 3c). This increased diatom density is comparable to that
in the natural bloom in the WNP reported by Hashihama et
al. (2014). This mismatch between increased stocks and lit-
tle change in ASi(OH)4 implies that the ASi(OH)4 : ADIN
ratio is not so high in an early stage of diatom blooms.
Si(OH)4 uptake and release would be balanced in the early
bloom phase. In addition, a low ASi(OH)4 : ADIN ratio in
the early bloom phase was also observed in a mesoscale
Fe-enrichment experiment in the northeastern part of the
subarctic Pacific, suggesting no Fe limitation of diatoms
in the early bloom phase (Boyd et al., 2005). Probably, in
a Fe- or DIN-depleted late stage of the bloom, selective
Si(OH)4 removal by diatoms (> 1 of ASi(OH)4 : ADIN) oc-
curs through putative biogeochemical processes such as se-
lective Si export (Si pump), anomalous-Si-uptake-associated
diatom physiology, and/or Si uptake supported by N; fixa-
tion (Dugdale and Wilkerson, 1998; Takeda, 1998; Boyd et
al., 2005; Benitez-Nelson et al., 2007; Brzezinski et al., 2011;
Krause et al., 2013; Hashihama et al., 2014).

4.4 Possible influences of the subtropical
phytoplankton blooms on P* distribution

The present study is the first to reveal basin-wide distribu-
tions of surface P* in the oligotrophic Pacific Ocean using
nanomolar N + N and PO, data (Fig. 5). The distributional
pattern of surface P* coincided with that obtained in the up-
per 120 m using micromolar NO3 and PO4 data (Deutsch et
al., 2007), indicating that a relatively homogenous P* con-
dition prevails throughout the water column from the surface
to 120 m depth. Based on the conventional concept, the upper
layer P* is likely controlled by Ny fixation and denitrification
(Deutsch et al., 2007). However, by comparing surface P*
distribution with experimentally determined ADIN : APO4
ratios across the subtropical Pacific, we see insights into ad-
ditional controls on P*. The low (< 13.3) and high (> 14.1)
ADIN : APOq ratios geographically corresponded to the low
and high P* in the WNP (< 50 nM, stations A, 2, and 5) and
the CNP and ESP (> 50nM, stations 8, 15, 18, and 21), re-
spectively (Fig. 5).

A comparison of the PO, intercepts that were determined
from the deep-water addition experiments with surface P*
(from ambient concentrations) was conducted (Fig. 6). This
cross-comparison was valuable since both represent metrics
for excess PO, that remains after DIN exhaustion. The POy
intercepts and P* are hereafter referred to as “bloom P*”
and “ambient P*”, respectively. The bloom and ambient P*
showed a similar geographical trend, with both being rela-
tively low in the PO4-depleted WNP (stations A, 2, and 5)
when compared with the PO4-replete regions (stations 8, 15,
18, and 21). The 1- to 2-orders-of-magnitude-higher ambi-
ent P* than bloom P* in the POy-replete regions suggests
that, rather than phytoplankton uptake, denitrification (and
also anammox) has a more pronounced influence on set-
ting excess POy in those regions. This trend may be partic-
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ularly important in the ESP, which is the vicinity of an oxy-
gen minimum zone with active denitrification and anammox
conditions (Paulmier and Ruiz-Pino, 2009). Alternately, Nj
fixation may exert an influence on ambient P* in the POy-
depleted WNP. However, several studies reported that di-
rectly measured N, fixation rates are not consistently high
in the WNP compared to other subtropical Pacific regions
(Shiozaki et al., 2009, 2010; Bonnet et al., 2017; Hashihama
et al., 2020). Given that natural phytoplankton blooms in
the subtropical oceans have a large impact on nutrient dy-
namics through new production (Benitez-Nelson et al., 2007;
McGillicuddy et al., 2007; Dore et al., 2008), the surplus PO4
removal by phytoplankton bloom as observed in our experi-
ments might play a significant role in maintaining low ambi-
ent P* in the WNP.

Furthermore, we found the unique result that bloom P*
showed negative values in the POg4-depleted WNP (sta-
tions A, 2, and 5), while the ambient P* did not exhibit neg-
ative values (Fig. 6). The difference between the bloom P*
and ambient P* largely depends on the different N : P con-
sumption ratios of < 13.3 and 16, respectively. If the low
N : P consumption ratios (< 13.3) are consistently dominant
in the PO4-depleted WNP, alternative P sources other than
PO4 would be required to fully exhaust DIN. Since lower
DOP concentrations and higher alkaline phosphatase activ-
ity were observed in the WNP, compared to other subtropical
Pacific regions (Hashihama et al., 2019, 2020), active DOP
utilization in the WNP likely contributes to the DIN exhaus-
tion. These perspectives suggest that, in the studies on sub-
tropical nutrient biogeochemistry using N : P stoichiometry,
the bioavailable fraction of DOP could be an important factor
as well as DIN and POy.

5 Conclusions

By applying highly sensitive analytical methodology, we
have revealed nutrient drawdowns and their ratios during the
developments of phytoplankton blooms as induced by deep-
water additions to the surface water of the oligotrophic Pa-
cific Ocean. The ADIN : APOy ratios showed a geographical
variation from low in the PO4-depleted WNP to high in the
POg4-replete ESP. While the ADIN : APOy ratios in the PO4-
replete regions were similar to the range from the Redfield
ratio to the typical subtropical particulate N : P ratio (16-28),
those in the PO4-depleted regions (7.7-13.3) could not be
expected from the conventional phytoplankton N : P ratios.
The lower ADIN : APOy ratios were likely due to the high
PO4 uptake capability of low-PO4-adapted subtropical phy-
toplankton. The regional trend in ADIN : APO4 ratios was
aligned with that of ambient P* in the oligotrophic Pacific.
Although it remains necessary to examine nutrient assimila-
tion characteristics in natural phytoplankton blooms, the re-
gional variation in ADIN : APO4 ratios as observed in our
experiments appears to at least control basin-scale ambient
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Figure 6. Comparison of ambient P* (blue) and bloom P* (red) at
seven stations. The bloom P* is identical to the experimentally de-
termined POy intercept in Fig. 4. Error bars denote 95 % confidence
intervals. The ambient P* values at stations 8 and 21 have no error
bar due to no triplicate data set.

P* distribution in addition to conventional N, fixation and
denitrification (also anammox). We have also demonstrated
that accurate measurements of nanomolar nutrients are pow-
erful tools in investigating trace nutrient dynamics. Further
application of these tools to the field and experimental stud-
ies would be beneficial for the understanding of nutrient bio-
geochemistry in the oligotrophic ocean.
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Appendix A: Appendix methods

The Fe-enrichment incubation experiment was conducted us-
ing the surface water (10 m depth) collected at station 18
in the ESP (Table 1 and Fig. 1). Water sampling was per-
formed using HCl-cleaned Teflon-coated Niskin-X bottles
(General Oceanics) on a CTD system (Sea-Bird Electron-
ics) attached to a titanium-armoured cable. This sampling
procedure succeeded in avoiding Fe contamination as re-
ported previously (Shiozaki et al., 2018). The surface wa-
ter was poured into 1.19 L polycarbonate bottles, and then
Fe was enriched as iron chloride (FeCls, Iron Standard So-
lution Fe 1000, Wako) at the final concentration of 1.8 nM.
The triplicate bottles for either Fe enrichment or control were
prepared. These bottles were pre-cleaned sequentially with
neutral detergent, 1 M HCI, and 0.3 M hot HCI (for analy-
sis of poisonous metals, Wako) and filled with pure water
for a day (Takeda and Obata, 1995). Both the Fe-enriched
and control bottles were incubated for 96 h in the on-deck in-
cubator as described in Sect. 2.2. After 96 h, the incubated
bottles were sampled for nanomolar nutrients, DON, DOP,
and Tchl a. Initial samples for nanomolar nutrients, DON,
DOP, and Tchl a were collected in duplicate directly from
the Niskin-X bottles. The samples for nanomolar nutrients,
DON, and DOP were processed and analysed as described in
Sect. 2.3 and 2.4. For Tchl a here, a water volume of 100 mL
was filtered onto GF/F filters, and the filter samples extracted
with N,N-dimethylformamide (DMF, Wako) were analysed
using a Turner Design fluorometer (Suzuki and Ishimaru,
1990). A Student ¢ test was performed to determine signifi-
cant differences (p < 0.05) between the measured parameter
values in the Fe-enriched and control bottles.

https://doi.org/10.5194/bg-18-897-2021

Table A1. Results of a Fe-enrichment incubation experiment at sta-
tion 18 in the ESP. Errors represent standard deviations (n = 3).
Differences between mean values in control and Fe treatment were
insignificant for all parameters (¢ test, p > 0.05).

Parameter Initial  Control after  Fe treatment

(Oh) 96h after 96 h
Tchla(ngL_l) 31 2042 30+3
DIN (nM) 7 13+6 943
PO4 (nM) 133 131+£6 133+3
Si(OH)4 (nM) 444 438 +37 467 £26
DON (uM) 3.52 3.574+0.12 3.634+0.14
DOP (uM) 0.12 0.09+0.03 0.094+0.07

Biogeosciences, 18, 897-915, 2021
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Figure A1l. Temporal changes in concentrations of (a) NO3, (b) NO,, and (¢) NHy in the control (blue) and treated (red) bottles during the
incubation periods at seven stations. Error bars denote standard deviations (n = 3). Duplicate or single data are denoted as mean or single
values without error bars. Linear regression lines are depicted when significant decreases or increases (p < 0.05) in the mean concentrations
against time were observed. Errors of slope and intercept represent 95 % confidence intervals.
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Figure A2. Temporal changes in concentrations of (a) DON and
(b) DOP in the control (blue) and treated (red) bottles during the
incubation periods at six stations during the KH-11-10 cruise. Error
bars denote standard deviations (n = 3). Duplicate or single data are
denoted as mean or single values without error bars. A linear regres-
sion line is depicted in the DOP concentrations in the treated bottle
at station 8, as a significant increase (p < 0.05) in the mean con-
centration against time was observed. Errors of slope and intercept
represent 95 % confidence intervals.
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