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colithophore electrochemistry
shows size is no guide to the degree of
calcification†

Minjun Yang,a Christopher Batchelor-McAuley, a Samuel Barton,b

Rosalind E. M. Rickaby,b Heather A. Boumanb and Richard G. Compton *a

We report single-entity measurements of the degree of calcification of individual phytoplankton cells.

Electrogenerated acid is used to dissolve the calcium carbonate (CaCO3) shell (coccosphere) of

individual coccolithophores and the changes in size are monitored by simultaneous optical

measurements, allowing the CaCO3 content of the single phytoplankton cell to be inferred via analysis of

the dissolution kinetics. Three species of coccolithophore, E. huxleyi, G. oceanica and C. braarudii, were

studied with CaCO3 masses measured over 3 orders of magnitude ranging from 2.6 pg to 8.3 ng of

CaCO3 per cell. Surprisingly, within a species, the CaCO3 content is not correlated to the size of the

coccosphere but the volume of its shell. Further, the variation of the CaCO3 content with the cell size

and the particulate inorganic carbon (PIC) to particulate organic carbon (POC) ratio at different stages of

the growth phase is reported.
Environmental signicance

Marine calciers, coccolithophores, are responsible for sequestering more than 1015 g of atmospheric CO2 per year to the deep ocean as CaCO3. This is directly
comparable to the rate of released by humans. Coccolithophores play a crucial part in the marine carbon cycle and are jeopardised by climate change. There is
currently no way of measuring the mass of biogenic calcite of individual coccolithophores. This work presents a proof-of-concept approach combining optics
with electro-generated acid to “titrate” the biogenic calcite of each of the coccolithophores. The amount of acid reacted reveals the mass of biogenic calcite (pico-
to nano-grams) and we show that, surprisingly, size is no good indication of the calcication degree.
Introduction

Single-entity measurement is oen the ultimate challenge in
any scientic discipline. At the most basic level, characterising
the behaviour of a single unit in any system, for example, in
catalysis, cellular biology, enzyme or reaction kinetics, allows
the ensemble response to be better understood and optimised.
In the modern era, with advances in electronic components and
with a large arsenal of redox systems at the user's disposal,
electrochemistry has claimed notable successes in stochastic
measurements1 in the detection of, but not limited to, single
nanoparticles,2 electrocatalysis,3,4 red blood cells,5 bacteria6,7

and viruses.8

In the world's ocean, calcifying marine phytoplankton –

coccolithophores – play a crucial role in the global carbon cycle9

owing to their ability to sequester in excess of 1015 g of CaCO3 to
tory, Department of Chemistry, University
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tion (ESI) available. See DOI:

163
the deep ocean per annum.10,11 For the past tens of millions of
years, coccolithophores, alongside foraminifera, have been the
dominant pelagic calciers.10 These microscopic unicellular
species bioaccumulate elaborate plates of CaCO3 (coccoliths) in
open-surface waters ultimately encrusting themselves with
inter-locking coccoliths (coccospheres, Fig. 1).12 The dense
CaCO3 shell (particulate inorganic carbon, PIC) act as ‘ballast’
and provides protection towards bio-remineralization of
particulate organic carbon (POC) as it traverses down the water
column forming a continuous ux of carbon to the deep, where
it is stored for millennia.13,14

This ability of the ocean to sequester atmospheric CO2 to the
deep is generally referred to as the biological carbon pump.15,16

This occurs at a global scale and the rate of CO2 export to the
deep ocean is directly comparable to that released by man-
kind.17 However, the ability of coccolithophores to continue to
biomineralize CaCO3 (PIC) under conditions of “climate crisis”
is unclear due to different species- and strain-specic responses
towards changes such as pH, illumination and sea surface
temperature conditions.18 The mass of particulate inorganic
and organic carbon sequestered by coccolithophores, PIC and
POC respectively, and also the ‘rain-ratio’ of PIC : POC, provides
© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 False coloured SEM images of E. huxleyi, G. oceanica and C.
braarudii coccosphere at day 9 of incubation. Scale bar ¼ 10 mm.
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crucial information to feed into global models of the carbon
cycle for accurate assessment of the impacts of anthropogenic
change.19,20

Coccoliths are the predominant form of CaCO3 on the ocean
oor with ancient fossils dating as far back as 225 million
years.21 Single coccoliths may become detached from coccoli-
thophores either during the lifecycle of the latter or aer
cellular death. Although existing techniques allow the PIC
content of individual coccoliths to be either measured22–24 or
estimated,25 this, ultimately, provides calcication information
about the past, not the present. To monitor and predict the
imminent threat of climate change on our dominant open-
ocean calciers we must quantify the PIC content bio-
accumulated by coccolithophores in the present marine envi-
ronment. Currently, there are two methods to quantify PIC
contents per coccolithophore. First, an ensemble of coccoli-
thophores is ltered and treated, or not, with acid, with the
difference in the carbon mass between the two samples
measured via, for example, elemental analysis providing the
total CaCO3 content of the ensemble prior to acid dissolu-
tion.26,27 By dividing the total PIC content of the ensemble by the
estimated number of coccolithophore cells present, a PIC cell�1

value can be estimated. Second, alternatively, by obtaining the
average coccolith mass from either direct measurements or an
estimation of the average coccolith length and shape factor,25

the PIC content of a coccolithophore can be approximated by
multiplying by the estimated number of coccoliths.28,29 Note
that the size of the coccoliths on any coccolithophore can vary
by up to �50%30 and the number of coccolith per cell can only
be estimated if the number of coccoliths can be seen, which is
not possible via traditional scanning electron microscopy
(SEM),26 which inevitably precludes the 3-dimensional imaging
needed. However, more sophisticated 3D techniques such as X-
ray nanotomography30 and focused ion beam combined with
SEM31 allows individual coccolithophores to be reconstructed in
3D, thus providing a measure of individual coccolithophore PIC
contents, but such approaches are extremely expensive and
time consuming.

More recently, proof-of-concept electrochemical methods
have shown their ability to identify, in combination with
© 2022 The Author(s). Published by the Royal Society of Chemistry
uorescence spectroscopy, the speciation of marine phyto-
plankton and,32 separately, single-entity measurement of
detached coccolith CaCO3 masses.22 In the present study, elec-
trochemistry is utilised to provide a high-throughput single-
entity PIC content measurement of living coccolithophores.
Herein, acid is generated electrochemically to dissolve away the
CaCO3 shell of the individual coccolithophores to reveal the
underlying ‘naked’ cell. In situ optical imaging reveals the
dissolution kinetics which is used to accurately infer the PIC
content of coccolithophores on a single-entity basis. Then the
size of the ‘naked’ cell aer complete acid dissolution, as
measured by optics, provides an estimation of POC content
which, in combination with the former measurement, allows
the ratio of PIC : POC to be inferred.
Experimental section

See ESI.†
Results and discussion

The following work utilises electrochemistry to induce acid
dissolution of three coccolithophores species revealing their
biomineralized calcium carbon contents (CaCO3, PIC) on
a single-entity basis. The three species under investigation are
Emiliania huxleyi, Gephyrocapsa oceanica and Coccolithus pela-
gicus subsp. braarudii. By dissolving away the CaCO3 via elec-
trogenerated acid with optical imaging, a range of cellular
properties are extracted on a single-entity basis: plankton size
before and aer complete acid dissolution revealing the shell
thickness and size of the underlying biological cell, PIC content
of the calcareous shell and an estimation of the PIC : POC ratio.
Moreover, these experiments are conducted at different parts of
the growth curve to reveal the variation of the above-mentioned
properties due to the change in physiology.

Fig. 1 shows representative SEM images of the three species
of coccolithophores at day 9 of growth. The largest of the three
species, C. braarudii, measures �20 mm in diameter whereas E.
huxleyi is approximately 4 times smaller with a diameter of
around 5 mm. Moreover, from the SEM images, one can see that
on an individual coccolith level, not only the size differs from
one species to another, but there is also a change in both the
morphology and ‘solidity’ of the coccoliths produced. Fig. S1†
shows the surface elemental mapping of the three coccolitho-
phores using energy-dispersive X-ray microscopy (EDX). A rela-
tively high ratio atom percentage of carbon (�35%) and oxygen
(�53%) was measured to that of calcium (�10%) for pure
CaCO3. Note that this ratio is not reective of the entire coc-
cosphere as EDX rays penetrate only microns below the
surfaces. The high ratio of measured carbon and oxygen signal,
compared to that expected from CaCO3, likely reects the
polysaccharide present on the surface of coccoliths, which
accounts for less than 3% of the coccolith by mass.33

To estimate the total PIC content of the coccospheres, at the
crudest level one might initially simply assume the coccosphere
is a solid ‘ball’ of calcite and upscale the measured radius (r)
Environ. Sci.: Adv., 2022, 1, 156–163 | 157
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obtained via SEM or other imaging techniques, by the density of
calcite (rCaCO3

¼ 2.71 g cm�3 (ref. 34))

PIC ¼ 4

3
pr3rCaCO3

(1)

This, however, over-estimates the CaCO3 mass because rst,
the underlying biological cell is particulate organic carbon
(POC) and should be separated from PIC calculation, second,
due to the nature of interlocking coccoliths the unlled voids
are not accounted for, and third, coccoliths are not perfect discs
and therefore the volume of each disc is smaller than a short-
cylinder of the same geometric size. To overcome these chal-
lenges, we dissolve away the calcareous shell by generating acid
controllably via electrochemistry whilst imaging the changes in
the coccolithophore via in situ optical imaging.

Fig. 2a illustrates the physicochemical processes that occur
in such opto-electrochemical experiments. A coccolithophore
residing on the electrode is exposed to electrogenerated acid
which reacts with the calcareous shell of the coccolithophore
leading to the full dissolution of the latter revealing the
underlying ‘naked’ cell. Under strong acid conditions, acid
dissolution of calcite goes to completion and consumes two
stoichiometric equivalents of protons35

CaCO3(s) + 2H+(aq) / Ca2+(aq) + CO2(g) + H2O(l) (2)

Fig. 2b shows the 3D-printed cell in which the opto-
electrochemical experiments were conducted. The 3D-printed
Fig. 2 (a) A schematic image depicting the electrogenerated acid dissolu
the surface of an electrode. At the start of the experiment a ca.millimolar
interface to dissolve off the CaCO3 shell revealing the underlying biolog
3D-printed opto-electrochemical cell. Coccolithophores were dropcast
experiment. (c) Optical images of an individual C. braarudii undergoing a
glassy carbon electrode bathed in an aqueous solution containing 10 mM
shows the optical images as recorded by the camera from a top-down vi
are used to calculate the effective particle radius (reff ¼ (area/p)0.5). Scale
potential onset time for three representative C. braarudii individuals. Eac

158 | Environ. Sci.: Adv., 2022, 1, 156–163
cell facilitates a three-electrode setup with a reaction chamber
approximately 1 cm3 in volume and is fully discussed in the
Experimental section in the ESI.† Synchronised optical images
of the coccolithophores are taken following the switch-on of the
electrochemical proton formation revealing the dissolution of
each coccosphere present on the electrode surface to allow
single-entity measurements to be made. Kinetic information is
inferred by monitoring the shrinkage of the CaCO3 shell and
allows the total PIC content of the coccosphere to be calculated,
as discussed below, and the size of the ‘naked’ coccolithophore
cell provides an estimate for the particulate organic carbon
(POC) content, as will also be discussed below.

Prior to the electrochemical dissolution, coccolithophore
samples were dropcasted onto a glassy carbon electrode
(diameter ¼ 3 mm). The surface of the electrode acts as a sup-
porting substrate for the coccolithophores and as a mean for
electrochemically generating acid. The solution chamber was
then lled with 0.7 M KCl inert electrolyte with 20 mM Ca2+ and
millimolar concentrations of hydroquinone (2 mM for G. oce-
anica and E. huxleyi, and 10 mM for C. braarudii). 20 mM of Ca2+

was used to prevent the dissolution of biogenic calcite prior to
the start of the experiment, discussed in detail in ESI Section 3,†
and hydroquinone was used as an acid precursor which releases
two stoichiometric equivalents of protons when electrochemi-
cally oxidised at the electrode interface (Scheme 1).22

Shown in Fig. 2c are optical images of a representative C.
braarudii coccosphere undergoing electrochemically induced
acid dissolution with 10 mM of hydroquinone. The top row of
images shown in Fig. 2c are raw images obtained directly from
tion of a coccosphere. Initially, a coccolithophore cell is stationary on
level concentration of electrogenerated acid is formed at the electrode
ical cell which is inert to acid dissolution. (b) Schematic diagram of the
ed onto the glassy carbon electrode prior to the opto-electrochemical
cid dissolution. At t ¼ 0, a potential of +1.0 V vs. SCE is applied to the
of hydroquinone H2BQ(aq), 20 mM CaCl2 and 0.7 M KCl. The top row

ew. The bottom row of images is those after image thresholding which
bar ¼ 10 mm. (d) A plot of the effective particle radius as a function of
h line represents a single C. braarudii cell.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Scheme 1 The oxidation reaction of hydroquinone to benzoquinone.
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the camera and the bottom row are those aer image thresh-
olding which is used to calculate the effective radius of the
coccosphere during the experiment, assuming a perfect circle
(area ¼ preff

2, where reff is the radius of a circle of equivalent
area to the image of the coccolithophore). An anodic potential
of +1.0 V vs. saturated calomel electrode (SCE) was applied to
the working electrode to initiate the release of a local concen-
tration of approximately millimolar of H+. As can be seen in
Fig. 2c, within tens of seconds of the acid generation, the
calcium carbonate shell of the coccolithophore is seen to
dissolve completely to reveal the underlying ‘naked’ biological
cell. The cell-wall composition of the ‘naked’ cell is typically
cellulose or similar polysaccharide based.36 The change in the
effective coccolithophore radius, reff(t), is plotted in Fig. 2d for
three representative C. braarudii coccospheres studied aer 9
days of growth (see ESI Section 1† for cell cultures). The effective
coccosphere radius, reff, is seen to decrease quasi-linearly as
a function of time aer the generation of acid until it reaches
a constant value of around 7–8 mm. It is clear that the decrease
in coccolithophore size is associated with the acid-dissolution
of biogenic calcite (eqn (2)) and the underlying biological cell
is ‘inert’ to acid attack over the timescale of this experiment.
Before the calcite dissolution kinetics are discussed, rst, on the
most basic level, the reff(t) transients provide direct physiolog-
ical properties of the coccolithophore, size with and without the
shell.

Fig. 3 plots the size of the individual coccolithophores
measured optically, before and aer, complete acid dissolution.
Each data point represents data for an individual coccolitho-
phore and the colour represents the ‘age’ of the culture sample
Fig. 3 The effective radius of coccolithophores after complete acid d
coccolithophores: (a) C. braarudii, (b) G. oceanica and (c) E. huxleyi. The
The electrolyte contains 10 mM of hydroquinone H2BQ(aq), 20 mM CaC

© 2022 The Author(s). Published by the Royal Society of Chemistry
from day 1 (blue) to day 17 (yellow) since the initial inoculation.
Note that data below the dashed reference line is an indication
of some form of a calcareous shell, which is dissolved under
acid attack. The size of the coccolithophores, before and aer
complete acid dissolution, is in agreement with that seen under
SEM and decreases in the order of: C. braarudii > G. oceanica > E.
huxleyi. Due to the limitation of the wavelength of light used in
optical measurements, the sizing measured herein is found to
overestimate by approximately 0.5 mm as compared to those
measured in SEM. This is fully discussed as part of the
measurement uncertainties in ESI Section 5.† As can be seen in
Fig. 3, the distribution of coccosphere and cellular size of C.
braarudii and E. huxleyi are relatively invariant over 17 days of
growth. On the other hand, towards the later stage of the growth
phase, a thinner calcareous shell is seen on G. oceanica cocco-
spheres. Separately, when the experiments were conducted in
Ca2+-free electrolytes, the predominant data points for E. huxleyi
and G. oceanica in their early growth phase overlay on the y ¼ x
reference line (Fig. S3†). This is because the time required to set
up the opto-electrochemical experiment aer lling the reac-
tion chamber with Ca2+-free electrolyte, which is approximately
1–2 minutes, is sufficient to dissolve away the biomineralized
CaCO3 prior to the onset of electro-generation of acid at t¼ 0. In
the later growth phase, however, E. huxleyi and G. oceanica were
not completely ‘deshelled’ in Ca2+-free electrolyte at the onset of
the electro-generated acid. This is likely because of a higher
number density of coccospheres, and detached coccoliths,
present on the surface of the electrode resulting in an overlap of
the diffusion eld37,38 causing a local saturation of Ca2+ and
HCO3

�. Complete ‘deshelling’ of the C. braarudii coccospheres
was not seen by the exposure of 1–2 minutes in Ca2+-free elec-
trolyte. This likely reects a much larger quantity of calcite is
present on C. braarudii as revealed below. Having discussed the
physicochemical processes that occur in the opto-
electrochemical experiment, we next examine and discuss the
different growth phases of the coccolithophores over 17 days
following the initial inoculation.

Fig. 4a–c plots the measured cellular density of the coccoli-
thophores in the growth medium over a 17 day period following
inoculation. For all three species, a ‘lag’ phase in growth is seen
in days 0–1 as time is typically required for them to acclimate to
issolution plotted against that prior to acid dissolution. Speciation of
dotted line represents the y ¼ x line corresponding to no CaCO3 shell.
l2 and 0.7 M KCl.

Environ. Sci.: Adv., 2022, 1, 156–163 | 159
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Fig. 4 Physical parameters of coccolithophores obtained as a function of growth for C. braarudii (a, d and g), G. oceanica (b, e and h) and E.
huxleyi (c, f and i). All experiments were conducted between 2–4 pm on the day of measurement. (a–c) Number density of coccospheres as
a function of growth. (d–f) Average sizes of coccolithophores before (blue) and after complete acid dissolution (red) in the opto-electrochemical
experiments. (g–i) Mean CaCO3 mass per cell (left – y axis) and PIC : POC ratio (right – y axis). The error bar reports the standard error of mean
and n is the sample size (d–i).
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the new culture environment.39 Between approximately days 2–
10, cellular division is fast as can be inferred from the expo-
nential increase in the number density until it reaches a plateau
at 2 � 104, 3 � 105 and 1 � 106 cell per mL for C. braarudii, G.
oceanica and E. huxleyi, respectively. Note that the culturing
ask has a lter cap allowing air exchange but the total amount
of nutrients is limited to what is initially present as detailed in
ESI Section 1.† The plateau regime in the growth curve with no
net increase in cell count is commonly known as the stationary
phase39 and arises from either depletion of nutrients essential
for cellular division, build-up of toxins or bacterial infection.40

Interestingly, it has been suggested that the invariance in the
coccolithophore number density as seen across all three species
in the stationary phase is not due to a balanced rate of ‘birth
and death’, but arises because the cellular division rate slows to
a halt.41 Despite the near net-zero cellular division, the cocco-
lithophores continue to grow in size.41 The three above-
mentioned growth phases, lag, exponential and stationary, are
shown in Fig. 4. The green/red regime represents the transition
from late-exponential into the early-stationary phase.
160 | Environ. Sci.: Adv., 2022, 1, 156–163
In situ optical measurements of the coccolithophores as the
calcareous shell is being dissolved away by electrogenerated
acid reveal, rst, the size of the coccosphere and, at the end of
the dissolution, the underlying biological cell. Fig. 4d and e
shows the average coccolithophore radius optically measured
before and aer complete acid dissolution. A size decrease of
both the coccosphere and the ‘naked’ cell are seen for G. oce-
anica and E. huxleyi during the exponential growth phase whilst
a slight upward trend is seen for C. braarudii. As the rate of
cellular division increases in the exponential phase, the growth
time for the coccolithophores in between divisions are short-
ened. Consequently, this results in a decrease in cellular and
coccosphere size for G. oceanica and E. huxleyi as each cellular
division halves the biomass and coccoliths for individual
plankton.42 This trend is, however, not seen for C. braarudii
possibly due to a much slower cellular division rate as
compared to G. oceanica and E. huxleyi. For all three species, in
the stationary phase, an increase in both the coccosphere and
cellular size are seen as cellular division slows to a halt, with
excellent agreement with literature observations.40,43 Having
© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Calculated calcium carbonate content of individual cocco-
spheres plotted against the shell volume of the coccolithophore,
calculated using the size before and after complete acid dissolution.
Note the log–log scale. Squares – E. huxleyi, circles – G. oceanica and
stars –C. braarudii. *The range of literature values for CaCO3 mass per
coccolithophore cell (pg per cell) were calculated by using the range
of reported coccolith masses25,30 multiplied by an estimate of 10–20
coccoliths per cell. The colours of the symbols represent days of
growth, from day 1 (blue) to day 17 (yellow), see the legends shown in

Paper Environmental Science: Advances

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 3

0 
M

ar
ch

 2
02

2.
 D

ow
nl

oa
de

d 
on

 1
2/

4/
20

25
 1

1:
17

:3
3 

PM
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.
View Article Online
discussed the physiological data directly extractable from the
shape transient of the coccolithophore shown in Fig. 2d, next we
discuss how the PIC content can be calculated for each indi-
vidual coccolithophores.

At the start of the opto-electrochemical experiment, the
onset of the electrochemical potential is jumped to drive the
complete oxidation of hydroquinone to form two stoichiometric
equivalents of protons at the electrode interface (eqn (2)). As
shown schematically in Fig. 2a, the acid diffuses from the
electrode to react with the calcareous shell of the coccolitho-
phore, which in the following is treated as a calcite-organism
“core–shell” particle with the shell being CaCO3. The total ux
of proton, jtot (mol s�1) reacting with the coccosphere is
controlled by (1) how fast the protons can diffuse to the particle,
i.e. mass transport of protons, jMT (mol s�1) to a sphere on
a plate,44 and (2), the rate of heterogeneous reaction of calcite
with protons, jsurf (mol s�1)

jtot ¼
 

1

jMT

þ 1

jsurf

!�1

(3)

where:

jMT ¼ 8p ln(2)(DH2BQ
DH+)0.5cH2BQ,bulk(rsphere(t))

and

jsurf ¼ 8pRf(rsphere(t))
2k0cH2BQ,bulk(DH2BQ

/DH+)0.5

where D is the diffusion coefficient (mol m�2), cH2BQ,bulk is the
bulk concentration of the acid precursor hydroquinone (H2BQ),
rsphere is the radius of the calcite particle and is a function of
time (t), k0 is the heterogeneous rate constant (0.043 cm s�1)45,46

for acid dissolution of calcite in strong acid (pH < 3) and Rf is
the surface roughness of the calcite particle. See ESI Section 4†
for further discussion on the acid dissolution kinetics of calcite
and derivation of eqn (3). As can be inferred from eqn (3), in the
limit of a tiny calcite particle, the overall rate of reaction is
limited by the rate of surface reaction (jMT[ jsurf). On the other
hand, if the calcite particle is large, the overall rate of calcite
dissolution is limited by how fast the protons can diffuse to the
particle interface (jMT � jsurf). This switch-over in the acid
dissolution of calcite occurs around a particle radius of 10
mm.22,47 It is important to note that the mass-transport limited
rate is proportional to the geometric size of the particle and the
surface-limited rate of reaction is proportional to the specic
surface area of the particle (4pRfr

2). For the size range of coc-
colithophores in this study, the rate of the acid dissolution is
neither limited by the mass-transport protons nor it is surface-
limited, but is subject to mixed kinetics.

The total number of moles of electrogenerated acid reacting
with the calcareous shell per unit time during the experiment,
jtot(t), can be calculated knowing rsphere(t), which is extracted
from the experiment and shown in Fig. 2d. Thus, by knowing
each CaCO3 reacts with 2 stoichiometric equivalents of protons,
the total mass of calcite, or PIC per coccolithophore cell, can be
calculated
© 2022 The Author(s). Published by the Royal Society of Chemistry
PIC ¼ RMMCaCO3

2

ðtdissolved
0

jtotðtÞdt (4)

where RMMCaCO3
is the molar mass of CaCO3 (100.1 g mol�1)

and tdissolved is the time at which the size of the coccosphere
becomes invariant in the presence of electrogenerated acid
corresponding to the total time taken for the shell to dissolve.

The CaCO3 contents (PIC) calculated for C. braarudii, G.
oceanica and E. huxleyi are shown in Fig. 4g–i and 5 using an
estimated surface roughness factor (Rf) of 4. See ESI Section
5† for a discussion of Rf and the extent of uncertainty this,
among other factors, contribute towards the calculation of the
CaCO3 mass. Fig. 4g–i plots the average CaCO3 mass plotted
against days of growth for the three coccolithophore species
and Fig. 5 shows individual coccolithophore CaCO3 mass
versus the volume of the calcareous shell calculated measured
before and aer complete acid dissolution. Unsurprisingly, C.
braarudii, the largest out of the three species, carries the most
calcium carbonate (averaging 3.0–4.5 ng cell�1 at different
parts of the growth curve), followed by G. oceanica (50–160 pg
per cell) and E. huxleyi (15–35 pg per cell). These results are in
good agreement with the CaCO3 masses estimated by multi-
plying the literature reported coccolith mass range25,30 by the
expected number of �10–20 coccoliths per cell. The estimated
CaCO3 per cell from literature reported coccolith values are
shown in Fig. 5. For G. oceanica (Fig. 4h) and E. huxleyi
(Fig. 4i), an increase in their average PIC content is clearly
evidenced throughout their exponential growth followed by
a drop in the PIC content as it transits into the stationary
phase. In the stationary phase, an increase in PIC is seen for E.
huxleyi but not for G. oceanica, no clear trend was seen for C.
braarudii.
Fig. 3.
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The organic carbon content of the phytoplankton cell is re-
ported to be correlated positively with the volume of the
phytoplankton cell48

POC ¼ 0.109V0.991 (5)

where POC is the carbonmass (pg per cell) of the organic matter
and V is the volume of the phytoplankton cell (mm3) calculated
from the optically measured cellular radius aer complete acid
dissolution. Eqn (5) is an empirical expression derived from 30
small phytoplankton ranging from 2–60 mm, with r2 ¼ 0.937
reported in the logarithmic form.48 The right-hand side axis of
Fig. 4g–i, in blue, shows the estimated PIC : POC ratio for the
three species. To compare like for like, the value of PIC used to
calculate PIC : POC ratio is converted to the inorganic carbon
mass (PIC ¼ CaCO3 mass cell�1 � 12.0/100.1). C. braarudii has
the highest PIC : POC ratio (2.0–3.0) followed by G. oceanica
(0.2–1.0) and E. huxleyi (0.1–0.4). Interestingly, the PIC : POC
ratio shows a similar trend to the calculated PIC as a function of
phytoplankton growth.

Hitherto, physiological data of single-entity coccolitho-
phores such as the coccosphere size, the internal cellular size,
the quantity of PIC and POC are reported. It is clear that,
between species, an increase in CaCO3 mass is seen for the
bigger coccolithophores. But a question arises, as within
a species, does the amount of biomineralized CaCO3 intraspe-
cies scale with the size of the coccosphere? If so, knowing the
speciation of the coccolithophore, could one then estimate the
CaCO3 mass empirically using only the size information of the
coccosphere analogues to POC as shown in eqn (5). For G.
oceanica and E. huxleyi it is clear from Fig. 4 that the changes in
the CaCO3 content along the growth curve (h and i) are not
correlated with the coccosphere size (e and f). Specically,
during days 2–7 in the exponential growth an increase of CaCO3

cellular content are seen for G. oceanica and E. huxleyi but their
respective coccosphere and naked cell size decreases. Moreover,
as G. oceanica transits into the stationary phase (days 8–17) an
increase in the average coccosphere size is seen but the CaCO3

content per cell drops. A closer look at Fig. 4d–f reveals that the
size variation of the underlying ‘naked’ cell mirrors closely to
that of the coccosphere prior to acid dissolution (cell + calcar-
eous shell). In Fig. 5, a clear trend between the CaCO3 mass and
the shell volume can be seen. The latter is calculated using the
optically measured radius before and aer complete acid
dissolution assuming a spherical shell. Since the calcareous
shell is composed of inter-locking coccoliths encrusting the
underlying biological cell, it is perhaps unsurprising that the
CaCO3 mass is not correlated to the initial coccosphere size
(shell + cell), but to the volume of the calcareous shell.
Conclusion

Single-entity measurements of calcifying coccolithophores were
realised via in situ opto-electrochemical acid-induced dissolu-
tions. Simultaneous optical measurement of the coccolitho-
phore before and aer complete acid dissolution reveals the
calcareous shell thickness and the size of the underlying ‘naked’
162 | Environ. Sci.: Adv., 2022, 1, 156–163
cell of the same coccolithophore. This allows the following
single-entity measurements to be made: PIC calculated via
calcite dissolution kinetics, POC estimated from the volume of
the ‘naked’ cell and, hence, an estimation of the PIC : POC ratio
on a single-cell basis. We have noted the masses of bio-
mineralized CaCO3 content of individual coccolithophores
varies over 3-orders of magnitudes ranging from a few pico-
grams (E. huxleyi) to tens of nanograms (C. braarudii). These
weights are too small to be measured via traditional methods of
‘weighing’. Importantly, our data reveal that the calcication
degree of the coccolithophore is not correlated with the size of
the coccosphere but to the volume of the calcareous shell
because the underlying biological cell scales proportionally with
the coccosphere size. Therefore, it is impossible to resolve the
calcication degree without this internal measurement.
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