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Abstract: Seagrasses are a vulnerable and declining coastal habitat, which provide shelter and
substrate for aquatic microbiota, invertebrates, and fishes. More accurate mapping of seagrasses is
imperative for their sustainability but is hindered by the lack of data on reflectance spectra representing
the optical signatures of individual species. Objectives of this study are: (1) To determine distinct
characteristics of spectral profiles for sand versus three temperate seagrasses (Posidonia, Amphibolis,
and Heterozostera); (2) to evaluate the most efficient derivative analysis method of spectral reflectance
profiles for determining benthic types; and to assess the influences of (3) site location and (4) the water
column on spectral responses. Results show that 566:689 and 566:600 bandwidth ratios are useful in
separating seagrasses from sand and from detritus and algae, respectively; first-derivative reflectance
spectra generally is the most efficient method, especially with deconvolution analyses further helping
to reveal and isolate 11 key wavelength dimensions; and differences between sites and water column
composition, which can include suspended particulate matter, both have no effect on endmembers.
These findings helped develop a spectral reflectance library that can be used as an endmember
reference for remote sensing, thereby providing continued monitoring, assessment, and management
of seagrasses.

Keywords: seagrass; spectroradiometry; reflectance; optically shallow coastal waters; remote sensing;
benthic bottom type

1. Introduction

Seagrasses are angiosperms (flowering plants) that can form dense beds within shallow, soft-benthic
marine and estuarine environments [1–3]. In doing so, they function as a substrate and shelter for
epiphytic algae as well as invertebrates and fishes, further contributing to the biodiversity and
productivity of a coastal ecosystem [1,3–8]. Because of this, such aquatic environments also provide
valuable services for humans through the fisheries and aquaculture industries [4,9,10] as well as allow
for recreational activities such as tourism [4,9,11]. Seagrasses are thus a vital coastal habitat worldwide
and are increasingly vulnerable to anthropogenic impacts. Seagrasses are in decline; with 29% of
known seagrass areal extent being lost since 1879 [12,13]. The situation is similar in metropolitan
coastal waters of South Australia [14], a region that experienced a loss of 85 ha yr −1 on average until
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the early 2010s [15,16], with a slow come back in the last decade, highlighting the need for more
accurate mapping of seagrasses [17–19] in the area.

Baseline knowledge as well as continual monitoring of seagrass distribution is increasingly crucial
to mitigate any further losses, because it identifies areas suitable for sustainable protection [4,20,21].
Traditionally, mapping of seagrass and other benthic bottom types has utilized boat- and land-based
surveys, both of which are limited by cost and time to effectively cover expansive and inaccessible
areas [20,22]. Remote sensing has become a useful alternative, particularly due to advances in
spaceborne and airborne detection sensors [2,23–27]. Spectral imaging remote sensing has proven to
be a useful tool, regardless of whether spectral imaging is passive with very high spectral resolution
over contiguous bands (hyperspectral), or active with lower spectral resolution in discrete narrow
bandwidths (multispectral) [28,29]. This is so because its reflectance responses vary along the light
spectrum, often providing distinct optical signatures that can be repeatedly measured to provide
multi-dimensional information [2,25,28,30,31]. In addition, underwater communities can only be
detected with wavelengths in the visible light spectrum (≈350–750 nm), where light can penetrate
the water column without being easily absorbed and get reflected to the sensor [5,24,32]. However,
while remote sensing is a useful tool for detecting changes in benthic cover, effective application of
such technology necessitates appropriate dimension and component reduction as well as concrete
understanding of the spectral behaviors of benthic substrates.

Using a system analysis approach, the goal of detecting and improving the monitoring of seagrasses
can be defined in simpler relationships [33,34] with fewer dimensions and components needing to be
analyzed [25,27]. Specifically, only if the spectral properties of a particular seagrass are distinct and
not spectrally confused with the surrounding benthic bottom cover types such as sand, epiphytes,
macroalgae, and detritus, can it then be detected through remote sensing [21,22,31,32,35]. Because
of this, a library of benthic bottom type spectra profiles should be established a priori so its profiles
can be referenced as endmembers during multispectral or hyperspectral remote sensing [14,22,36,37].
Useful and applicable extraction of remote sensing data relies on the detection of even slight variations
within the spectral wavelength dimensions, specifically at particular bandwidths [21,27,38]. These
slight variations can be assessed through various techniques, which include calculating bandwidth
ratio slopes of reflectance features [21,39–42] and calculating derivative curves [21,37,41–49].

Major regions representing the spectral shape such as the UV-visible light, acute green, and red
edge regions help to best differentiate slight variations between reflectance profiles [5,50], although
the choice of a particular number of non-contiguous wavebands for separation of benthic bottom
type is specific to in situ reflectance of a study site [45]. In particular, reflectance ratios of the green
peak-to-descending edge (566:600 nm) and green peak-to-near infrared NIR peak of sand (566:694 nm)
have been reported as effective tools for separating benthic substrates, especially since these ratios are
based on spectral shape rather than magnitude [21]. Additionally, derivative analyses of hyperspectral
data have been used in many studies to identify not so obvious peak features. This helps minimize the
number of key bandwidths. However, the efficiency of first-, second, and fourth-derivatives remains
in question. Some authors steadily relied solely on the first order derivatives [21,37,46,49], while
others also utilized second- and fourth-order derivatives [45,47,48,51]. By utilizing bandwidth ratios to
identify unique markers within the reflectance profile as well as analyzing derivatives of these profiles,
the number of relevant wavelength dimensions may be reduced.

Derivative analyses provide a pathway to identify statistically significant spectral differences
between benthic bottom types. Other classic approaches include cluster analysis, principal components
analysis, and discriminant function analysis [23,45,49,52]. Because these methods, however, describe the
separability in terms of linear functions [53] based on multiple variables rather than a specific reflectance
wavelength and amplitude, there has been a call for more rigorous statistical approaches [54,55].
The deconvolution technique is another useful tool often used in other scientific disciplines to reveal
peaks in poorly resolved spectra [56–58]. The technique involves deconvolving spectrally mixed
signals by resolving a convolution function and identifying multiple peaks along the light spectrum
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that comprise and contribute to the spectral profile. Spectral derivative profiles can be combined with
deconvolution analyses to help further characterize unique peaks in benthic bottom types [47], thereby
further reducing the number of potential spectral dimensions that need to be studied.

This study applies the bandwidth ratios, derivative, and deconvolution analysis to develop and
refine spectral signature profiles characteristic of bare sand and three temperate seagrasses (Posidonia,
Amphibolis, and Heterozostera). The objectives are: (1) To identify unique characteristics of spectral
profiles for each benthic bottom type; (2) to analyze the most efficient analysis method of spectral
reflectance profiles used for determining dominant seagrasses within the coastal waters; and to assess
the influences of (3) site location and (4) the water column on the spectral reflectance responses.

2. Materials and Methods

2.1. Study Area

The two study sites, Bolivar and Seacliff, were located north and south along the optically
shallow coasts of metropolitan-Adelaide, respectively (Figure 1). These two sites are located in Gulf
St. Vincent, South Australia. At the Bolivar site (34◦42′55.82”S, 138◦26′45.57”E), which is located
about 1 km northwest of the outfall for Bolivar Wastewater Treatment Plant, Posidonia is the dominant
seagrass accompanied by a less dense cover of Heterozostera [59,60]. Despite losses in the area [61],
the distribution of Posidonia and Heterozostera spp. in the northern site remains consistent nearly
a decade later [18]. Within the Seacliff site (35◦2′12.05”S, 138◦30′37.19”E), which is located about
0.5 km west of Seacliff Beach, both algae and Amphibolis seagrass are considered major features specific
to this zone [60,62], with Posidonia followed by Amphibolis as the dominant seagrass taxa usually
occurring in monotypic meadows [63]. Because of higher wave energy associated with the southern
region [64], the distribution of Posidonia throughout the Seacliff site is more fragmented than the
northern region [63].
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2.2. Field Sampling

Spectral responses for dominant benthic bottom types—Posidonia, Amphibolis, Heterozostera
seagrasses, and sand—were sampled approximately every 15 days, weather permitting, at the Bolivar
and Seacliff study sites during the summer months (December 2015–January 2016). Multiple sites
were sampled within these two locations (Figure 1). Snorkeling was used for surveying the specimens;
samples were collected from the seafloor by hand and brought onto the boat. Samples of each seagrass
species were collected from areas of seagrass known to grow principally in homogeneous (monospecific)
patches. Collected bottom type samples were sorted by seagrass taxa and genera; additionally, samples
of sand were taken during each sampling date. In situ downwelling underwater irradiance (Ed

-
in-situ)

was measured using a cosine corrector sensor each time latitude/longitude was changed.

2.3. Measuring Reflectance Spectra of Benthic Types

Benthic samples collected in the field were taken to an outdoor laboratory managed by the
Australian Water Quality Centre to measure for spectral reflectance on cloud-free days within 3 h of
solar noon, wherever possible. Samples were placed in an open air 12 L hydraulic vessel, with the
interior of the vessel lined in black [45] to minimize wall effects of light field [23,45,65]. The vessel was
filled with marine water to a height of 10 cm.

A subset of uneven sample sizes for each seagrass genera was measured using vacuum
filtered marine water (Whatman GF/C 1.2 µm glass microfiber filter, 90 mm diameter). Reflectance
measurements for each benthic bottom type consisted of using a JAZ-2 spectroradiometer [66] sensor
with an attached cosine corrector to measure both upwelling underwater radiance of a particular
benthic bottom type (Eu

-
benthic) and its related underwater baseline radiance (Eu

-
base). The sensor

contains a collecting tip with a fiber optic cable (3 m long, 400 µm diameter) that transmits light,
and was mounted to a non-reflective black-colored pole placed just beneath the water surface, pointed
at an angle of ~45◦ nadir from the specimen sample to record radiance (≈190–890 nm).

Each sample was averaged for more than 200 spectra with an integration time of 10 microseconds;
signal-to-noise ratio (SNR) was reported at 250:1 [67].

Reflectance R was calculated using the following equation:

Rbenthic =

(
E−u.benthic

)
−

(
E−u.base

)
E−d.in−situ

(1)

where three main components were measured: upwelling underwater radiance of a particular benthic
bottom type (Eu

-
benthic); upwelling underwater radiance of a baseline, in this case as a black-lined

vessel (Eu
-
base); and on-site downwelling underwater irradiance (Ed

-
in situ). Data were converted

from relative to absolute reflectance using a Spectralon reference panel; then the spectral profile was
smoothed using an 11-point median filter following a protocol similar to others [45–49,68].

2.4. Deconvolution Analyses

To identify unique wavebands, the seagrass spectral profiles and their respective zero (original)-,
first-, second-, and fourth-order peak derivatives were assessed. First, data only within the visible
light spectrum (350–750 nm) were interpolated at 1-nm intervals. Next, reflectance profiles were each
smoothed three times using the Savitsky–Golay least squares method [68]. The residuals method was
then chosen for deconvolution spectral analyses to reveal hidden peaks from positive residuals, thereby
producing positive, symmetrical sine waves with specified wave centers and amplitudes at unique
wavelengths. During extraction of these deconvolution peaks, stabilized normal probability plots were
continually assessed and, when needed, peaks were manually adjusted and retested for normality.

After identifying the spectral peaks best characterizing a particular seagrass genus at the zero,
first, second, and fourth derivatives, respective peak centers and amplitudes were then converted
into wavelength–reflectance scatter plots (x–y) for assessment. Assessment for each genus derivative
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involved determining distinct bandwidths by identifying where spectral peaks overlapped with other
genera within ≤5-nm increments.

2.5. Statistical Analyses

Before the spectral processing, data points for each sample at each wavelength measured by
the spectroradiometer were tested for normality (

∑
N ≥ 125,000) using Shapiro–Wilk test and/or

Kolmogorov–Smirnov test (p ≥ 0.10, in both cases). Data were then normalized, when necessary.
For each wavelength within the visible spectrum, reflectance spectra were statistically analyzed using
multiple one-way ANOVAs to individually address the potential effects of site location and filtered
water for each seagrass genera. In cases where there were statistically significant differences, all
further statistical analyses were performed as two separate groups to ascertain the overall trend and
remove any potential interaction factor. All analyses were performed using R version 3.2.3, Microsoft
Excel 15.11.2, and PeakFit 4.12.

3. Results and Discussion

3.1. Separating between Benthic Bottom Types

Throughout the visible light spectrum, it was apparent that the reflectance of sand was measured
at a higher and rather consistently increasing overall slope of 3.072(10 −3) (simple linear regression:
y = 3.072(10 −3)x−1.278; p ≤ 0.001), indicating that bare sand may be separated from other bottom
types based on brightness measured by reflectance [23] (Figure 2). This increasing trend spanning
throughout the visible light spectrum allows sand to be considered as a useful benchmark to compare
the more nuanced differences in reflectance measurements of seagrasses. The profiles of the other
bottom types examined within this study followed the following general trend of decreasing reflectance
spectra: Posidonia > Amphibolis > Heterozostera seagrass, although there was particularly wide variation
in reflectance measurements for each seagrass genera from 475–625 nm (Figure 2 and Table S1).Sustainability 2019, 11, x FOR PEER REVIEW 6 of 15 
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The green-to-NIR band ratio at 566:689 also helps differentiate seagrasses from sand, indicating
the proportion of “green peak” to that of “red edge.” The green peak is attributed to the presence of
chlorophyll-a [21,37,69], anthocyanins, and their absorptive effects [21] in vegetative benthic bottom
types at 566 nm, while the red edge is attributed to rapid change in reflectance of the near infrared at
689 nm. Band ratios for sand, Posidonia, Amphibolis, and Heterozostera at 566:689 nm were found to be
0.54, 4.52, 3.77, and 4.93 (Table 1), suggesting that a threshold of +1.00 helps systematically separate
sand from other vegetative benthic bottom types in this study.

Table 1. Bandwidth ratios useful for differentiating among benthic bottom types.

Slope Ratio at

Bottom Type λ = (566:600) λ = (566:689)

Posidonia 1.38 4.52
Amphibolis 1.03 3.77

Heterozostera 1.29 4.93
Sand 0.77 0.54

Additionally, a second band ratio at 566:600 nm helps separate seagrasses from other aquatic
vegetation [21,22]. Chlorophyll-a from phytoplankton has an in vivo absorption maxima at 438 and
676 nm [22], and will likely produce a slope steeper than that of 1.00 to 1.40 as observed in this study.
The dampened green reflectance and increase of red reflectance at 590–600 may indicate instead the
presence of seagrass epiphytes [21,25]. This green to red ratio however will be unable to differentiate
green algae from seagrasses covered with epiphytes.

3.2. Spectral Deconvolution of Seagrass Spectra

In total, 201 peaks were used for the analyses of spectral profiles for the three seagrass genera.
Their zero-order (original), first-order, second-order, and fourth-order derivatives produced 31, 50, 67,
and 53, peaks, respectively (Figure 3, Figure 4a–c). Zero-order deconvolution derivative peaks had
two instances at 583 and 708 nm where all three seagrasses produced overlapping peaks of differing
reflectance amplitude heights (Figure 3 and Table S1). However, first-order derivatives have shown to
help further highlight the subtle variations hidden within radiometric noise [25,37,46–49], and increase
the accuracy of classification by up to a factor of 1.65, especially when compared to zero-order (original)
reflectance spectra [37]. In this study, there were three specific instances (507, 575, and 700 nm) in
which all three seagrasses each contained a characteristic first-order derivative peak at relatively the
same 5-nm wavelength.

Moreover, first-derivative deconvolution analyses helped to reveal 11 distinct peaks within the
visible spectrum (417, 456, 474, 491, 522, 590, 605, 621, 631, 649, and 681 nm) that were useful to
differentiate Posidonia and Amphibolis (Figure 4a and Table S2). These analyses of first-derivatives
further highlight differences between Posidonia and Amphibolis, with a Posidonia peak at 439 nm that has
an order of magnitude higher reflectance than that of Amphibolis at 437 nm, as well as Posidonia spectral
peaks at 542 and 556 nm with higher reflectance values than those of Amphibolis at 545 nm (Table S5).
Additionally, first-order derivative peaks located at 455, 525, and 605 nm were used to separate and
resolve Heterozostera from both Posidonia and Amphibolis.

Higher order derivatives have shown to help diminish the variations in illumination intensity [51,55]
and have proven useful for distinguishing both seagrasses [48] as well as other benthic communities
comprising of coral reefs [45]. In this study, second-order and fourth-order derivatives had higher
frequency of specific bandwidths useful for discrimination of Heterozostera (Figure 4b,c; Tables S3
and S4). For example, second-order derivatives showed 12 peaks at 400, 435, 469, 497, 505, 515, 543, 551,
569, 596, 618, and 690 nm having higher frequency of spectral deconvolution peaks distinct for only
Heterozostera (Figure 4b and Table S3). Similarly, deconvolution analyses of fourth-derivatives exhibited
17 peaks at 395, 420, 444, 459, 489, 511, 519, 530, 555, 571, 585, 603, 630, 650, 662, 682, and 693 nm,
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which are more frequently useful for discerning solely Heterozostera seagrass (Figure 4c and Table S4).
However, the additional time and effort to perform calculations and run deconvolution analyses
for higher order derivatives did not necessarily justify the improved species discrimination for all
three seagrasses than compared to first-order derivatives. Therefore, the method of first-derivative
deconvolution spectral peak analyses is evaluated as the most efficient derivative-based method for
discriminating key, non-contiguous bandwidths throughout the visible light spectrum, reducing the
number of dimensions necessary to be studied.

This is the first study that directly assessed the differences of original spectral profiles and
compared their analyses to that of first-, second-, and fourth-order derivatives for distinguishing
reflectance peaks of benthic bottom types. Deconvolution analyses proved to be a useful technique
that provided novelty by reducing the number of wavelength dimensions within the visible light
spectrum necessary to study and better understand submerged benthic reflectance profiles. Moreover,
first-derivative spectral reflectance deconvolution analyses provided the most efficient method for
discrimination of seagrass genera, revealing 11 distinct peaks relevant for providing a spectral signature.
The use of hyperspectral data may be better suited for deconvolution analyses of these derivatives,
especially since spectral signatures in heterogenous benthic environments obtained from multispectral
imagery do not allow for such rigorous, detailed deconvolution of high spectral resolution [29,70].
The application of a detailed step-wise derivative assessment protocol that was developed in this
study (outlined in Table S5) may be useful for discerning even minor differences within submerged
vegetative bottom types, which may include algae and detritus. This is particularly useful for future
studies involving vegetative indices [48] or remote sensing within optically shallow coastal waters.
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3.3. Influence of Site Location

Site location had no significant effect on reflectance values throughout the visible light spectrum
(p ≥ 0.05). This result is similar to other studies [5,14,55,71], suggesting that site-specific characteristics
such as subtidal slope profile [64], wave energy [63], or mixing and dispersion [72] have no effect on
spectral markers. In this study, proximity to a wastewater treatment plant (Bolivar site) or a sandy
beach (Seacliff site) did not influence the spectral response. This bottom-up approach [73] for creating
a spectral library can help prevent misclassification [23,55], including areas where distribution is
sparse [26], such as in the Bolivar site [63]. The method reduces the number of dimensions to analyze,
thereby allowing to solve for fundamental markers of submerged aquatic benthic types. The data can
later be applied and integrated to solve higher-order operations, such as remote sensing algorithms
that require a spectral library as part of a reference lookup table [22,73].
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3.4. Effects of Marine Filtered Water

While spectral response of submerged vegetative benthic bottom types measured in filtered
marine water had higher reflectance values (Figure 5), this significant effect (p ≤ 0.001) was confined
to the tail ends of the visible light spectrum at 350–398 nm and 725–749 nm, respectively (Table S6).
The higher reflectance values suggest that dissolved matter or very fine particles may be producing a
dampening effect on the spectral responses, even though these effects are not statistically significant.
This may include particles like phytoplankton, sediment, minerals, other suspended organic and
inorganic matter, and dissolved organic substances which are commonly found within the water
column [22,50,74]. Furthermore, application of results in this study showed that since detection of the
submerged benthic bottom types focuses primarily on wavelengths within the visible light spectrum
(380–750 nm) where light is able to penetrate the water column and reflect back to the sensor [5,24],
the effects of measuring with filtered or unfiltered marine water will most likely not affect remote
sensing of the submerged aquatic endmembers.
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4. Conclusions

Results from this study reveal four major findings:

1. The bandwidth ratio of 566:689 helps distinguish seagrasses from sand, and the bandwidth ratio
566:600 may help distinguish seagrasses from algae and detritus.

2. Deconvolution analyses proved useful in the reduction of dimensions by identifying overlapping
bandwidths of different seagrass genera and decreasing the number of wavelengths that need
to be considered. Specifically, first-derivative deconvolution spectral peak analyses reveal to
be the most efficient derivative-based method in isolating crucial, non-contiguous bandwidths
throughout the visible light spectrum that can be used to distinguish seagrass genera.

3. Variations between local regions appear to have no effect on spectral endmembers, thereby
making spectral reflectance values suitable markers for identifying submerged benthic bottom
types throughout the world, not just within a particular region.

4. Fluctuations in marine water composition appear to have no significant effect on endmember
selection for the detection of submerged aquatic vegetation.

From a systems analysis approach, integration of the findings in this study helped to produce a
more robust spectral reflectance library that reduces dimensions by isolating key features and increases
efficiency of data processing. Application of these findings involves using the library of endmember
reflectance spectra developed in this study as effective hyperspectral remote sensing endmembers.
In doing so, this in turn supports better and continued monitoring of changes in optically shallow
coastal regions, particularly that of seagrass habitats. Thus, continued assessment of these detected
changes contributes to the sustainability of seagrasses.

Supplementary Materials: The following are available online at http://www.mdpi.com/2071-1050/11/13/3695/s1.
Table S1: List of characteristic spectral peak centers and amplitudes for (zero-order derivatives of) three seagrasses
found within the coastal waters of metro-Adelaide, South Australia; Table S2: List of characteristic spectral
peak centers and amplitudes for (first-order derivatives of) three seagrasses found within the coastal waters
of metro-Adelaide, South Australia; Table S3: List of characteristic spectral peak centers and amplitudes for
(second-order derivatives of) three seagrasses found within the coastal waters of metro-Adelaide, South Australia;
Table S4: List of characteristic spectral peak centers and amplitudes for (fourth-order derivatives of) three seagrasses
found within the coastal waters of metro-Adelaide, South Australia; Table S5: Five steps for differentiation
of benthic bottom types found in South Australia study area; Table S6: Wavelengths at which reflectance of
seagrass measured in filtered marine water (Whatman GF/C 1.2 µm glass microfiber filter, 90 mm diameter) were
significantly higher than those in unfiltered marine water.
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