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. We describe the use of handheld X-ray fluorescence, for elephant tusk species identification. Asian
(n=72) and African (n = 85) elephant tusks were scanned and we utilized the species differences
in elemental composition to develop a functional model differentiating between species with high
precision. Spatially, the majority of measured elements (n =26) exhibited a homogeneous distribution

* in cross-section, but a more heterologous pattern in the longitudinal direction. Twenty-one of twenty

. four elements differed between Asian and African samples. Data were subjected to hierarchical cluster
analysis followed by a stepwise discriminant analysis, which identified elements for the functional
equation. The best equation consisted of ratios of Si, S, Cl, Ti, Mn, Ag, Sb and W, with Zr as the

. denominator. Next, Bayesian binary regression model analysis was conducted to predict the probability

. that a tusk would be of African origin. A cut-off value was established to improve discrimination. This

. Bayesian hybrid classification model was then validated by scanning an additional 30 Asian and 41

. African tusks, which showed high accuracy (94%) and precision (95%) rates. We conclude that handheld

. XRF is an accurate, non-invasive method to discriminate origin of elephant tusks provides rapid results

. applicable to use in the field.

. Elephants are keystone species that modify habitats by converting forests to grassland, create water holes in
© times of drought, and spread the seeds of plants. They also are umbrella species, as the conservation of ele-
. phants preserves not only habitat, but other species within. Last, they are flagship species and raise awareness
. for action and funding of conservation efforts. Despite their importance, wild elephant populations are being

decimated by poaching for ivory!~6. In 1989, the Convention on International Trade in Endangered Species

(CITES) prohibited the trade in ivory except samples from elephants that died naturally or came from captive
. animals. Nevertheless, the sale of illegal ivory is lucrative and a major threat to elephant survival, especially the
© African species (Loxodonta africana)>®. In 2015, the African elephant was placed in Appendix I of CITES, except
. populations in Botswana, Namibia, South Africa and Zimbabwe, which are included in Appendix II because of
- their large population numbers. The African elephant also is on the wildlife protection list of Thailand Wildlife
. Preservation and Protection Act 2015. There is little doubt that today many African elephant populations are at
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serious risk. For example, in 2011, 25,000 African elephants were killed for ivory, and more than 30,000 in 2012.
African forest elephants are particularly vulnerable; over 60% have been killed for the ivory trade in the last
decade®. Asian elephants (Elephas maximus) are in Appendix I of CITES, in Schedule I of the Indian Wildlife
(Protection) Act 1972, and on the wildlife protection list of the Thailand Wildlife Preservation and Protection Act
of 1992. Although habitat destruction is the main threat to Asian elephant survival®, poaching of males for ivory
also is a significant problem®. Controlling the illegal trade in ivory is essential, but difficult because some ivory
sales are legal and there are few controls to prevent illegal ivory from being traded alongside legal stocks"? Thus,
to combat the illegal ivory trade, it is crucial to know the source of tusks being sold.

Initially, measurement of Schreger lines and their subtended angles in cross-section was used to visually deter-
mine species of ivory sources, but it is not effective on pieces that have been sculpted or damaged’. In 2003, a
method was developed to extract DNA from elephant ivory, which led to an ability to differentiate between Asian
from African tusks, as well as the geographical location of where the ivory originated (at least for African ele-
phants)®®. Although today DNA analysis is considered the gold standard for tusk species identification, the tech-
nique requires destruction of a portion of the sample and the process of extraction is difficult, with failure of DNA
to amplify being one technical problem'®!!. In addition, this approach requires considerable technical expertise
and equipment, and is time-consuming. Therefore, a simpler, non-destructive method for identifying the species
of elephant tusks could aid forensic and law enforcement agencies in controlling the sale of illegal elephant ivory.

X-ray fluorescent (XRF) is an ideal technique for this purpose because it does not require chemical or
mechanical destruction of samples, and offers results that are almost immediate. It is a method that simultane-
ously detects multiple elements in a sample, and already has been shown capable of discriminating between the
teeth of Asian elephants and those of 15 other species!?. Other studies have used a variety of elemental analysis
techniques, including glancing incidence XRE, instrumental neutron activation analysis, particle induced X-ray
emission, and stable isotope analysis, to distinguish between elephant tusks from varied geographical regions in
Africal®1%. About a decade ago, Singh et al.'” used XRF to show that the elements strontium (Sr) and hafnium
(Hf) were significantly higher in African than in Asian ivory (n= 5 samples each). And using principal compo-
nent analysis of nine elements identified by XRF in Asian (n=12), African (n= 6) and unknown (n=1) tusks,
Kautenburger'® identified two components that accounted for 84% of the variance in distinguishing species.
Together, these results suggested it is feasible to use multi-element analyses to distinguish ivory samples from
different elephant populations. However, prior work was based on relatively small sample sizes, so the power of
XREF to identify tusk species origin has yet to be definitively established.

Our goal was to use a handheld XRF analyzer to conduct a multi-elemental analysis on a larger number of
tusks (102 Asian, 126 African) to determine the capacity of this technique to distinguish between Asian and
African elephant ivory. There are several advantages to using a handheld XRF analyzer: it is non-destructive,
samples can be scanned in situ in the field, it does not require specialized laboratory equipment or expertise, and
results are available almost immediately. Thus, handheld XRF may be a more practical and cost effective alterna-
tive to DNA analyses to determine origin of elephant ivory samples.

Results

Comparison of elemental composition between gender and tusk regions.  The locations for deter-
mining the distribution of elements in tusk samples are shown in Fig. 1A,B. Data in Fig. 1 were combined across
species and gender. All but five elements; aluminum (Al), silicon (Si), cobalt (Co), arsenic (As), zirconium (Zr)
and lead (Pb) differed in the longitudinal direction (E0-E3, Fig. 1C). A higher amount of sulfur (S), chlorine (Cl)
and zinc (Zn) were observed at the base of the tusk, whereas magnesium (Mg), phosphorous (P) and titanium
(Ti) concentrations were highest at the tip (p < 0.05). Other elements were more concentrated in the middle
(E1 and/or E2) sections of the tusk (p < 0.05). In the transverse direction, calcium (Ca), vanadium (V), chro-
mium (Cr), nickel (Ni) and Zn were highest along the medial plane, whereas Mg was highest in the ventral plane
(p < 0.05). The ratio of Ca/P in the longitudinal direction was not different and ranged from 2.6-2.7. By contrast,
the ratio of Ca/P in transversal location differed significantly with the highest ratio at the base (3.14) compared
to the tip of tusk (2.18). A number of toxic heavy metals were detected in both Asian and African tusks: As, cad-
mium (Cd) and Pb. Cd displayed a preferential accumulation in E1 and E2 (p < 0.05), whereas As and Pb were
non-significantly dispersed along the length of the tusk (p > 0.05). Between enamel and dentine layers, only Ni,
tin (Sn) and antimony (Sb) were distributed unequally (Fig. 2B).

A gender comparison of Asian tusks found only five elements differed between male and female samples
(E0-E3 data combined): a significantly larger proportion of Al, Ca and Ti in females, and a higher proportion of
Mg and Pb in males (Fig. 2A).

A number of elements were significantly correlated when data for species and gender were combined (Fig. 3).
The strongest positive correlations (R > 0.70) were observed between Al and Si, and between Pb and Zn. There
also were a number of co-relationships among several of the heavy metals, silver (Ag), Cd, Sn and Sb. The highest
negative correlations (R > —0.5) were observed between S with both Ca and P.

Distinguishing between tusks from Asian and African elephants.  Of the 24 elements measured,
only three, copper (Cu), Cl, and Pb exhibited no difference between Asian and African tusks (Fig. 2C). Ca was
higher in African tusks and P was higher in Asian tusks, leading to a higher ratio of Ca to P in African tusks (2.16
and 2.62, respectively). The first step towards determining the feasibility of element profiling for distinguishing
between Asian and African tusks involved hierarchical cluster analysis (Fig. 4), which grouped data into ‘Asian’
and ‘African’ (Fig. 5A). Data for 157 tusks were subjected to discriminant analysis, and based on the criteria
for selecting optimal denominators to create ratios, Zr was the most suitable (Table 1; Fig. 1C). Although the
‘Combined ratio’ gave the highest successive discrimination at 89.8%, its ‘Valid data’ for entering into the process
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Figure 1. Schematics illustrate longitudinal (A) and transversal (B) XRF scanning sites of the enamel layer
on elephant tusks for Asian and African elephants combined. Comparison of elemental levels (ppm) among
longitudinal and transversal sites, and coefficients of variation (CV) are shown in (C). Significant p values
(<0.05) are highlighted in blue, with concentration differences highlighted by the level of red intensity.

(Mg = magnesium, Al = aluminum, Si = silicon, P = phosphorous, S = sulfur, Cl = chlorine, K= potassium,
Ca = calcium, Ti= titanium, V = vanadium, Cr = chromium, Mn = manganese, Fe = iron, Co = cobalt,

Ni = nickel, Cu= copper, Zn = zinc, As = arsenic, Zr = zirconium, Ag = silver, Cd = cadmium, Sn = tin,
Sb=antimony, W = tungsten, Pb = lead, LE = light element).

of creating the function was only 79.4%, and it required 24 ratios for tusk prediction (Table 1). By contrast, 97.4%
of the data were valid using Zr as the denominator and the equation required only nine elemental ratios with an
87.6% accuracy rate (Table 1). Altogether, the best equation for discriminating Asian from African elephant tusks
was as follows:

Y = —2.4930Si/Zr — 28.6329S/Zr + 1.0223Cl/Zr — 0.0054Ti/Zr
-+ 0.0031Mn/Zr — 0.1274Ag/Zr + 0.1934Sb/Zr + 0.1979W/Zr — 1.2334 (1)

The equations for transforming the discriminant value to a probability of being of African origin through the
Bayesian logit model are shown in Fig. 5B. The average probability was 0.24 and 0.75 for being Asian or African
tusks, respectively. The Asian tusks exhibited a higher degree of variation in both discriminant values and proba-
bility, which was evidenced by the overlapping areas in Fig. 5A, and the continuous lines of probability in Fig. 5B.
Thus, a cut-off value of 55% probability of being African tusk was used as boundary line for sorting Asian and
African because it provided high kappa statistic (0.82) concomitant to high accuracy and average agreement rates
(Fig. 5C). A predicted probability of less than 55% classified tusks as ‘Asian, whereas those more than 55% were
predictive of ‘African’ tusks. This model using the cut-off value correctly categorized Asian and African tusks at
89% and 93%, respectively (91% total accuracy rate) which this model was referred as to “Bayesian hybrid classifi-
cation model”. To validate the model, an additional 30 Asian and 41 African elephant tusks were scanned and the
values subjected to Bayesian hybrid classification model as an independent study, which resulted in similar high
accuracy and low error rates (Table 2, Fig. 5D).

Discussion
Identifying whether confiscated tusks are of Asian or African origin is crucial to stemming the illegal ivory trade,
and today generally relies on DNA analyses. We provide evidence that elemental analysis using XRF can serve as
an alternative diagnostic tool for tusk species identification, which may have more utility on a larger scale because
it does not rely on sophisticated laboratory equipment or expertise, and can be done inexpensively under field
conditions. An XRF scan takes less than 5 minutes, and usually involves three scans along the length of the tusk.
The data are then entered into a computer program that predicts tusk origin. A total of 72 Asian and 85 African
tusks were used to create the model, which was then validated by scanning an additional 30 Asian and 41 African
tusks, resulting in high accuracy (94%) and precision (95%) rates. Altogether, we predict this technique will have
tremendous application as a practical alternative to DNA analyses for tusk identification, allowing for better
monitoring of the illegal ivory trade.

To develop this technique, we scanned the distribution of each element in whole tusks of both species. Only
seven elements (Mg, Ca, V, Cr, Ni, Zn and LE) were significantly different in cross-section, whereas 21 of 26
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Figure 2. Differences in elemental composition between genders (Asian only, A), cross-sectional layers (B) and
species (C). Coeflicients of variation (CV), with darker red boxes indicating higher CVs. Elements in the blue boxes
are those used as a denominator in creating the discriminant equation (D). (Mg= magnesium, Al = aluminum,
Si=silicon, P = phosphorous, S= sulfur, Cl = chlorine, K= potassium, Ca = calcium, Ti= titanium,

V =vanadium, Cr = chromium, Mn = manganese, Fe = iron, Ni= nickel, Cu= copper, Zn = zinc, Zr = zirconium,
Ag=silver, Cd = cadmium, Sn = tin, Sb =antimony, W = tungsten, Pb = lead, LE = light element).
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Figure 3. Pearson’s correlation coefficients between each element for Asian and African elephant tusks
combined, as determined by XRF analysis. Colored boxes indicate direction and strength of each correlation.
(Mg = magnesium, Al = aluminum, Si = silicon, P = phosphorous, S = sulfur, Cl = chlorine, K= potassium,

Ca = calcium, Ti = titanium, V = vanadium, Cr = chromium, Mn = manganese, Fe = iron, Co = cobalt,

Ni= nickel, Cu= copper, Zn = zinc, Zr = zirconium, Mo = molybdenum, Ag = silver, Cd = cadmium, Sn = tin,
Sb=antimony, W = tungsten, Pb = lead).

Distance

0 T T T T T T T T T T T T T T e T T

Asian Elephant African Elephant

Figure 4. Hierarchical cluster analysis of individual elemental compositions obtained from XRF scanning
of Asian and African tusks.

elements scanned longitudinally had a heterogeneous distribution. Of the elements used in the discriminant
equation, several varied in the longitudinal (Mg, S, Ti, V, Sb, W, LE) and transverse (Mg, V, LE) directions.
Thus, tusk growth zones appear to incorporate elements at different rates so scanning site could affect results.
In fact, Kautenburger et al.(13) recommended scanning the same area of a tusk (e.g., the tooth neck). However,
we obtained excellent results by combining data from several scan sites along the tusk length, from tip to base,
ignoring dorsal, ventral, medial and lateral planes as the elemental distribution there was homogenous. In this
study, whole tusks were scanned, so discriminant analyses were based on the elemental composition of enamel
only. Whether this approach will work for carved ivory remains to be determined; however, we believe it should
because most elements exhibited a homogeneous distribution in cross-section. The few elements that differed
between dentine and enamel (Ni, Sb, Sn) all were significantly different between Asian and African elephant
tusks, so are not expected to affect discrimination success.

In addition to scan site, we were interested in potential gender effects on elemental composition. Both male
and female African elephants grow tusks, whereas in Asian elephants, only males have tusks; females have small
tusks, called tushes. We only had tusk material of known gender from Asian elephants, which revealed that Mg,
Al, Ca, Ti and Pb were sexually dimorphic. Magnesium is integral to cellular and systemic mammal physiology,
and stored within bones (50%) and soft tissues (47%) (8). It is involved in ATP metabolism and as a cofactor for
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Figure 5. Effectiveness of the elemental composition data for estimating origin of elephant tusks.

(A) Scatter plot and density of values using discriminant analysis with Zr as the denominator based on scans

of 72 Asian and 85 African tusks. (B) Predicting Asian or African tusk origins (Asian =0, African=1) asa
function of the discriminant values (DV) subjected to Bayesian logit regression, referred as to a Bayesian hybrid
classification model. Data of DV are indicated by the dots according to tusk species. (C) The set of cut-off values
for predicting Asian or African tusk origin. Dashed red line shows the level of kappa at 0.8. (D) Scatter plot
testing the reliability of the model for estimating tusk origin for 30 Asian and 41 African tusks with a cut-off
value of 55% (dashed red line).

No ratio 100.0 1.297 11 87.5
To Zr 97.4 1.045 8 87.6
ToP 100.0 0.618 12 84.9
To Ag 82.0 0.914 12 85.9
To Cd 93.7 0.809 13 85.5
To Sn 87.8 0.725 14 84.1
To Sb 87.8 0.684 12 83.8
Combined? 79.4 1.526 24 89.8

Table 1. Characterization of each discriminant function using the different elemental denominations.
(P = phosphorous, Zr = zirconium, Ag = silver, Cd = cadmium, Sn = tin, Sb=antimony). 'Accepted data for
entering into discriminant analysis. *Ratios of Zr, P, Ag, Cd, Sn and Sb were pooled before analyzing through
discriminant analysis.

over 300 enzymes. In our study, a larger proportion of Mg was observed in male than female samples, which could
be related to: (i) male tusks having a higher growth rate and a larger size than female tusks, thus Mg in males may
be more widely distributed when compared to that of females; or (ii) because bone (teeth as well) is a predominate
storage tissue for Mg in the body, and males have higher energy needs than females, males may require a higher
Mg storage than females (8). A recent study suggested Mg in teeth affects the quality and structure of hard dental
tissues, particularly the enamel layer (9), although the mechanism is unclear (8). The proportion of Ca was higher
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Prediction
Average probability (SD) Asian African Accuracy Precision

Dependent study

Asian (n=72) 0.24 (0.23) 64 (89%) 8 (11%)

African (n = 85) 0.75 (0.14) 6 (7%) 79 (93%) 91.08 91.12
Independent study

Asian (n=30) 0.16 (0.17) 29 (97%) 1(3%)

African (n=41) 0.74(0.13) 3(7%) 38 (93%) 94.37 95.49

Table 2. The classification results of assigning tusk origin through the hybrid classification model with cut
off at 55% for samples used to create the discriminate equation and a separate set of independent samples
used to validate the technique. SD = standard deviation.

in female than male tusks, while P did not differ significantly, resulting in a higher Ca/P ratio in female tusks. In
addition to a gender difference, we found the Ca/P ratio was highest at the base and decreased towards the tip of
tusk, which might be important in providing strength at the base for protecting the breaking of tusk from digging,
fighting and protecting the trunk. Whether female tusks are stronger than those of males because of this elemen-
tal difference remains to be determined. Lead levels in male tusks also were significantly higher than in female
samples, which agrees with previous studies of sex differences in Pb in human bone!*?. Also higher in female
tusks were Al and Ti, two elements that can result from environmental contamination®' and thus warrant further
study. However, a sex bias for the other elements was not observed.

The finding of heavy metals, Pb and As, in tusks suggests another type of environmental contamination.
Main sources of Pb come from lead-based fuels, spent ammunition, and wastewater?>?*, Interestingly, there was a
strong positive correlation between Pb and Zn (R = 0.72), suggesting they bio-accumulate. According to Pemmer
et al.**, high levels of Zn and Pb are found in the cement line of the mineralized bone matrix in humans, and
are believed to be due to accumulation by two ways: (i) direct incorporation into hydroxyapatite crystals; and
(ii) binding to proteins with a high affinity to these elements. For example, increased Pb concentrations in the
cement lines could be due to the osteocalcin, which has a higher affinity to Pb than to Ca, even at low Pb levels*?,
while Zn is part/cofactor of enzymes like matrix metalloproteinases (MMPs) that are mainly responsible for deg-
radation of collagen during the remodeling cycle of bone?” and bone alkaline phosphatase?.

When comparing the elemental profiles between Asian and African elephant tusks by student’s t-test, a number
of differences were observed, and in fact only Cl, Cu and Pb were the same concentration. A previous study using
XRF found elemental differences between African elephant tusk samples from Namibia and Zimbabwe, and two
samples of Asian elephants from northern Thailand, although exact elemental differences were not described!s.
Another study reported Sr and Hf concentrations were higher in African than in Asian ivory'’. Unfortunately,
neither Sr or Hf were detected by the handheld XRF unit used in this study because the operating voltage of the
handheld unit is 15 and 40kV and a higher voltage (50kV) is needed to detect Sr'2. Hf was not detected because
our unit lacked the needed sensitively; Sr is not detectible at less than 10 ppm. No doubt these species differences
in elemental proportions are due to the varied geographic regions of Asia versus Africa, and elemental differences
in water and food sources associated with regional types of soil, climate and plant species!*?!:?30, Vegetation in
particular is a main source of elements in the diet, so differences in organic (amino acid) and inorganic substrates
(elements including Ca, P, Mg, F, Co and Zn) could account for differential uptake in tusks".

What the species differences allowed us to do was create an effective model for differentiating between Asian
and African tusks. Data from all scans of 72 Asian and 85 African tusks were analyzed by a stepwise discriminant
analysis, and the discriminant values subjected to Bayesian binary regression to predict the probability that a tusk
would be of Asian or African origin. This Bayesian hybrid classification model had a high accuracy rate (94.4%)
with low error (95.5% precision rate) when used with a cut-off of 55%. Successful discrimination using Zr as the
denominator for all ratios was due to its homogeneous distribution throughout whole tusk, a low inter-individual
variation for each species, and the sizeable difference between Asian and African tusks in total concentrations.
Use of Zr as the denominator also resulted in the best combination of a high eigenvalue, high successive discrim-
ination value and the least number of ratios needed for discrimination. In this paper, Bayesian binary regression
model was allowed to predict probability of being African or Asian and increase the reliability of the origin esti-
mation of tusk.

In conclusion, species identification of elephant tusks has long been a problem for law enforcement authori-
ties. Here we describe a proof of concept study to determine the feasibility of using handheld XRF for the determi-
nation of tusk species. Next steps will be to test the discriminatory ability of XRF to identify the origin of carved/
cut ivory, which based on our results appears likely.

Limitations

The handheld XRF equipment is convenient to transport and use in the field; however, it only scans surface ele-
ments at a ~2 cm depth of enamel by 40kV of X-ray energy. Thus, if the surface is treated with chemical agents
or protectants that contain elements detected by XRE, the percentages could be altered and lead to inaccurate
measurements and false identification. For this reason, all samples in this study were untreated and cleaned of any
dirt and debris before scanning. Another method is to use the elemental concentration based on known scanning
depths for each element®’. The probing volumes in tusks would vary for elements with strongly different atomic
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numbers, so knowing actual concentrations would avoid alterations in values from additive chemicals because it
is a direct and not a relative quantification. However, the handheld XRF machine does not provide probing vol-
umes so we could not calculate elemental concentrations. Rather, we used hierarchical cluster analysis followed
by stepwise discriminant analysis and Bayesian logit model with a cut-off value to create a functional algorithm
that was highly accurate, but did not rely on concentration determination. However, because of the heterogeneous
distribution of some elements along tusk locations, and slight deviations in probing depth per scan, we suggest
scanning several points along the tusk for average value to reduce the variation. We also recommend that for
either method, one should be confirming that major elements, like Ca and P and their ratios are within normal
ranges before accepting predictions. And whenever possible, other methods, such as morphological evaluations
or molecular tools should be used for unclear samples. Last, although not a limitation per se, it is clear that the
light element matrix of the tusks not quantifiable by XRF analysis has an impact on some elemental proportions,
so use of methodology to quantify these components might provide additional information that could lead to
further improvements in discrimination functions.

Methods

X-ray fluorescence measurement. Elemental analyses were conducted using a handheld XRF analyzer
(DELTA Premium, Olympus, USA) with a silicon drift detector that measures elements from magnesium (12 Mg)
through bismuth (83 Bi) on the periodic table. The collimator size was set at 0.3 mm for analysis-area diameter,
and operating voltages of 15 and 40kV were used as the source of incident radiation. These voltages are insuffi-
cient to discriminate elements with an atomic number less than 12, which we refer to as light elements (LE). The
data set of each element derived from XRF was reported as relative, semi-quantified values, given as a percentage
of the total, which were then converted to ppm (% x 10,000). A total of 228 tusks were used in this study, from
102 Asian (78 males, 9 females, 15 unknown sex) and 126 African (unknown sex) elephants. Eighty-eight Asian
elephant tusks were obtained from the Elephant Research and Education Center, Faculty of Veterinary Medicine,
Chiang Mai University, Chiang Mai, Thailand. Fourteen Asian and 126 African elephant tusks were obtained from
the Wildlife Research Division, Wildlife Conservation Office, Department of National Parks, Wildlife and Plant
Conservation, Bangkok, Thailand. African elephant tusks were confirmed by DNA analyses using cytochrome b
sequencing (Fig. 6)°!, while Asian elephant tusks were of known origin from locations in Thailand.

To determine the homogeneity of elements at locations along the tusk, elemental distributions based on
scanning location were assessed in 30 Asian (male, female) and 15 African (male) elephant tusks. For this
analysis, tusks were divided into four regions: the tip of tusk was the first point (E0), with subsequent points at
30 cm-length distances (E1, E2 and E3) (Fig. 1A). Because tusks are curve-shaped, both sides at each location
were scanned in the dorsal (E-Dor), ventral (E-Ven), medial (E-Med) and lateral (E-Lat) planes (Fig. 1B). To
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examine differences between sex and also between enamel and dentin layers in elemental composition, 87 Asian
elephant tusks (78 males, 9 females) were scanned at each site in both longitudinal and transverse directions. At
least three sites at each location were measured for elemental composition, resulting in a total of 1,512 scans.
Elemental data are presented as ppm.

The methods were carried out in accordance with the approved guidelines. The experimental protocol
was approved (2014) by the Scientific and Ethics Committee, Center of Excellence in Elephant Research and
Education, Faculty of Veterinary Medicine, Chiang Mai University, Chiang Mai Thailand.

Statistical analyses. Determination of difference in elements in tusk. ~Differences in mineral composition in
tusks based on gender (males versus females), species (Asian versus African) and location (enamel versus dentin)
were analyzed using t-tests. For the effect of scanning location on tusk elemental profiles, data sets were analyzed
using one-way ANOVA. A p-value of <0.05 was considered statistically significant.

Establishment of the hybrid classification model. To create an effective equation for differentiating Asian and
African tusks, data obtained from scanning 157 tusks (72 Asian and 85 African) were subjected to hierarchical
cluster analysis and stepwise discriminant analysis®*-*%. Prior to creating the effective function, optimal ratios for
use in the equations were identified by the following criteria: (i) the element was detected in tusks of both Asian
and African with a coeflicient of variation (CV) less than 1; (ii) its distribution was homogenous or slightly heter-
ogeneous in every dimension, including longitudinal directions, transversal locations and cross-section (dentine
and enamel); and (iii) the element needed to be significantly different between Asian and African tusks. As a
result, Zr, P, Ag, Cd, Sn and Sb were found to be suitable ratio denominators. The accuracy rates of each equa-
tion were tested by “leave one out classification” to evaluate the capacity of each equation to discriminate Asian
and African tusk®-%. Subsequently, the discriminant values were subjected to Bayesian binary regression®*- to
determine the probability of being of Asian or African origin. The independent variables (y,;) followed a Bernoulli
distribution. In this study, the independent variables of Asian and African tusk were designated as 0 and 1, respec-
tively. The model is as follows:

y,|m; ~ Bernoulli(m)) )
where 7 is defined as:
T~ F(Bxi) (3)

with the function F as an arbitrary cumulative distribution function (CDF), and § as the vector of unknown
parameter of the regression model. The uncertainty of 8 is characterized through a probability distribution. The
most useful specifications of F included the logistic, the normal (probit) and the extreme (complementary log log;
cloglog) values as follows:

exp(Bx;)
1+ exp(Bx;)’
F(Bx.) =
(o) 23,
1 — exp[—exp(Bx;)]. (4)
The link function defined the linear predictor as:
Fi(m) = By + Bi(x) (5)

These three models after transformation as link functions are respectively: log(7,/(1 — m;), ® ~(m;) and
log(—log(1 — ;). Link functions of logit, probit and cloglog were used for the probability of being ivory. In
order to select the proper model for that propose, the Deviance Information Criterion (DIC) was used*!. Firstly,
a regression method was employed. Uncertainty about the value of 3, 3, in the modeling was estimated using an
independent normal distribution with mean () equal to zero and a high variance (¢?) (precision = 1/0% as 0.001)
(to let the parameters vary in a large range) due to weakly informative prior distribution**

8, ~ Normal(, 1/0%) (6)

The estimation of the posterior distribution of parameters based on reasonable prior assumptions by Bayesian
binary regression was conducted by Monte Carlo Markov Chain (MCMC) simulation*’. The MCMC output of all
the parameters passed the convergence test of Gelman and Rubin Diagnostic and Geweke Diagnostic, available
for free with the CODA package implemented in R program*!. We found that the logit showed the fittest model
because of the lowest DIC. In this study, logit was allowed to predict the probability of being an African tusk.

Establishing the cut-off for classifying Asian and African tusks. The Bayesian hybrid classification model was
established by discriminant analysis followed by Bayesian logit regression model for predicting the probability of
a sample being an African tusk. However, some points around 50% probability could not be easily discriminated.
So, a cut-off value was required to predict a tusk as being Asian or African. In this study, we used the kappa sta-
tistic*® for choosing the cut-off point, which showed a high reliability (kappa > 0.8). The accuracy and precision
rates were calculated as follows:
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correctly predicted Asian tusks + correctly predicted African tusks

Accuracy =
total samples

. correctly predicted either Asian or African
Precision =

total of samples predicted as either Asian or African

Finally, the criterion for selecting the optimal cut-off consisted of a (i) kappa statistic more than 0.8 and (ii) the

highest accuracy and precision rates.

Evaluation of reliability of hybrid classification model.  To validate the effectiveness of the Bayesian hybrid classifi-
cation model, we scanned an additional 30 Asian and 41 African tusks. These tusks were scanned at three or more
random points along an individual tusk. Subsequently, the averages of the independent set of data were predicted
as to whether they were of Asian or African origin using the Bayesian hybrid classification model. The accuracy
and precision were calculated.
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