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Abstract: For the first time, chemometrics was applied to the recently reported microwave-driven
cyanide polymerization. Fast, easy, robust, low-cost, and green-solvent processes are characteristic
of these types of reactions. These economic and environmental benefits, originally inspired by
the constraints imposed by plausible prebiotic synthetic conditions, have taken advantage of the
development of a new generation of HCN-derived multifunctional materials. HCN-derived polymers
present tunable properties by temperature and reaction time. However, the apparently random
behavior observed in the evolution of cyanide polymerizations, assisted by microwave radiation
over time at different temperatures, leads us to study this highly complex system using multivariate
analytical tools to have a proper view of the system. Two components are sufficient to explain
between 84 and 98% of the total variance in the data in all principal component analyses. In addition,
two components explain more than 91% of the total variance in the data in the case of principal
component analysis for categorical data. These consistent statistical results indicate that microwave-
driven polymerization is a more robust process than conventional thermal syntheses but also that
plausible prebiotic chemistry in alkaline subaerial environments could be more complex than in
the aerial part of these systems, presenting a clear example of the “messy chemistry” approach of
interest in the research about the origins of life. In addition, the methodology discussed herein could
be useful for the data analysis of extraterrestrial samples and for the design of soft materials, in a
feedback view between prebiotic chemistry and materials science.

Keywords: HCN-derived polymers; multivariate analysis; microwave-driven polymerization;
hydrothermal systems

1. Introduction

First, HCN oligomerization/polymerization has been appreciated in the field of prebi-
otic chemistry due to the first reported plausible abiotic synthesis of adenine from HCN
and NH3 by Oró [1]. Later, HCN oligomerization/polymerization was considered a pref-
erential route for the prebiotic production of purines and pyridines and other important
bioorganics and related compounds (see, e.g., Refs. [2–11]) and as a paradigmatic system
to understand the increasing molecular complexity from a simple one-carbon source (see,
e.g., Refs. [12–17]). In addition, recently, HCN-derived polymers have received great atten-
tion in materials science [18,19]. Their tunable characteristics provide promising potential
applications, such as coating materials of interest in biomedicine [19–24], as well as effective
films against oxidation [25,26] and for the modification of electrodes for the development
of biosensors [27]. Additionally, HCN-derived polymers have been tested as photocat-
alyzers [28], capacitors [29], semiconductors [30] and passive antimicrobial filters [31].
Moreover, they have been suggested as nanowires and ferroelectric materials [32] and as
novel fillers for the generation of new nanocomposite materials [29]. Scheme 1 shows the
main monomers used for the synthesis of this new kind of soft materials based on HCN.

Considering the properties found for HCN-derived polymers in the last few years,
especially semiconductivity and photocatalysis, the prebiotic chemical space is currently
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significantly enriched [33]. This fact encourages the consideration of new approaches to dis-
cover protobiological reaction networks. In this way, HCN polymerizations must be consid-
ered beyond the traditional synthetic paths for the abiotic generation of biomonomers [29],
presumably leading to the production of a new generation of multifunctional materials
inspired by prebiotic chemistry, whose first examples are cited above. In addition, the
synthetic methodologies for the production of HCN-derived polymers offer environmen-
tal and economic added value due to their robustness, low-cost, easy and green-solvent
processes.
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Note that the characteristics and properties of this particular kind of polymer are directly dependent
on the synthetic conditions. For a detailed revision about the synthesis of the HCN-derived polymers,
please see [6,29].

The reaction time and temperature are the main factors in the tunable characteristics
of HCN-derived polymers [25,29,34–36]. Recently, microwave radiation (MWR) has been
shown to significantly reduce the reaction time of NH4CN polymerization, producing
cyanide polymers with spectroscopic and chemical compositional properties similar to
the spectroscopic and chemical compositional properties of polymers synthesized using
conventional thermal heating (CTH) but with morphological properties, size and shape
that are very different [37]. The notable reduction in the reaction time and the generation
of new nanoparticles and nanofibers of HCN-derived polymers [10,37], which have not
previously been reported for these macromolecular systems, make microwave-driven
cyanide polymerization highly attractive for comprehensive exploration. Moreover, this
interest is dual. On the one hand, the use of a microwave reactor makes it possible to
obtain new polymeric materials in truly faster synthetic processes and, on the other hand,
aqueous synthesis at temperatures above 100 ◦C could be considered a simulation of natural
hydrothermal systems, which attract great attention both in prebiotic chemistry and in
astrobiology (see, e.g., Refs. [38–43]).

The exhaustive understanding of a chemical system involves knowing its kinetic
history, since this history will condition the structural characteristics and properties of
the final reaction products. Thus, the kinetics of the hydrothermal polymerizations of
cyanide using CTH have been properly studied via gravimetric methodology. In these
cases, the formation of the polymers synthesized at 80–90 ◦C followed an overall process
that can be fitted to a Kamal–Sourour autocatalytic model [35], but at lower temperatures,
50–60 ◦C, these reactions were better adjusted to nth-order kinetic models [36]. In ad-
dition, the ultraviolet-visible (UV-Vis) spectra of the final raw solutions from all these
cyanide polymerizations were also analyzed. The intensity relationships of representative
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absorption bands were properly fitted to Hill equation curves, indicating very complex
mechanistic pathways directly depending on the temperature based on the scaling factor
n calculated [36]. As a result, the better fit to a kinetic model for cyanide polymerization
is directly dependent on the working temperature. However, none of the kinetic models
or kinetic approaches mentioned above were suitable when NH4CN polymerization was
assisted by MWR, for two main reasons: (i) the use of MWR renders it impossible to
acquire conversion values for reaction times less than 2 min due to the necessary thermal
heating ramp to reach the desired temperatures and, therefore, the reaction kinetics cannot
be properly studied by thermogravimetric methods; and (ii) conversion values, chemical
composition and parameters calculated from the Fourier-transform infrared (FTIR) spectra
showed fluctuating and apparently random behavior along the reaction time [10,37], which
was not previously observed in these systems when CTH was used [29,35,36]. In fact, the
use of the MWR seems to make it more difficult to predict the evolution of the cyanide
polymerization system over time and, consequently, a direct and guided modification of
the desired properties of the reaction products is not obvious. Note that the characteristics
of HCN-derived polymers can change notably along the reaction time but, in general, in
an almost linear and easily interpretable way when CTH synthetic methods are used [29].
Therefore, taking into account the applicability of the statistical tools for the synthetic
design and characterization and classification of polymeric systems [44–46], the main goals
of this study are to help improve and develop synthetic methods for the generation of
new soft materials based on HCN chemistry and to understand the plausible behavior
of cyanide in prebiotic alkaline hydrothermal systems using multivariate analysis. In
concrete terms, the progress of cyanide polymerizations assisted by MWR over time at
three different temperatures was systematically evaluated using multivariate analysis. In
the same way, cyanide polymerizations at 80 ◦C using CTH were used as control syntheses
to determine the influence of the MWR in the generation of cyanide polymers. Principal
component analysis for categorical data (CATPCA) is used mainly to compare the chemical
evolution of a system over time regarding the temperature and the characteristics of the
final reaction products. In addition, the chemometric processing of the FTIR and UV-Vis
spectra and the thermogravimetry (TG), derivative thermogravimetry (DTG) and differen-
tial scanning calorimetry (DSC) curves have long been known in several analytical areas,
such as food identification [47], crude oil analysis [48], fossil dating [49] and studies of
woods [50]. Here, for the first time, principal component analysis (PCA) was performed
with a dataset from FTIR and UV-Vis spectra and thermal analysis of NH4CN polymers.
Chemometric analysis of the FTIR spectra and of the thermogravimetric analysis (TGA)
and DTG curves was performed to properly interpret the properties of the gel fractions
(insoluble cyanide polymers, since hydrothermal cyanide polymerization is a precipitat-
ing reaction). Moreover, a multivariate analysis of the UV-Vis spectra of the sol fractions
(water-soluble oligomers/polymers) was carried out in an attempt to relate the progress of
the gel fractions to their corresponding sol fractions.

The multivariate analytical results shown herein indicate that the production of
cyanide polymers is very reproducible for fixed specific reaction conditions and that
equivalent compositions and thermal final properties of the products can be reached when
the reaction time is properly chosen, even when working at different synthetic temperatures.
These aspects are discussed from the point of view of prebiotic chemistry and under the
design of new soft materials.

2. Materials and Methods
2.1. Synthesis of the NH4CN Polymers

The NH4CN polymers synthesized in this work were obtained following the method-
ology detailed in [10,37] using a Biotage Initiator+ microwave reactor purchased from
Biotage (Uppsala, Sweden). The initial equimolar concentrations of NaCN and NH4Cl
were always 1 M. The synthesis of the control polymers prepared at 80 ◦C is described
in [29]. All syntheses were carried out in triplicate. The details about the reaction time and
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temperature for each reaction and the conversion values reached for each case are described
in Table S1. All the corresponding average values of conversion, α (%), are shown as green
lines in Figure 1.

All security and safety measures were taken during the development of the ex-
periments, considering the safety information provided by the Sigma-Aldrich supplier
(St. Louis, MO, United States) about NaCN and NH4Cl. On the other hand, although
HCN-derived polymers have been shown as biocompatible [19–24], the cyanide polymers
synthesized in the present work were handled with the same security measures as NaCN.

2.2. Instrumental Analysis

All the parameters and equipment for the measurements of elemental analysis, FTIR
spectra and thermal analysis are described in [29]. The UV-Vis spectra were recorded, and
the raw data were properly handled, as defined in [36,51].

2.3. Statistical Analysis

Principal component analyses (PCAs) using the compositional and spectroscopic
characteristics of the polymers as variables, such as α (%), % C, % H, % N, % O, C/O,
N/O, C/N and C/H molar ratios and extension of reaction (EOR (%)), were carried out.
The goal of principal component analysis is to reduce an original set of variables into a
smaller set of uncorrelated components that represent most of the information found in
the original variables. The technique is most useful when a large number of variables
prohibits effective interpretation of the relationships between objects (subjects and units).
By reducing the dimensionality, you interpret a few components rather than a large number
of variables. Tests were performed using the multivariate data analysis software CANOCO
4.5 (Microcomputer Power, Ithaca, NY, USA) [52]. The program CANODRAW 4.0 (in the
Canoco package) was used for graphical presentation.

Bivariate Pearson’s correlation coefficients were calculated to examine trends between
physical categorical variables (temperature and time) and physicochemical characteristics
detected in the different experiments. Transformation of data was not required to satisfy
the assumption of normality. Principal component analyses (PCAs) of TGA and DTG
curves and FTIR and UV-Vis spectra were performed. Furthermore, using the obtained
component-scoring coefficients, hierarchical dendrograms based on the Euclidean squared
distance method were calculated for each case. With physical categorical and physicochem-
ical characteristics, categorical principal component analysis (CATPCA) was performed,
and activity count cutoff points were estimated using bootstrapping methods. This pro-
cedure simultaneously quantifies categorical and numerical variables while reducing the
dimensionality of the data. Standard principal components analysis assumes linear relation-
ships between numeric variables. On the other hand, the optimal scaling approach allows
variables to be scaled at different levels. Categorical variables are optimally quantified in
the specified dimensionality. As a result, nonlinear relationships between variables can
be modeled. The technique is most useful when numerous variables prohibit effective
interpretation of the relationships between objects (subjects and units). Bivariate Pearson’s
correlation coefficients, PCA, hierarchical dendrograms and CATPCA were calculated
using IBM SPSS Statistics 27.

3. Results
3.1. CATPCA and PCA to Study Cyanide Polymerization Assisted by MWR Tracking by Means of
Gel Fractions
3.1.1. Conversion Limit, Chemical Composition and Data from FTIR Spectroscopy

Cyanide polymerization assisted by MWR is described using three different tempera-
tures, 170, 190 and 205 ◦C. These temperatures were chosen on the basis of a previous report
about microwave-driven cyanide polymerization [37]. In addition, syntheses at 80 ◦C using
CTH have been considered representative control experiments to determine the effect of
the MWR. Note that the conversion limit for these CTH polymerizations was claimed to
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be approximately 24 h at 80 ◦C [35,36]. Therefore, considering the manufacturer’s indi-
cations for the microwave reactor, as an example, 11 h at 80 ◦C is equivalent to 1 min
at 170 ◦C, and all the polymerizations herein considered with reaction times from 2 min
to 2 h would have reached their conversion limit. However, a clear fluctuating behavior
is observed for the conversion values vs. reaction time when detailed representations
are made (Figure 1, green lines). For the control polymerizations at 80 ◦C, conversions
between 35 and 41% were reached using reaction times between 24 and 168 h [29] with an
average value of 38 ± 2% (Figure 1a). Considering the value of this standard deviation,
the relative fluctuation for the conversion is approximately 5% in the mentioned range of
time considered (Figure 1a, green line). However, this fluctuation is more evident when the
polymerizations are assisted by MWR. Thus, for 170 ◦C, 190 ◦C and 205 ◦C, the average
conversions are 16 ± 2%, 15 ± 3% and 15 ± 4% (Figure 1b–d, green lines), respectively.
The greatest oscillations were observed at 205 ◦C, with a relative standard deviation of
approximately 27% with respect to the conversion average value. Note that the profile
of the curve conversion vs. reaction time is different for each temperature. For example,
for 205 ◦C, the conversion degree is higher for a reaction time of 2 min than for 2 h. In
contrast, for 170 ◦C, these values are similar for 2 min or 2 h. Additionally, it is important to
indicate that the points registered at 67 min for 170 ◦C and 205 ◦C were not considered for
the calculations of these conversion averages due to the exceptional data reached, 35 ± 3%
and 31 ± 4%, respectively. This exceptional point is not observed in the 190 ◦C series
(Figure 1c). In any case, comparatively, for all the time ranges studied here, the MWR leads
to lower yields for insoluble NH4CN polymers at any temperature than CTH, except for
the two unexpected points indicated at 67 min. This general result is in agreement with
the data previously reported, which indicated that an increase in the temperature leads to
lower conversion values [35,36] and that the MWR improves the oxidation and hydrolysis
processes of cyanide and the intermediate products during the polymerization reactions,
decreasing the overall yield for the insoluble macromolecular fractions [30,37]. Therefore,
an important effect of the MWR is to reduce the hydrothermal production of insoluble
cyanide polymers. In general, this decrease in average values seems independent of the
working temperature when MWR is used, considering the average conversions cited above
for each thermal series considered herein.
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Figure 1. Evolution of NH4CN polymerization over the reaction time. (a) Series 80 ◦C is
shown as representative control experiments for cyanide polymerization using CTH; and (b) se-
ries 170 ◦C, (c) series 190 ◦C and (d) series 205 ◦C of cyanide polymerizations assisted by MWR.
Green lines = conversion degree, α (%), where α (%) = [(initial mg of CN−)/(final mg of insoluble
polymer)] × 100 (for details, please see Table S1); black lines = % C; blue lines = % N; red lines = % O;
pink lines = extension of the reaction, EOR (%), where EOR (%) = [I1640/(I2200 + I1640)] × 100, calcu-
lated from the intensity of the respective features of the FTIR spectra (for details of elemental analysis
data and EOR values, please see Table S2). At least three independent experiments were considered
for each point reported, i.e., at least three independent samples were measured. The average values
together with their corresponding standard deviations are presented.

With respect to the evolution of the chemical compositions of the cyanide polymers, in
the 80 ◦C series, we observed that the % C (black line) is slightly increasing and the % O
is decreasing (red line) with the reaction time (Figure 1a). However, this clear and almost
lineal behavior observed for the reactions at 80 ◦C is not all appreciated in the progress of the
elemental composition of the polymers synthesized at higher temperatures (Figure 1b–d).
However, a detailed representation of the C/N molar relationships (Figure 2a) strongly
indicates that the longer reaction times and the higher temperature leads to the generation
of macromolecular systems poorer in nitrogen than shorter reaction times at the lower
temperature. Thus, the polymers produced at 205 ◦C are the poorest in nitrogen (Figure 2a).
This fact might be related to deamination processes during cyanide polymerization, which
might be favored at high temperature, leading to the generation of N-heterocycles, as
proposed previously [6]. On the contrary, the curves showing C/O, C/H and N/O molar
relationships vs. reaction time (Figure 2b–d, respectively) do not show a direct and easy
association between the evolution of the chemical composition and the reaction time.
Further, note that the C/O, C/H and N/O molar relationships present the highest values
at the singular time of 67 min for the three series.

Similar results are observed when structural data are considered. The EOR (%)
(Figure 1, pink lines) was calculated from the intensities of some FTIR spectroscopic fea-
tures, as follows: EOR (%) = [I1640/(I2200 + I1640)] × 100, considering the study of conven-
tional nitrile polymers [53]. The peak centered at ~1640 cm−1 can be assigned to conjugated
C=C, to (C=N)n structures or to a combination of both, and the band centered at ~2200
cm−1 is related to nitrile groups. Representative FTIR spectra of the insoluble NH4CN
polymers obtained using MWR are shown in Figure 3. An exhaustive interpretation of
these FTIR spectra has been made comprehensively elsewhere (see, e.g., Refs. [54–58]);
therefore, an exhaustive interpretation is not considered herein. The value of the EOR
(%) varies from 0 for no reaction to 100% for a complete conversion of the nitrile groups.
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The EOR (%) is well established to increase with the degree of conversion when CTH is
used to produce cyanide polymers [35,36]. Thus, if the standard errors are considered,
the EOR (%) values for the 80 ◦C series are practically constant along the timeline since
the conversion limit has been reached (Figure 1a, pink line). The EORs have an average
value of 89 ± 1% for the reaction times considered. In contrast, the EOR (%) values for the
other three series of experiments apparently do not have direct and linear relationships
with the degree of conversion (Figure 1b–d, pink lines). A detailed representation of the
EOR (%) against conversion degree shows, in some cases, an opposite behavior, i.e., some
points with the greatest values of conversion present the lowest EOR (%) data (Figure 3d).
However, the EOR (%) seemed to increase with the reaction time, although in a nonlinear
way, in the MWR experimental series (Figure 1). As in the case of the chemical composition
commented above, the EOR (%) value presents a singular point at the time of 67 min for
the three MWR series.

At this point, statistical methods, as useful analytical tools, are used to provide a
global and interpretable vision of the results discussed above because: (i) the relationships
between the experimental synthetic conditions and the properties of the final products
are difficult to find using qualitative analyses, and (ii) well-established kinetic models
cannot be used to describe the NH4CN polymerization assisted by MWR, as indicated in
the Introduction. Thus, CATPCA was performed to determine the statistical significance
of all data and the robustness of the syntheses for the gel fractions described. For that
determination, the triplicate data of a total of seven reactions from different reaction
times for each series at 80 ◦C, 170 ◦C and 190 ◦C and eight polymerizations for the series
at 205 ◦C were considered, i.e., the data from eighty-seven independent experiments
shown in Figures 1 and 2 (Table S2). The CATPCA analysis based on ten physicochemical
characteristics (α (%), % C, % H, % N, % O, C/O, N/O, C/N and C/H molar ratios
and EOR (%)) and two categorical variables (temperature and time) for 80 ◦C, 170 ◦C,
190 ◦C and 205 ◦C sorted the reactions under study into two defined groups. Thus, all
reactions resulting at 80 ◦C grouped together (Figure 4). The first two dimensions of the
CATPCA together explained 91% of the variance in the dataset and were supported by
a total Cronbach’s α of 0.97 (maximum value = 1), indicating the high reliability of the
detected pattern in the dataset [59]. The estimates and bootstrap 95% confidence intervals
showed that variations in temperature, hydrogen and molar C/H were significantly higher
than the rest, while the variations in nitrogen, oxygen, molar C/O and N/O were the
lowest (Table S3, Figure S1). The EOR values present a positive correlation with the reaction
time, with the % O and with C/N molar and, therefore, logically, a negative correlation
with the % N. However, the EOR seems independent of the reaction temperature and
shows an unexpected negative correlation with the conversion degree, α (%). The % O
presents strong negative correlations with the % C and % N and a negative correlation
with α (%) but, at the same time, shows a slight positive correlation with the reaction time
and seems independent of the temperature. However, α (%) presents an unexpectedly low
negative correlation with the reaction time and positive correlations with % C and % N,
but it is independent of the temperature. In fact, the temperature only presents a positive
correlation with the C/N molar. In this approach, including the 80 ◦C series data, a direct
correlation between time and conversion is shown since the greatest conversion values are
reaching for this series for the longest reaction times considered, but an inverse correlation
between temperature and H% is observed, and a direct correlation between EOR and % O
is conserved.

The greatest effect of the MWR seems to be to lead to lower conversion degrees
independent of the reaction time and even of the temperature, in strong agreement with the
above qualitative analysis of the data. Thus, the MWR influence on the conversion degree in
the cyanide polymerizations beyond the working temperature and even the reaction time is
statistically consistent. These lower conversion values, with respect to the procedures using
CTH, could be related to decomposition, oxidation and hydrolysis secondary processes
during the aqueous cyanide polymerization, as discussed in detail in [30,37]. Because the
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reaction temperature does not seem to have a highly relevant statistical influence on the
chemical composition and some of the spectroscopic properties of the cyanide polymers
synthesized using MWR, we decided not to consider this variable in our further statistical
analysis. In this way, it was possible to more clearly see the effect of the reaction time on the
chemical composition properties of our polymeric system and to determine which reaction
conditions are more robust and favorable to obtain a cyanide polymer with a concrete
composition. Thus, CATPCA was made for each of the series of experiments at 170 ◦C,
190 ◦C and 205 ◦C (Figure 5a–c). In addition, a CATPCA for the 80 ◦C series was also
carried out with comparative purposes (Figure 5d). It is a first view that the data for the
points corresponding to the triplicate experiments are more dispersed in the 80 ◦C series
than in the MWR polymerization experiments. Moreover, considering these groupings,
the experiments at 170 ◦C seem to be the more reproducible series. Interestingly, while
for the series at 170 ◦C and 205 ◦C, the conversion has strong direct correlations with the
% C and with the C/H molar being independent of the reaction time, for the 190 ◦C, the
conversion values are strongly related to the % H and are inversely correlated with the
reaction time. However, in all cases, including both MWR and CTH, α (%) presents an
inverse correlation with % O, i.e., when a greater value of α (%) reaches a minor value
of % O in the macrostructure of the NH4CN polymers. However, the % O is strongly
directly related to the EOR (%) values in the three MWR series but independent of the 80 ◦C
series. In fact, this last result was previously described for NH4CN polymerization under
CTH, where the EOR values directly increased with the α (%) values [35] (please compare
Figure 5 with Figure 13 from reference [35]). Thus, the EOR values obtained from cyanide
polymers synthesized at 75–90 ◦C using CTH showed positive correlations with the C/N
ratios but were independent of the % O and the C/O and N/O ratios [35]. In contrast,
in the present case, for analogous cyanide polymerizations assisted by MWR, the EOR
values present a strong direct correlation with the % O, strong negative correlations with
the C/O and N/O ratios and a direct correlation with the C/N molar relationship. This
result, considering the EOR values, will also be reflected in the PCA of the FTIR spectra of
all these samples, as will be shown in the next sections.
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Figure 2. Evolution of the molar relationships for the three series of experiments carried out using
MWR against reaction time (for details, please see Table S2). (a) C/N molar relationships; (b) C/O
molar relationships; (c) C/H molar relationships and (d) N/O molar relationships. These molar
relationships represent the average values of three independent samples for each reaction condition.

Therefore, the cyanide polymerizations assisted by MWR seem to be more reproducible
and robust than the cyanide polymerizations carried out using CTH, especially those
performed at 170 ◦C, according to the grouping of the triplicate experiments (marked as
ellipses in Figure 5). However, the prediction of the evolution of the chemical characteristics
of these macromolecular systems over time is not obvious when MWR is considered for
their syntheses. In contrast, the CTH experiments can be grouped following a timeline in
short reaction times (24–72 h), intermediate reaction times (96 h) and long reaction times
(120–168 h) with a clear statistical evolution of the system over time with respect to the
chemical composition (Figure 5d).

As a result, the more relevant statistical conclusions of these first multivariate analyses
are that increasing the reaction time leads to more reduced macrostructures with an increase
in the conversion values when CTH is used, and on the contrary, MWR-assisted cyanide
polymerizations produce more oxidized structures, especially at 205 ◦C, at longer reaction
times, independent of the conversion values reached. Thus, the MWR is noteworthy to
the cyanide polymerization processes beyond decreasing the conversion values, changing
the elemental composition and the spectroscopic characteristics of the final products with
respect to the analogous NH4CN polymers obtained using CTH. These spectroscopic
differences have been appreciated by PCA for FTIR and UV-Vis spectra, as will be discussed
in the next sections.

3.1.2. PCA of the FTIR Spectra for the Cyanide Polymers

Generally, HCN-derived polymers show very similar FTIR spectra, independent of
the experimental synthetic conditions used for their production, as shown in Figure 3
and widely shown in the literature [54–58,60]. However, the second derivative for the
whole range of the IR spectrum, from 4000 to 400 cm−1, or for a specific spectral region is
largely used together with chemometric methods for the classification and identification of
samples with different natures [61–63]. Thus, as a first step to evaluate the suitability of the
chemometric methods using the FTIR spectra for the classification of cyanide polymers, the
80 ◦C series was chosen. For PCA, using the whole spectra, different spectral regions and
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several Savitzky–Golay (SG) second derivatives with different window sizes of points were
performed (Figures S2–S5).
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Figure 3. (a–c) Representative FT-IR spectra of NH4CN polymers synthesized at the indicated
temperatures and using the shown reaction times in each graph, by assisted MWR to reach the
corresponding temperature and from equimolar water solutions of NaCN and NH4Cl (1 M). (d) Values
of EOR (%) vs. conversion degree for cyanide polymers synthesized at the temperatures indicated
in the legend using MWR. The average EOR (%) values were calculated from the data shown in
Table S2.

The coefficient scores obtained in PCAs can be used to calculate hierarchical dendro-
grams. Dendrograms have the advantage that they allow one to see how experiments are
grouped according to their spectral data, as shown in Figures S2–S5, where the clustering
of the experiments based on the FTIR spectra can be seen (Figure S2); second derivative
of the FTIR spectra (4000–450 cm−1) with 13 smooth points (Figure S3a) and 20 smooth
points (Figure S3b); second derivative of the spectral IR region from 2300 to 2100 cm−1 with
13 points of smoothing (Figure S4a) or using 20 points of smoothing (Figure S4b); second
derivative of the IR spectral region from 1820 to 950 cm−1 using 13 points of smoothing
(Figure S5a) or with 20 points of smoothing (Figure S5b). As a better approach for a primary
classification of the cyanide polymers, the second derivative of the 2300–2100 cm−1 spectral
region with 20 smoothing points was selected, in good agreement with this region being
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considered the hallmark of HCN-derived polymers, as explained in detail in [35,58,60]. In
addition, the EOR values are directly related to these features and, as discussed above,
there is a different consistent statistical relationship between the EOR and the chemical
composition of the polymers obtained by MWR or by using CTH. In the MWR-assisted
polymerizations, the increase in the EOR values is directly related to a greater content
of oxygen in the cyanide-derived macrostructures and, in contrast to using the CTH, the
observed relationship is the opposite. Taking into account all these considerations, new
statistical analyses were carried out using the second derivative of the nitrile spectral region
(Figure 6), leading to classification into two main groups (Figure 6e). One group included
all samples synthesized using CTH and the second group included those obtained using
MWR. In addition, a certain subgrouping of the 170 ◦C and 205 ◦C series is also observed
with the samples of the 190 ◦C series between the two other subgroups. This PCA explains
98% of the total variance with only two components. The same main classification can be
observed better by the dendrogram shown in Figure S6. A very clear grouping of the sam-
ples from the 80 ◦C series is identified (Cluster I), the samples from the 170 ◦C series also
present an ordered grouping (cluster III) with the exception of the triplicate experiments
13–15 (Table S1) (cluster II), which present a singular behavior, as mentioned above, with an
exceptionally high value of conversion and a notably low EOR value (Figure 1b), and the
experiments from the 205 ◦C series are clearly grouping (cluster II) with the exception of
the triplicate 46–48 (Table S1). However, those samples prepared using equivalent reaction
times based on the microwave reactor manufacture from the 190 ◦C and 205 ◦C series
appear grouped together with one of the triplicates of the 170 ◦C series in cluster II, as was
expected (samples 4, 22–24 and 43–45). Interestingly, the samples from the 190 ◦C series
prepared using the longer reaction time are present in cluster II and those from the shorter
reaction times are present in cluster III between the samples of the 170 ◦C series.

As a result, the PCA of the second derivative of the nitrile FTIR spectral region is in
good agreement with the CATPCA grouping shown in Figure 4, providing, in this way,
a practical classification of the cyanide polymers described herein. In addition, the PCA
of the second derivative of the nitrile FTIR spectral region seems to be a suitable method
for the first classification of cyanide polymers synthesized at different temperatures and
secondarily with respect to the reaction time.

3.1.3. PCA for the Thermal Analysis Data from the Gel Fractions

Thermal analysis techniques are considered useful tools for the distinction of HCN
polymers with very similar FTIR spectra, and DTG and DSC are good fingerprints for
the classification of these types of samples [64]. Moreover, the thermal analysis of HCN
polymers synthesized under hydrothermal conditions has scarcely been explored [6,9,65].
Therefore, first, the TGA and DTG curves will be examined globally prior to the PCA study
to obtain structural information, which could be related to the results discussed above.

Significant differences were found through analysis of the thermal behavior of the
different series from the MWR polymerizations (Figure 7). For example, the % in weight
of the chars after heating the samples up to 1000 ◦C is higher for the series synthesized at
205 ◦C and notably greater than the percent of char in the CTH series (Figures 7a–c and S7).
Generally, the increase in the char for these types of polymers is related to a greater degree
of cross-linking by oxidized groups, such as intermolecular amide bonds or intramolecular
bonds, which lead to the formation of lactams, and by a greater conjugation in the sys-
tem [64]. This fact can be related to higher oxidation in the macromolecular system that is
observed for the series at 205 ◦C, but again, these relationships are not so clear for the series
at 170 ◦C and 190 ◦C, unlike for the 80 ◦C series (please compare Figure 1 with Figure S7).
In addition, annelation processes cannot be ruled out in the generation of the chars since
the TG/MS curves show m/z 2 fragments linked to the loss of H2, which can be associated
with the generation of new rings at high temperatures (Figure 8).
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The profiles of all the DTG curves shown in Figure 7d–f are similar to the profiles re-
ported previously for other HCN-derived polymers and they will not be discussed in detail.
However, the thermal peak observed at 220–260 ◦C assigned to the thermal decomposition
of the weakest bonds [9] decreases with increasing polymerization temperature but also
with increasing reaction time in the three MWR series. This last result was also observed for
the 80 ◦C series (Figure 7d–f of this manuscript and Figure 6b of [29] for the 80 ◦C series).
It seems that the longer reaction times and the increase in the synthesis temperature lead
to the production of macrostructures with a minor presence of these thermal labile bonds.
Based on the TG/MS curves, the weakest bonds are related to fragment m/z 44, which can
be assigned to the loss of CO2 and/or HC(=NH)NH2 or HCONH-(Figure 8). This fragment
was also observed in other HCN-derived polymers [64,65] but with different profiles. Con-
sidering the heterogeneous nature of the NH4CN polymers and the proposed hypothetical
structures, it might be considered that the thermal decomposition step at ≈263 ◦C is related
to decarboxylation processes of linear hydrolyzed polyamide structures (Scheme 4 in [6])
and the steps at 435 and 883 ◦C with thermal breakage of the unhydrolyzed polyamide
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structures (Scheme 4 in [6] and Scheme 1 in [64]). Therefore, at higher temperatures and
longer reaction times, the presence of polyamide chains would be minor in the NH4CN
polymers generated because the high synthesis temperatures for cyanide polymerization
seem to increase the production of extended heterocyclic macrostructures. The other
main TG/MS curves correspond to the fragments m/z 17 (NH3/-OH), 18 (NH4

+/H2O),
26 (-CN) and 27 (HCN), which can be directly associated with the main loss weight steps
shown in the DTG curves (please compare Figures 7d–f and 8). Other TG/MS curves
were observed: m/z 12 (C), m/z 13 (−CH−), m/z 15 (−NH−), m/z 16 (−NH2), m/z
24 (−C−C), m/z 28 (N2/CO), m/z 30 (NO), m/z 42 (−NCO), m/z 43 (HNCO/HOCN), m/z
45 (HCONH2), m/z 52 (−N=C-C=N−/−N=C−CH=CH) and m/z 53 (HN=C−CH=CH)
(Figure 8). All these TG/MS peaks, herein indicated, were also reported previously for other
HCN−derived polymers, and a more detailed analysis is beyond the scope of the present
work. However, note that all these fragments observed in the samples from the MWR series
were previously detected in HCN−derived polymers synthesized using CTH, although
the profiles of the TG/MS curves were different. This result could indicate a similar but
not identical structural characteristic, likely due to different proportions between the linear
chains, the heterocycle chains, the extended macrocyclic structures and the presence of
bidimensional macrostructures, as can be inferred from the DRX patterns of the samples
from the cyanide polymerization assisted by MWR, Figure 9, and those previously reported
for the 80 ◦C series and for the assisted MWR of cyanide polymerization at 180 ◦C (please
see [10,37]).
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Figure 6. Second spectral derivatives in the FTIR nitrile spectral region (2300–2100 cm−1) from gel
fractions of the cyanide polymerizations: (a) using conventional heating at 80 ◦C and (b–d) assisted
by MWR at different temperatures, 170, 190 and 205 ◦C, respectively; (e) PCA of the dispersion of
the second derivatives of the IR nitrile spectral region (2300–2100 cm−1). The FTIR spectra are from
each of the triplicates of the samples synthesized using the conditions shown in Table S1 (please
compare with the dendrogram in Figure S6). The second derivatives of the FTIR spectra of the 80 ◦C
series correspond to the FTIR spectra previously reported in [29], shown here as control experiments.
A total of ninety FTIR spectra were considered (Figure S6). Similar to Figure 4, the experiments are
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grouped into two main clusters: a heterogeneous group (MWR) and a homogeneous group consisting
of the experiments performed at 80 ◦C (CTH).
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Figure 7. (a–c) Representative TG curves for NH4CN polymers synthesized at different temperatures and
reaction times as indicated in the legends of the figure; (d–f) DTG curves corresponding to the TG curves.

To better interpret these thermal analytical results, an additional PCA of the DTG
curves was carried out, and a suitable grouping was observed (Figure 10). This PCA
explains 98% of the total variance with only two components. Again, the coefficient scores
obtained in the PCAs were arranged in a hierarchical dendrogram where two clusters
could be observed. The first cluster (Cluster I) shows a strong grouping of the four samples
synthesized using equivalent reaction times; the rest of the samples from the 80 ◦C series
and the samples from the 170 and 190 ◦C series were synthesized using shorter reaction
times. In contrast, Cluster II shows the samples from the experiments carried out at
the highest temperature, the 205 ◦C series, and the samples from the 170 ◦C and 190 ◦C
series produced using the longest reaction times. In addition, only one sample is clearly
ungrouped due to its particular DTG curve shape, as seen clearly in Figure 7e.
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Figure 8. TG−MS curves for NH4CN polymers synthesized using MWR and water as solvent.
Synthetic conditions of the NH4CN polymers, in blue: 170 ◦C/18 min; in red: 205 ◦C/2 h.
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Figure 10. Hierarchical dendrogram based on PCA of DGT curves. Two clusters could be observed
(indicated by ellipses). One of these groups (Cluster I) together, mostly samples taken at lower
temperatures, and the other cluster (Cluster II) at higher temperatures or longer reaction times. The
numeration of the experiments corresponds with Table S1. In blue, the samples from the 80 ◦C series,
in green from the 170 ◦C series, in yellow from the 190 ◦C series and in red from 205 ◦C series. The
samples in boxes are samples synthesized using equivalent reaction times based on the specifications
of the microwave manufacturer.

Thus, the PCA of the DTG curves indicates a clear clustering of the samples based
on the temperature and the reaction time, in strong agreement with the results discussed
above. Therefore, the shape of the DTG is statistically consistent for classifying HCN-
derived polymers as a function of the synthetic conditions used for their production.

3.2. PCA for UV-Vis Spectra of the Sol Fractions

The UV-Vis spectra of the soluble fractions from each reaction described above were
registered to find complementary information about the progress of cyanide polymerization
over time beyond the results obtained from the gel fractions and to compare the statistical
results obtained from both fractions. Thus, the UV-Vis spectra of all soluble raw fractions
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(sol fractions) obtained at the same reaction times as their corresponding gel fractions
(Table S1) were registered (Figure 11a–d). All the UV-Vis spectra from the MWR series
show three main absorption bands centered at 230 nm, ~260 nm and ~340 nm (for a detailed
assignment of these bands and their hypsochromic shifts, please see [10]). Herein, the bands
at 230 nm are not considered for clarity in the figures and for a better statistical treatment
of the data. Note that the intensity of the bands centered at ~260 and at ~340 nm change
with the reaction time and that these bands are not observed in the UV-Vis spectra from
the CTH series. Therefore, the relationships between the absorbance of these bands along
the reaction time were represented to describe the progress of the cyanide polymerizations
from the MWR series (Figure 11e), as was carried out in previous and directly related
studies [10,51]. Specific details about the CTH series are discussed in [36] and, therefore,
herein, they are not shown. A fluctuating behavior of the systems is observed at 170 ◦C and
190 ◦C, as expected based on previous results about the NH4CN polymerization assisted
by MWR at 180 ◦C [10]. However, the fluctuation pattern is different for each temperature
(Figure 11e). In contrast, the data from the 205 ◦C series can be fitted to a Hill equation
that was made for syntheses at lower temperature using CTH [51]. Notably, the fitting
shows a decreasing Hill curve and no growing function, as previously reported, indicating
a significantly clear effect of the MWR in the cyanide polymerization process in the sol
fractions. The approach to the timely progress to the polymerizations shown in Figure 11e
indicates that the behavior of the system at 205 ◦C is different with respect to the other two
MWR series and highly dissimilar to the CTH. In fact, the PCA of the UV-Vis spectra of all
these samples indicates a clear grouping of the CTH and the MWR series with a reasonable
subgrouping of the samples synthesized at 205 ◦C (Figure 12). This PCA explains 84% of
the total variance by two components. The same results can also be observed from the
dendrogram shown in Figure S8. A very strong grouping of the samples from the 80 ◦C
series is identified in a clear cluster.

As a summary of all the results reported above, we can say that: (i) PCA studies from
the FTIR spectra and the UV-Vis spectra show similar groupings, indicating a strong group-
ing of samples from CTH experiments due to a significant effect of the MWR; (ii) CATPCA
using the data from chemical composition, conversion values and EOR (%) from the gel
fractions provides very similar groupings of the samples to PCA studies using spectral data.
In this way, all the data used in the present work statistically indicate a very robust and
experimentally highly reproducible cyanide chemistry; (iii) despite the apparently random
behavior of cyanide polymerizations assisted by MWR over time, the PCA of the FTIR and
UV-Vis spectra points out the grouping of the samples as a function of the temperature,
observing acceptable groupings of the samples from the series at 170 ◦C and 205 ◦C, with
the samples at 190 ◦C inserted between them. Thus, although detailed kinetic studies
were not possible, as in the case of the CTH reactions, again, the effect of the temperature
is observed in the cyanide polymerizations assisted by MWR as well as in the thermal
properties of the final obtained products.
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Figure 11. UV-Vis spectra of the raw soluble fractions (sol fractions) from the cyanide polymerizations:
(a) using conventional heating at 80 ◦C, and (b–d) assisted by MWR at different temperatures, 170, 190
and 205 ◦C, respectively, from each of the triplicates of the samples synthesized using the conditions
shown in Table S1; (e) evolution of the relationship between the intensity of the main bands observed
in the UV-Vis spectra from the MWR series over time.
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4. Concluding Remarks and Outlooks

Hydrothermal cyanide polymerization has been statistically proven to be a very
complex system.

The studies on NH4CN polymerization assisted by MWR prove, once again, that the
cyanide polymerization processes depend on the temperature and that the properties of
the reaction products are directly related to the temperature and the reaction time chosen
for their synthesis. The evolution of the chemical composition of the cyanide polymers
over time cannot be predicted when the polymerizations are assisted by MWR nor can the
conversion limit values be predicted, as demonstrated for the cyanide polymerizations
carried out using CTH. However, working at different temperatures, the election of equiva-
lent reaction times leads to cyanide polymers with similar spectroscopic properties and
very similar thermal stability. In addition, for fixed reaction conditions, the MWR ensures
a stronger reproducibility for the cyanide polymer syntheses than the CTH, which was
statistically confirmed.

Recently, analysis for N-heterocycles of the sol fractions from experiments simulating
aerial and subaerial alkaline hydrothermal systems using CTH and MWR, respectively, has
been shown to lead to the identification of mostly triazines in the first case and pyrimidines
for the second one [11]. Considering these previous results and the statistical analysis
discussed herein, if the MWR experiments are good simulations of subaerial alkaline hy-
drothermal systems, the cyanide chemistry in the subaerial part of the systems would be
truly different from the cyanide chemistry in the aerial part. Assuming pressure gradients
across the hydrothermal environments and considering that the pressure could play an
important role in the diffusion processes during the cyanide polymerizations, this factor
may be responsible for the significant differences observed between the CTH and MWR
experiments. Kinetic studies in CTH cyanide polymerizations have shown that a first
chemical control step is followed by diffusion control [36]. The working pressures of
the MWR experiments of the 170 ◦C, 190 ◦C and 205 ◦C series were 10, 14 and 18 bars,
respectively. They are the maximum pressure reached in each series of experiments and
are directly dependent on the temperature chosen during the microwave-assisted poly-
merizations [10]. On the contrary, the 80 ◦C series was carried out at ambient pressure.
Therefore, the effect of diffusion under each reaction condition could be very different.
Moreover, hydrolysis processes during cyanide polymerization can be increased not only
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by high temperature [37] but also by high pressure, and together with a variation in the
diffusion effects, could be responsible for the decrease in the conversion limit values in
the NH4CN polymerizations assisted by MWR. Cyanide polymerization is well known to
be a very complex chemical system [12–14,16,66], but herein, it was clearly supported by
statistical methods that the complexity of the system is clearly increasing due to the effect
of the MWR. Therefore, if the MWR is adequate to mimic subaerial hydrothermal systems,
the plausible prebiotic chemistry in these environments would likely be more intricate than
the plausible prebiotic chemistry in the aerial part of the system. Moreover, in the line
of work considering HCN polymers as keystones to understand the increasing molecular
complexity in abiotic scenarios, the results here show a clear example of an approach to
the “messy chemistry” proposed by Mamajanov and co-workers as a way to address some
questions about the origins of life [67]. In fact, from a prebiotic and astrobiological point
of view, the multivariate methodology using the second derivative of a particular spectral
region can be useful as a proper tool for the classification of complex prebiotic substances,
such as HCN polymers, as well as tholins [68], since both present, in some cases, very
similar FTIR spectra, although their composition and properties are different and depend
on the synthetic conditions used for their production [60,69]. Thus, the use of the PCA of
the FTIR spectra from synthetic samples and observational data could be of great interest
in astrobiological studies about the complex atmospheric chemistry of Titan (the largest
moon of Saturn) since the role of HCN in the generation of the orange haze of this satellite
has been proposed to be very significant [70–72]. In addition, HCN polymers have been
suggested as the oldest organic substances in the Solar System [73,74]. The multivariate
analysis of the FTIR spectra of organic extracts present in carbonaceous chondrites with
respect to synthetic samples could provide clues about their formation in outer space.

Finally, the MWR offers the possibility to reduce the noteworthy reaction times and
to increase the reproducibility and robustness of the syntheses with respect to the CTH
polymerizations. Both aspects are of high interest on the industrial scale due to the growing
interest of HCN polymers in the materials science field. Therefore, the present study
encourages finding new reaction conditions to obtain HCN polymers by assisted MWR
synthesis, leading to greater yields with low cost and using green solvents, knowing that
the size of the particles would be lower than the size of the particles obtained under
CTH [30,37].

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/polym15020410/s1, Figure S1: Variance accounted for
by each question; Figure S2: Hierarchical dendrogram based in principal component analysis of FT-IR
sectors normalized (Series 80 ◦C); Figure S3: Hierarchical dendrogram based in principal component
analysis of 2nd derivate FT-IR spectra (4000–450 cm−1) (Series 80 ◦C); Figure S4: Hierarchical den-
drogram based in principal component analysis of 2nd derivate FT-IR spectral region from 2300 to
2100 cm−1 (Series 80 ◦C); Figure S5: Hierarchical dendrogram based in principal component analysis
of 2nd derivate FT-IR spectral region from 1820 to 950 cm−1 (Series 80 ◦C); Figure S6: Hierarchical
dendrogram based in principal component analysis of the 2nd derivate of the FTIR spectral region
from 2300 to 2100 cm−1; Figure S7: Evolution of the char (%) after heating of the samples at 1000 ◦C
as function of the reaction time; Figure S8: Hierarchical dendrogram based in principal component
analysis of the UV-vis spectra. Table S1: Reaction conditions for the production of NH4CN polymers
from equimolar solutions of NaCN and NH4Cl (1 M); Table S2: Elemental analysis data and the EOR
(%) values for NH4CN polymers; Table S3: CATPCA correlation matrix and eigenvalues.

Author Contributions: C.P.-F., investigation, formal analysis and validation; E.G.-T., formal anal-
ysis and writing—original draft preparation; E.M.-M., supervision, editing and funding acquisi-
tion; M.R.-B., conceptualization, methodology, formal analysis, writing—original draft preparation,
writing—review and editing. All authors have read and agreed to the published version of the
manuscript.

Funding: This research was funded by grants PID2019-104205GB-C21, PID2019-107442RBC32 and
PID2019-104205GB-C22 from the Spanish Ministry of Science and Innovation/State Agency of Re-
search MCIN/AEI/10.13039/501100011033.

https://www.mdpi.com/article/10.3390/polym15020410/s1


Polymers 2023, 15, 410 22 of 24

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Acknowledgments: C.P.-F., E.G.-T., E.M.-M. and M.R.-B. used the research facilities at the Centro de
Astrobiología (CAB) and were supported by the Instituto Nacional de Técnica Aeroespacial “Esteban
Terradas” (INTA). Additionally, the authors are grateful to Mª Teresa Fernández for performing the
XRD measurements and the “Servicio de Análisis Térmico” of ICMM (CSIC, Spain). C.P-F. also
thanks to the project PRE2018-085781.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References
1. Oró, J. Synthesis of Adenine from Ammonium Cyanide. Biochem. Biophys. Res. Commun. 1960, 2, 407–412. [CrossRef]
2. Matthews, C.N.; Moser, R.E. Prebiological Protein Synthesis. Proc. Natl. Acad. Sci. USA 1966, 5, 1087–1094. [CrossRef] [PubMed]
3. Ferris, J.P.; Hagan, W.J. HCN and Chemical Evolution: The Possible Role of Cyano Compounds in Prebiotic Synthesis. Tetrahedron

1984, 40, 1093–1120. [CrossRef]
4. Yadav, M.; Kumar, R.; Krishnamurthy, R. Chemistry of Abiotic Nucleotide Synthesis. Chem. Rev. 2020, 120, 4766–4805. [CrossRef]
5. Ruiz-Bermejo, M.; Zorzano, M.-P.; Osuna-Esteban, S. Simple Organics and Biomonomers identified in HCN Polymers. Life 2013,

3, 421–448. [CrossRef] [PubMed]
6. Ruiz-Bermejo, M.; de la Fuente, J.L.; Pérez-Fernández, C.; Mateo-Martí, E. A Comprehensive Review of HCN-derived Polymers.

Processes 2021, 9, 597. [CrossRef]
7. Marín-Yaseli, M.R.; Mompeán, C.; Ruiz-Bermejo, M. A Prebiotic Synthesis of Pterins. Chem. Eur. J. 2015, 21, 13531–13534.

[CrossRef]
8. Marín-Yaseli, M.R.; González-Toril, E.; Mompeán, C.; Ruiz-Bermejo, M. The role of the aqueos aerosols in the “Glyoxylate

Scenario”: An experimental approach. Chem. Eur. J. 2016, 26, 12785–12799. [CrossRef]
9. Villafañe-Barajas, S.A.; Ruiz-Bermejo, M.; Rayo-Pizarroso, P.; Gálvez-Martínez, S.; Mateo-Martí, E.; Colín-García, M. A serpentinite

lizardite-HCN interaction leading the increasing of molecular complexity in an alkaline hydrothermal scenario: Implications for
the origin of life studies. Life 2021, 11, 661. [CrossRef]

10. Hortal, L.; Pérez-Fernández, C.; de la Fuente, J.L.; Valles, P.; Mateo-Martí, E.; Ruiz-Bermejo, M. A Dual Perspective on the
Microwave-Assisted Synthesis of HCN Polymers towards the Chemical Evolution and Design of Functional Materials. Sci. Rep.
2020, 10, 22350. [CrossRef]

11. Pérez-Fernández, C.; Vega, J.; Rayo-Pizarroso, P.; Mateo-Marti, E.; Ruiz-Bermejo, M. Prebiotic synthesis of noncanonical
nucleobases under plausible alkaline hydrothermal conditions. Sci. Rep. 2022, 12, 15140. [CrossRef] [PubMed]

12. Sandström, H.; Rahm, M. The Beginning of HCN Polymerization: Iminoacetonitrile Formation and Its Implications in Astrochem-
ical Environments. ACS Earth Space Chem. 2021, 5, 2152–2159. [CrossRef] [PubMed]

13. Nandi, S.; Bhattacharyya, D.; Anoop, A. Prebiotic Chemistry of HCN Tetramerization by Automated Reaction Search. Chem. Eur.
J. 2018, 24, 4885–4894. [CrossRef] [PubMed]

14. Andersen, J.L.; Andersen, T.; Flamm, C.; Hanczyc, M.M.; Merkle, D.; Stadler, P.F. Navigating the Chemical Space of HCN
Polymerization and Hydrolysis: Guiding Graph Grammars by Mass Spectrometry Data. Entropy 2013, 15, 4066–4083. [CrossRef]

15. Patel, B.H.; Percivalle, C.; Ritson, D.J.; Duffy, C.D.; Sutherland, J.D. Common Origins of RNA, Protein and Lipid Precursors in a
Cyanosulfidic Protometabolism. Nat. Chem. 2015, 7, 301–307. [CrossRef]

16. Das, T.; Ghule, S.; Vanka, K. Insights into the Origin of Life: Did It Begin from HCN and H2O? ACS Cent. Sci. 2019, 5, 1532–1540.
[CrossRef]

17. Pearce, B.K.D.; Molaverdikhani, K.; Pudritz, R.E.; Henning, T.; Cerrillo, K.E. Toward RNA Life on Early Earth: From Atmospheric
HCN to Biomolecule Production in Warm Little Ponds. Astrophys. J. 2022, 932, 9. [CrossRef]

18. D’Ischia, M.; Manini, P.; Moracci, M.; Saladino, R.; Ball, V.; Thissen, H.; Evans, R.A.; Puzzarini, C.; Barone, V. Astrochemistry and
Astrobiology: Materials Science in Wonderland? Int. J. Mol. Sci. 2019, 20, 4079. [CrossRef]

19. Thissen, H.; Evans, R.A.; Ball, V. Films and Materials Derived from Aminomalonnonitrile. Processes 2021, 9, 82. [CrossRef]
20. Thissen, H.; Koegler, A.; Salwiczek, M.; Easton, C.D.; Qu, Y.; Lithgow, T.; Evans, R.A. Prebiotic-Chemistry Inspired Polymer

Coatings for Biomedical and Material Science Applications. NPG Asia Mater. 2015, 7, e225. [CrossRef]
21. Menzies, D.J.; Ang, A.; Thissen, H.; Evans, R.A. Adhesive Prebiotic Chemistry Inspired Coatings for Bone Contacting Applications.

ACS Biomater. Sci. Eng. 2017, 3, 793–806. [CrossRef] [PubMed]
22. Chen, W.-H.; Liao, T.-Y.; Thissen, H.; Tsai, W.-B. One-Step Aminomalononitrile-Based Coatings Containing Zwitterionic Copoly-

mers for the Reduction of Biofouling and the Foreign Body Response. ACS Biomater. Sci. Eng. 2019, 5, 6454–6462. [CrossRef]
[PubMed]

http://doi.org/10.1016/0006-291X(60)90138-8
http://doi.org/10.1073/pnas.56.4.1087
http://www.ncbi.nlm.nih.gov/pubmed/5230134
http://doi.org/10.1016/S0040-4020(01)99315-9
http://doi.org/10.1021/acs.chemrev.9b00546
http://doi.org/10.3390/life3030421
http://www.ncbi.nlm.nih.gov/pubmed/25369814
http://doi.org/10.3390/pr9040597
http://doi.org/10.1002/chem.201502345
http://doi.org/10.1002/chem.201602195
http://doi.org/10.3390/life11070661
http://doi.org/10.1038/s41598-020-79112-5
http://doi.org/10.1038/s41598-022-19474-0
http://www.ncbi.nlm.nih.gov/pubmed/36071125
http://doi.org/10.1021/acsearthspacechem.1c00195
http://www.ncbi.nlm.nih.gov/pubmed/34476321
http://doi.org/10.1002/chem.201705492
http://www.ncbi.nlm.nih.gov/pubmed/29369429
http://doi.org/10.3390/e15104066
http://doi.org/10.1038/nchem.2202
http://doi.org/10.1021/acscentsci.9b00520
http://doi.org/10.3847/1538-4357/ac47a1
http://doi.org/10.3390/ijms20174079
http://doi.org/10.3390/pr9010082
http://doi.org/10.1038/am.2015.122
http://doi.org/10.1021/acsbiomaterials.7b00038
http://www.ncbi.nlm.nih.gov/pubmed/33440500
http://doi.org/10.1021/acsbiomaterials.9b00871
http://www.ncbi.nlm.nih.gov/pubmed/33417798


Polymers 2023, 15, 410 23 of 24

23. Cheng, S.-Y.; Chiang, Y.-L.; Chang, Y.-H.; Thissen, H.; Tsai, S.-W. An aqueous-based process to bioactivate poly(ε-
caprolactone)/mesoporous bioglass composite surfaces by prebiotic chemistry-inspired polymer coatings for biomedical
applications. Colloids Surf. B Biointerfaces 2021, 205, 111913. [CrossRef] [PubMed]

24. Liao, T.-Y.; Easton, C.D.; Thissen, H.; Tsai, W.-B. Aminomalononitrile-Assisted Multifunctional Antibacterial Coatings. ACS
Biomater. Sci. Eng. 2020, 6, 3349–3360. [CrossRef]

25. Ball, V. Antioxidant Activity of Films Inspired by Prebiotic Chemistry. Mater. Lett. 2021, 285, 129050. [CrossRef]
26. Pérez-Fernández, C.; Ruiz-Bermejo, M.; Gálvez-Martínez, S.; Mateo-Martí, E. A XPS study of HCN-derived films on pyrite

surfaces: A prebiotic chemistry standpoint towards the development of protective coatings. RSC Adv. 2021, 11, 20109–20117.
[CrossRef]

27. Ruiz-Bermejo, M.; García-Armada, P.; Mateo-Martí, E.; de la Fuente, J.L. HCN-derived polymers from thermally induced
polymerization of diaminomaleonitrile: A non-enzymatic peroxide sensor based on prebiotic chemistry. Eur. Polym. J. 2022, 162,
110897. [CrossRef]

28. Zhou, X.; Fang, Y.; Su, Y.; Ge, C.; Jin, B.; Li, Z.; Wu, S. Preparation and Characterization of Poly-Hydrogen Cyanide Nanofibers
with High Visible Light Photocatalytic Activity. Catal. Commun. 2014, 46, 197–200. [CrossRef]

29. Ruiz-Bermejo, M.; de la Fuente, J.L.; Carretero-González, J.; García-Fernández, L.; Aguilar, M.R. A comparative study of HCN
polymers synthesized from NH4CN or DAMN polymerization in aqueous media: New perspectives for prebiotic chemistry and
material science. Chem. Eur. J. 2019, 25, 11437–11455. [CrossRef]

30. Ruiz-Bermejo, M.; García-Armada, P.; Valles, P.; de la Fuente, J.L. Semiconducting soft submicron particles from the microwave-
driven polymerization of diaminomaleonitrile. Polymers 2022, 14, 3460. [CrossRef]

31. Jung, J.; Menzies, D.J.; Thissen, H.; Easton, C.D.; Evans, R.A.; Henry, R.; Deletic, A.; McCarthy, D.T. New prebiotic chemistry
inspired filter media for stormwater/greywater disinfection. J. Hazard. Mater. 2019, 378, 120749. [CrossRef] [PubMed]

32. Rahm, M.; Lunine, J.I.; Usher, D.A.; Shalloway, D. Polymorphism and Electronic Structure of Polyimine and Its Potential
Significance for Prebiotic Chemistry on Titan. Proc. Natl. Acad. Sci. USA 2016, 113, 8121–8126. [CrossRef] [PubMed]

33. Yang, C.; Wang, B.; Zhang, L.; Yin, L.; Wang, X. Synthesis of layered carbonitrides from biotic molecules for photoredox
transformations. Angew. Chem. Int. Ed. 2017, 56, 6627. [CrossRef] [PubMed]

34. Toh, R.J.; Evans, R.; Thissen, H.; Voelcker, N.H.; d’Ischia, M.; Ball, V. Deposition of Aminomalononitrile-Based Films: Kinetics,
Chemistry, and Morphology. Langmuir 2019, 35, 9896–9903. [CrossRef] [PubMed]

35. Fernández, A.; Ruiz-Bermejo, M.; de la Fuente, J.L. Modelling the Kinetics and Structural Property Evolution of a Versatile
Reaction: Aqueous HCN Polymerization. Phys. Chem. Chem. Phys. 2018, 20, 17353–17366. [CrossRef] [PubMed]

36. Mas, I.; de la Fuente, J.L.; Ruiz-Bermejo, M. Temperature Effect on Aqueous NH4CN Polymerization: Relationship between
Kinetic Behaviour and Structural Properties. Eur. Polym. J. 2020, 132, 109719. [CrossRef]

37. Pérez-Fernández, C.; Valles, P.; González-Toril, E.; Mateo-Martí, E.; de la Fuente, J.L.; Ruiz-Bermejo, M. Tuning the morphology in
the nanoscale of NH4CN polymers synthesized by microwave radiation: A comparative study. Polymers 2022, 14, 57. [CrossRef]

38. Holm, N.G. (Ed.) Marine Hydrothermal Systems and the Origin of Life; Springer: Dordrecht, The Netherlands, 1992; pp. 15–31. ISBN
978-94-010-5216-0.

39. Martin, W.; Baross, J.; Kelley, D.; Russell, M.J. Hydrothermal Vents and the Origin of Life. Nat. Rev. Microbiol. 2008, 11, 805–814.
[CrossRef]

40. Colín-García, M.; Villafañe-Barajas, S.; Camprubí, A.; Ortega-Gutiérrez, F.; Colás, V.; Negrón-Mendoza, A. Prebiotic chemistry
in hydrothermal vent systems. In Handbook of Astrobiology, 1st ed.; Kolb, V.M., Ed.; CRC Press: Boca Raton, FL, USA, 2018; pp.
297–329. ISBN 978-13-151-5996-6.

41. Rimmer, P.B.; Shorttle, O. Origin of Life’s Building Blocks in Carbon-and Nitrogen-Rich Surface Hydrothermal Vents. Life 2019, 9,
12. [CrossRef]

42. Sojo, V.; Herschy, B.; Whicher, A.; Camprubí, E.; Lane, N. The Origin of Life in Alkaline Hydrothermal Vents. Astrobiology 2016,
16, 181–197. [CrossRef]

43. Burcar, B.T.; Barge, L.M.; Trail, D.; Watson, E.B.; Russell, M.J.; McGown, L.B. RNA Oligomerization in Laboratory Analogues of
Alkaline Hydrothermal Vent Systems. Astrobiology 2015, 15, 509–522. [CrossRef]

44. Wu, Y.-Y.; Figueira, F.L.; Van Steenberge, P.H.M.; D’hooge, D.R.; Zhou, Y.-N.; Luo, Z.-H. Bridging principal component analysis
and method of moments based parameter estimation for grafting of polybutadiene with styrene. Chem. Eng. J. 2021, 425, 130463.
[CrossRef]

45. Chiangraeng, N.; Armstrong, M.; Manokruang, K.; Lee, V.S.; Jiranusornkul, S.; Nimmanpipug, P. Characteristic Structural
Knowledge for Morphological Identification and Classification in Meso-Scale Simulations Using Principal Component Analysis.
Polymers 2021, 13, 2581. [CrossRef] [PubMed]

46. Héberger, K.; Milczewska, K.; Voelkel, A. Principal component analysis of polymer-solvent and filler-solvent interactions by
inverse gas chromatography. Colloids Surf. A Physicochem. Eng. Asp. 2005, 260, 29–37. [CrossRef]

47. Biancolillo, A.; Marini, F.; Ruckebusch, C.; Vitale, R. A Chemometric Strategies for Spectroscopy-Based Food Authentication.
Appl. Sci. 2020, 10, 6544. [CrossRef]

48. Mohammadi, M.; Khanmohammadi Khorrami, M.; Vatani, A.; Ghasemzadeh, H.; Vatanparast, H.; Bahramian, A.; Fallah, A.
Rapid determination and classification of crude oils by ATR-FTIR spectroscopy and chemometric methods. Spectrochim. Acta Part
A Mol. Biomol. Spectrosc. 2020, 232, 118157. [CrossRef] [PubMed]

http://doi.org/10.1016/j.colsurfb.2021.111913
http://www.ncbi.nlm.nih.gov/pubmed/34120089
http://doi.org/10.1021/acsbiomaterials.0c00148
http://doi.org/10.1016/j.matlet.2020.129050
http://doi.org/10.1039/D1RA02658E
http://doi.org/10.1016/j.eurpolymj.2021.110897
http://doi.org/10.1016/j.catcom.2013.12.019
http://doi.org/10.1002/chem.201901911
http://doi.org/10.3390/polym14173460
http://doi.org/10.1016/j.jhazmat.2019.120749
http://www.ncbi.nlm.nih.gov/pubmed/31226585
http://doi.org/10.1073/pnas.1606634113
http://www.ncbi.nlm.nih.gov/pubmed/27382167
http://doi.org/10.1002/anie.201702213
http://www.ncbi.nlm.nih.gov/pubmed/28471063
http://doi.org/10.1021/acs.langmuir.9b01497
http://www.ncbi.nlm.nih.gov/pubmed/31286777
http://doi.org/10.1039/C8CP01662C
http://www.ncbi.nlm.nih.gov/pubmed/29905340
http://doi.org/10.1016/j.eurpolymj.2020.109719
http://doi.org/10.3390/polym14010057
http://doi.org/10.1038/nrmicro1991
http://doi.org/10.3390/life9010012
http://doi.org/10.1089/ast.2015.1406
http://doi.org/10.1089/ast.2014.1280
http://doi.org/10.1016/j.cej.2021.130463
http://doi.org/10.3390/polym13162581
http://www.ncbi.nlm.nih.gov/pubmed/34451122
http://doi.org/10.1016/j.colsurfa.2005.02.029
http://doi.org/10.3390/app10186544
http://doi.org/10.1016/j.saa.2020.118157
http://www.ncbi.nlm.nih.gov/pubmed/32106028


Polymers 2023, 15, 410 24 of 24

49. Tomassetti, M.; Martini, E.; Castrucci, M.; Campanella, L.; Coppa, A. Chemometric Comparison of Data Files Using Several
Thermal Analytical Techniques for Dating Fossil Bones from Two Old Burial Sites. Curr. Anal. Chem. 2021, 17, 536–544. [CrossRef]

50. Francisco-Fernández, M.; Tarrío-Saavedra, J.; Naya, S.; López-Beceiro, J.; Artiaga, R. Statistical classification of early and late
wood through the growth rings using thermogravimetric analysis. J. Therm. Anal. Calorim. 2017, 127, 499–506. [CrossRef]

51. Marín-Yaseli, M.R.; Moreno, M.; de la Fuente, J.L.; Briones, C.; Ruiz-Bermejo, M. Experimental Conditions Affecting the Kinetics
of Aqueous HCN Polymerization as Revealed by UV-Vis Spectroscopy. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2018, 191,
389–397. [CrossRef] [PubMed]

52. Ter Braak, C.J.F.; Smilauer, P. CANOCO Reference Manual and Canodraw for Windows User’s Guide: Software for Canonical Community
Ordination; Microcomputer Power: New York, NY, USA, 2002.

53. Dalton, S.; Heatley, F.; Budd, P.M. Thermal stabilization of polyacrylonitrile fibres. Polymer 1999, 40, 5531–5543. [CrossRef]
54. Ruiz-Bermejo, M.; de la Fuente, J.L.; Rogero, C.; Menor-Salván, C.; Osuna-Esteban, S.; Martín-Gago, J.A. New insights into the

characterization of insoluble black HCN polymers. Chem. Biodiver. 2012, 9, 25–40. [CrossRef]
55. Liebman, S.A.; Pesce-Rodriguez, R.A.; Matthews, C.N. Organic Analysis of Hydrogen Cyanide Polymers: Prebiotic and

Extraterrestrial Chemistry. Adv. Space Res. 1995, 15, 71–80. [CrossRef]
56. Umemoto, K.; Takahasi, M.; Yokota, K. Studies on the Structure of HCN Oligomers. Orig. Life Evol. Biosph. 1987, 17, 283–293.

[CrossRef]
57. Cataldo, F.; Lilla, E.; Ursini, O.; Angelini, G. TGA-FT-IR Study of Pyrolysis of Poly(Hydrogen Cyanide) Synthesized from Thermal

Decomposition of Formamide. Implications in Cometary Emissions. J. Anal. Appl. Pyrolysis 2010, 87, 24–44. [CrossRef]
58. Khare, B.N.; Sagan, C.; Thompson, W.R.; Arakawa, E.T.; Meisse, C.; Tuminello, P.S. Optical Properties of Poly-HCN and Their

Astronomical Applications. Can. J. Chem. 1994, 72, 678–694. [CrossRef]
59. Meulman, J.J.; Heiser, W.J. SPSS Categories 20.0; IBM: Chicago, IL, USA, 2011.
60. De la Fuente, J.L.; Ruiz-Bermejo, M.; Nna-Mvondo, D.; Minard, R.D. Further progress into the thermal characterization of HCN

polymers. Polym. Degrad. Stab. 2014, 110, 241–251. [CrossRef]
61. Christou, C.; Agapiou, A.; Kokkinofta, R. Use of FTIR spectroscopy and chemometrics for the classification of carobs origin. J.

Adv. Res. 2018, 10, 1–8. [CrossRef] [PubMed]
62. Yang, X.; Wei, X.; Yu, K.; Wan, C.; Wang, Y.; Huang, S.; Sun, Q.; Huang, J. Identification of myocardial fibrosis by ATR-FTIR

spectroscopy combined with chemometrics. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2022, 264, 120238. [CrossRef]
63. Nitrosetein, T.; Wongwattanakul, M.; Chonanant, C.; Leelayuwat, C.; Charoensri, N.; Jearanaikoon, P.; Lulitanond, A.; Wood, B.R.;

Tippayawat, P.; Heraud, P. Attenuated Total Reflection Fourier Transform Infrared Spectroscopy combined with chemometric
modelling for the classification of clinically relevant Enterococci. J. App. Microbiol. 2020, 130, 982–993. [CrossRef]

64. Ruiz-Bermejo, M.; de la Fuente, J.L.; Marín-Yaseli, M.R. The influence of reactions conditions in aqueous HCN polymerization on
the polymer thermal degradation properties. J. Anal. App. Pyrolysis 2017, 124, 103–112. [CrossRef]

65. Villafañe-Barajas, S.A.; Ruiz-Bermejo, M.; Rayo-Pizarroso, P.; Colín-García, M. Characterization of HCN-derived thermal
polymers: Implications for chemical evolution. Processes 2020, 8, 968. [CrossRef]

66. Sharma, S.; Arya, A.; Cruz, R.; Cleaves, H.J. Automated Exploration of Prebiotic Chemical Reaction Space: Progress and
Perspectives. Life 2021, 11, 1140. [CrossRef]

67. Guttenberg, N.; Virgo, N.; Chandru, K.; Scharf, C.; Mamajanov, I. Bulk measurements of messy chemistries are needed for a
theory of the origins of life. Philos. Trans. R. Soc. A Math. Phys. Eng. Sci. 2017, 375, 20160347. [CrossRef]

68. Dubois, D.; Carrasco, N.; Petrucciani, M.; Vettier, L.; Tigrine, S.; Pernot, P. In situ investigation of neutrals involved in the
formation of Titan tholins. Icarus 2019, 317, 182–196. [CrossRef]

69. Perrin, Z.; Carrasco, N.; Chatain, A.; Jovanovic, L.; Vettier, L.; Ruscassier, N.; Cernogora, G. An Atmospheric Origin for
HCN-Derived Polymers on Titan. Processes 2021, 9, 965. [CrossRef]

70. Rengel, M.; Shulyak, D.; Hartogh, P.; Sagawa, H.; Moreno, R.; Jarchow, C.; Breitschwerdt, D. Ground-based HCN submillimetre
measurements in Titan’s atmosphere: An intercomparison with Herschel observations. A&A 2022, 658, A88.

71. Kim, S.J.; Lee, D.W.; Sim, C.K.; Seon, K.I.; Courtin, R.; Geballe, T.R. Retrieval of haze properties and HCN concentrations from the
three-micron spectrum of Titan. J. Quant. Spectrosc. Radiat. Transf. 2018, 210, 197–203. [CrossRef]

72. Pearce, B.K.D.; Molaverdikhani, K.; Pudritz, R.E.; Henning, T.; Hébrard, E. HCN Production in Titan’s Atmosphere: Coupling
Quantum Chemistry and Disequilibrium Atmospheric Modeling. Astrophys. J. 2020, 901, 110. [CrossRef]

73. Matthews, C.N. Dark Matter in the Solar System: Hydrogen Cyanide Polymers. Orig. Life Evol. Biosph. 1991, 21, 421–434.
[CrossRef]

74. Matthews, C.N. Hydrogen Cyanide Polymers: From Laboratory to Space. Planet. Space Sci. 1995, 43, 1365–1370. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.2174/1573411016999201029195141
http://doi.org/10.1007/s10973-016-5917-5
http://doi.org/10.1016/j.saa.2017.10.003
http://www.ncbi.nlm.nih.gov/pubmed/29065330
http://doi.org/10.1016/S0032-3861(98)00778-2
http://doi.org/10.1002/cbdv.201100036
http://doi.org/10.1016/S0273-1177(99)80066-0
http://doi.org/10.1007/BF02386468
http://doi.org/10.1016/j.jaap.2009.10.002
http://doi.org/10.1139/v94-093
http://doi.org/10.1016/j.polymdegradstab.2014.09.005
http://doi.org/10.1016/j.jare.2017.12.001
http://www.ncbi.nlm.nih.gov/pubmed/30046470
http://doi.org/10.1016/j.saa.2021.120238
http://doi.org/10.1111/jam.14820
http://doi.org/10.1016/j.jaap.2017.02.015
http://doi.org/10.3390/pr8080968
http://doi.org/10.3390/life11111140
http://doi.org/10.1098/rsta.2016.0347
http://doi.org/10.1016/j.icarus.2018.07.006
http://doi.org/10.3390/pr9060965
http://doi.org/10.1016/j.jqsrt.2018.02.024
http://doi.org/10.3847/1538-4357/abae5c
http://doi.org/10.1007/BF01808312
http://doi.org/10.1016/0032-0633(95)00023-X

	Introduction 
	Materials and Methods 
	Synthesis of the NH4CN Polymers 
	Instrumental Analysis 
	Statistical Analysis 

	Results 
	CATPCA and PCA to Study Cyanide Polymerization Assisted by MWR Tracking by Means of Gel Fractions 
	Conversion Limit, Chemical Composition and Data from FTIR Spectroscopy 
	PCA of the FTIR Spectra for the Cyanide Polymers 
	PCA for the Thermal Analysis Data from the Gel Fractions 

	PCA for UV-Vis Spectra of the Sol Fractions 

	Concluding Remarks and Outlooks 
	References

