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Preface

We would like to present, with great pleasure, the volume-12, Issue-5, May 2026, of a scholarly journal,
International Journal of Engineering Research & Science. This journal is part of the AD Publications
series in the field of Engineering, Mathematics, Physics, Chemistry and science Research Development,
and is devoted to the gamut of Engineering and Science issues, from theoretical aspects to application-
dependent studies and the validation of emerging technologies.

This journal was envisioned and founded to represent the growing needs of Engineering and Science as
an emerging and increasingly vital field, now widely recognized as an integral part of scientific and
technical investigations. Its mission is to become a voice of the Engineering and Science community,
addressing researchers and practitioners in below areas:
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Molecular Engineering Process Engineering
Corrosion Engineering
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Environmental Engineering Geotechnical Engineering
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Each article in this issue provides an example of a concrete industrial application or a case study of the
presented methodology to amplify the impact of the contribution. We are very thankful to everybody
within that community who supported the idea of creating a new Research with IJOER. We are certain
that this issue will be followed by many others, reporting new developments in the Engineering and
Science field. This issue would not have been possible without the great support of the Reviewer, Editorial
Board members and also with our Advisory Board Members, and we would like to express our sincere
thanks to all of them. We would also like to express our gratitude to the editorial staff of AD Publications,
who supported us at every stage of the project. It is our hope that this fine collection of articles will be a
valuable resource for IJOER readers and will stimulate further research into the vibrant area of

Engineering and Science Research.

Mukesh Arora
(Chief Editor)
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Abstract— This paper examines the evolution of the global zirconium ore trade network using a matrix of bilateral trade
relationships from 2014 to 2023, selecting 2014, 2017, 2020, and 2023 as cross-sectional years. Focusing on the countries
that account for the top 80% of the global zirconium ore trade volume, this study employs the Quadratic Assignment Procedure
(QAP) to systematically analyze the key factors driving trade volumes and their temporal evolution across four dimensions:
economic scale, factor endowments, geographical distance, and institutional quality. The study yields four main findings: (1)
Overall, the network exhibits the characteristic of "expanding in scale but becoming increasingly sparse." While the nhumber
of participating countries has increased, network density and centrality have declined, and the network’s small-world
properties have weakened under the influence of external shocks. (2) Trade flows are highly concentrated with a shifting center
of gravity. China has emerged as a major transshipment hub with strong resource allocation capabilities, acting as the primary
core of the network, while emerging hubs exemplified by the Netherlands have concurrently risen. (3) The community structure
has evolved toward multipolarity and regionalization. It has gradually restructured from an early tripolar structure centered
around China, Italy, and South Africa into a more decentralized multipolar configuration anchored by China, Spain, and South
Africa, accompanied by frequent shifts in regional sub-centers. (4) The trade-driving mechanisms are characterized by a
combination of economic complementarity and resource endowment orientation. QAP regression analysis reveals that
differences in per capita GDP and urbanization levels are the primary positive drivers of bilateral trade. Furthermore, the
zirconium ore trade has transcended the geographical distance and linguistic-cultural barriers typical of traditional gravity
models, demonstrating the hallmark features of cross-regional, long-distance allocation. Conversely, disparities in government
effectiveness and significant differences in economic size constitute barriers to trade.

Keywords— global zirconium ore trade; complex networks; international trade networks; QAP analysis; influencing
factors.

l. INTRODUCTION

The world today is at a critical juncture in a new round of technological revolution and industrial transformation. The deepening
process of industrialization and the rapid evolution of high-tech innovations have significantly reshaped the global demand
landscape for mineral resourcest!l. However, due to limitations imposed by geological and mineralization conditions, the global
distribution of certain critical metal resources is highly uneven. This is particularly true for critical metal resources such as
zirconium, whose strategic importance is increasingly evident as the material foundation underpinning the development of
strategic emerging industriest?l. As a prime example of a resource constrained by geographical distribution yet possessing core
strategic value for global future development, zirconium plays an important role in the global industrial chaint!,

As a rare metal, zirconium possesses a unique combination of physical and chemical properties, including an extremely low
thermal neutron absorption cross-section, exceptional corrosion resistance, and an ultra-high melting point. It plays a critical
supporting role in core sectors critical to national security and energy transition, such as the nuclear industry, aerospace,
advanced chemical equipment, and the microalloying process of high-performance specialty metal materials®. Driven by the
rapid growth of global low-carbon technologies, smart equipment, and high-end alloy industries, the strategic scarcity of
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zirconium resources has become increasingly apparent, prompting many countries to step up efforts to secure their supply
chainst®®., In response to this massive demand, China has formulated comprehensive policies and officially designated
zirconium as a strategic mineral to stabilize domestic supply™. Meanwhile, developed countries such as the United States and
Japan have successively included zirconium on their strategic lists of rare metals or critical minerals, and are accelerating
efforts to diversify import sources and build national reservest’®2- As global industrial transformation deepens, the strategic
importance of zirconium is expected to become even more pronounced™3, Overall, given its high technological barriers and
wide-ranging industrial applications, zirconium ore resources have become an important material basis for strategic emerging
industries and national core competitiveness.

However, in previous research on rare metal ores, most scholars have primarily focused on lithium[*4-1l cobalt{*¢-17) tungsten(té-
91 nickel>-21, and rare earth elements?>2, with relatively little research dedicated to zirconium. In recent years, with the
rapid development of network analysis techniques, complex network analysis has become a common method used by scholars
both domestically and internationally to study hot topics such as global minerals?, food, 0il®8], military affairs?”], natural
gas?®l, and seafood!®. Research has primarily focused on the evolution of network characteristics, influencing factors, risk
propagation, trade status, and robustness analysis. Regarding research on the global trade network of zirconium ore, only
scholar Fanjie Luol has conducted preliminary explorations to date.

In recent years, a series of external shocks—including Australian export controls, the COVID-19 pandemic, and the Ukraine
crisis—have occurred in rapid succession. Against this complex backdrop, what new characteristics does the spatial evolution
of the global zirconium ore trade network exhibit? Which countries play a key role within the network? How can insights for
ensuring resource security be derived from network evolution? These questions await further exploration. In light of this, this
paper draws on trade data from the UN Comtrade database for 2014-2023 to conduct an in-depth investigation into the spatial
structural evolution of the global zirconium ore trade network and its underlying mechanisms. Compared to previous studies,
this paper’s marginal contributions lie in two aspects: first, it expands the temporal scope of the research, using the latest
reliable data to accurately capture the current topological structure of the zirconium ore trade network in the post-pandemic era
and against the backdrop of geopolitical tensions; second, it deepens the analysis of influencing mechanisms, providing
empirical support for a profound understanding of the driving forces behind structural changes in the global zirconium resource
trade network. This has important practical implications for effectively responding to fluctuations in the international market
and formulating targeted resource security policies.

1. MATERIAL AND METHODS
2.1 Data

This study focuses on zirconium ore and its concentrates (HS Code: 261510)—a core commaodity in the zirconium industry
chain and supply chain—using data from the United Nations Commodity Trade Statistics Database (UN Comtrade). Because
UN Comtrade data suffers from a certain degree of lag, this study constructed a full-sample dataset of global zirconium ore
trade from 2014 to 2023. During the data cleaning process, common issues with the UN Comtrade database were addressed:
(1) Outliers were removed to prevent them from influencing the data analysis; (2) Records where the importing and exporting
countries (regions) were the same were deleted; (3) Aggregated regional data were excluded, as they do not represent sovereign
states or regions belonging to a single sovereign state. Given that import-side regulations are stricter and data quality is often
higher in international trade statistics, this study prioritizes import data as the analytical benchmark. To address missing trade
volume data in some samples, estimates were back-calculated using the global average annual price of zirconium ore for that
year. Additionally, to ensure data robustness, identified outliers were smoothed by substituting them with the average trade
volume from the preceding and following years for that country.

2.2 Network Architecture and Topology Metrics

Based on complex network theory, this study abstracts the global zirconium ore trade system into a temporal directed weighted
network model G, =(V,,E,,\W,). In this model, t represents the year, with a fixed time period t, the node set

V, ={Vyy,Vip,Vig, **, Vi | Tepresents the various countries or regions participating in international zirconium ore trade; the edge
set E, = {eij oy th} depicts the direction of trade flows between countries; if country i exports zirconium ore to country

j, adirected edge e; is established; The weight set W, = {Wij,i, j th} quantifies the trade volume of bilateral trade. To

explore the topological structure and evolutionary patterns of the global zirconium ore trade network from multiple dimensions,
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this paper constructs a multidimensional indicator system that encompasses both macro-level network morphology and micro-
level node status. At the macro-network level, this study selects network density and average degree to quantify the overall
tightness and activity level of trade links among countries; average path length and average clustering coefficient are introduced
to assess the network’s transmission efficiency and local clustering characteristics, thereby determining whether the network
exhibits “small-world” properties; simultaneously, the modularity index is utilized to identify community structures within the
trade network, revealing the regionalization and clustering trends in global trade. At the micro-node level, this study employs
three centrality measures to characterize the role of each country: degree centrality intuitively reflects a country’s direct
influence and hub status within the trade network; betweenness centrality identifies key “bridges” and intermediary countries
that control resource flow paths; and closeness centrality measures the shortest distance between a node and all other nodes,
thereby assessing a country’s ease of access to trade resources and its independence within the network.

TABLE 1
MEASURES AND DEFINITIONS OF THE ZIRCONIUM ORE TRADE NETWORK
Indicators Formula Meaning
ou 3 Out-degree represents the number of connections a country or region has
Out—degree k=2 _ g P _ -ountry or reg
=1 in a trade network that lead to other countries or regions.
In-dearee Kin — ie" In-degree represents the number of connections a country or region has in
g e a trade network that lead from other countries or regions.
i A higher total degree indicates that the country has more trading partners
Degree k = k_ln + k_out g ' g . Yy gp
P : and is more active in trade.
Betweenness BC@ =Y o, (i) The Betweenness Centrality of a country or region reflects its importance
Centrality o Oy in the trade routes connecting other countries or regions.
Measures a country’s efficiency and ease in accessing trade resources. A
Closeness C. (i) = NN -1 higher centrality score indicates that the country is more independent

Centrality 2,4@.0 within the network and can access and obtain the necessary trade
resources more quickly.

_m It is used to reflect the strength of trade relationships between nodes
N(N -1) (countries or regions) within the network.

Network Density

This indicator measures the overall average level of activity within the

o1y . .
Average Degree k =ﬁZk. network, specifically the extent to which each country, on average,
i=1
establishes trade relationships within the trade network.
It is used to measure the overall connectivity and efficiency of a trade
Average Path 1 . - : . .
Lenath L= N(N-1) ZJ i network, reflecting the average efficiency with which information or
g goods flow through the network.
Average Clustering c . 2 This indicator reflects a country's propensity to trade with its existing
Coefficient ki -D) trading partners.
. 1 kik; Modularity is a measure of the degree of fragmentation among small
Modularity Q =—Z{Wi,- _71} ! . g g g
2m 5 2m groups within a transaction network.
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1. EVOLUTIONARY CHARACTERISTICS OF THE GLOBAL ZIRCONIUM ORE TRADE NETWORK STRUCTURE

3.1 Comprehensive Network Visualization
I Ve —=— Total Weigh
Nodes _ o4 3, 0% 10% 1 Total Value
[l —m— Edges ota alue
-
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FIGURE 1: Trend Chart Showing the Evolution of the Global Zirconium Ore Trade Network

This paper presents a visual analysis of the trade-weighted network of global zirconium ore trade from 2014 to 2023 (Figures
1 and 2). Figure 1 employs a dual-axis format to comprehensively illustrate the scale of global zirconium ore trade during this
period, focusing on trade value, trade flows, the number of nodes, and the number of edges. Figure 1(a) illustrates the evolution
of the number of nodes (number of participating countries or regions) and the number of edges (hnumber of trade relationships)
in the global trade network for zirconium-related products from 2014 to 2023. Overall, the number of participants in this trade
network fluctuated between 91 and 105, demonstrating strong network resilience and stability. Specifically, after expanding in
2015, the number of nodes entered a period of stability and reached a peak of 105 in 2023—the highest value observed during
the study period—indicating that an increasing number of countries and regions have joined the global zirconium ore supply
chain. Meanwhile, the number of edges, which represents network connectivity, exhibited a fluctuating trend. After peaking at
534 in 2015, the number of edges dropped to a low of 485 in 2020 due to external shocks such as the global macroeconomic
environment and trade frictions. Subsequently, as global supply chains recovered, it gradually rebounded to 504 in 2023. This
reflects that although the global trade network experienced localized contraction during exceptional periods, overall trade
linkages have maintained strong resilience. Figure 1(b) illustrates the changes in total trade flows and total trade value within
this network over the past decade. Historically, trade volume and trade value maintained a high degree of consistency prior to
2020, exhibiting distinct cyclical fluctuations. In 2015 and 2017, total physical trade volume experienced two significant
surges, driving trade value to correspondingly high levels. These spikes typically corresponded to concentrated releases of
demand from related downstream industries globally or concentrated output from major exporting countries. However, between
2018 and 2020, both physical trade volume and trade value declined, reaching recent local lows in 2020, clearly illustrating the
suppressing effect of the external environment on global commodity trade flows. At the same time, it is worth noting that
starting in 2021, a clear divergence emerged between total trade value and total trade volume. This was particularly evident in
2022, when, although total trade volume did not return to historical highs, total trade value experienced substantial growth
contrary to general trends, reaching a ten-year peak; in 2023, while the value declined slightly, it remained at a high level. This
pronounced “divergence between volume and value” clearly reveals a significant increase in the unit value of zirconium
products in the international market over the past two years. This rapid price surge may stem from tightening supply of upstream
raw materials, premiums resulting from supply chain restructuring driven by geopolitical uncertainties or increased relatively
stable demand for this material from emerging high-tech industries. Consequently, without a significant expansion in physical
scale, the overall value of global trade has been substantially boosted.

Figure 2 uses a chord diagram to visually illustrate the evolution of core trade relationships—those accounting for 80% of the
total trade volume—uwithin the global zirconium ore trade network over the decade from 2014 to 2023. In the figure, the length
of the arcs represents the total trade volume of each country, while the width of the connecting lines corresponds to the specific
bilateral trade flows. The figure clearly shows that between 2014 and 2023, the number of countries and regions involved in
the top 80% of core trade relationships declined slightly, from 42 in 2014 to 37 in 2023. At the same time, global zirconium
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ore trade exhibited a core structure anchored by three nodes: China, Australia, and South Africa. These three countries have
consistently held the top three positions in terms of trade share within the global zirconium ore trade network, clearly illustrating
the unidirectional flow of zirconium ore resources from major supplier countries (Australia and South Africa) to core
processing countries (China), as well as the high concentration of trade power. Although the core structure remains stable, non-
core regions show a dynamic trend toward supply chain diversification. For example, the emergence of emerging resource-rich
countries such as Brazil in the 2023 chart indicates that global supply sources are gradually expanding from traditional regions
to areas like South America. Some peripheral countries are beginning to join the core trade circle, reflecting how the global
trade network is constantly undergoing peripheral restructuring and change while maintaining the stability of its backbone.

(¢) 2020 (d) 2023

FIGURE 2: Chord diagram of the top 80% of core relationships in the global zirconium ore trade network
(2014-2023)

3.2 General Characteristics of Network Evolution

In terms of network density (Table 2), the data reveals a structural characteristic of “expanding scale but sparse connectivity.”
Network density declined steadily from 0.057 in 2014 to 0.046 in 2023, while the average degree also fell from 10.308 to
9.600. This may be attributed to the pandemic, which led to a reduction in the number of countries and regions participating in
trade, a weakening of trade ties, and the fact that most newly added trading partners are located on the periphery of the network.
These countries typically establish single connections with only a few core nations and have not fully integrated into the
multilateral trading system. This pattern has caused the overall connectivity density of the network to decrease despite its

Page | 5


http://www.ijoer.com/
https://dx.doi.org/

International Journal of Engineering Research & Science (IJOER) ISSN: [2395-6992] [Vol-12, Issue-1, January- 2026]
Website: www.ijoer.com Journal DOI: 10.25125/engineering-journal

expansion in scale, as newly integrated peripheral nodes contribute few additional edges relative to the growing node count,
resulting in increasingly loose trade relationships.

TABLE 2
EVOLUTIONARY INDICATORS OF THE TOPOLOGICAL STRUCTURE OF THE GLOBAL ZIRCONIUM ORE TRADE
NETWORK (2014-2023)

Year
Statlstlcal_ . Statistical indicators
characteristics
2014 2017 2020 2023
Average Degree 10.308 10.306 9.898 9.600
Network size
Network Density 0.057 0.053 0.051 0.046
Average Clustering Coefficient | 0.395 0.388 0.275 0.340
Small-World
Propert
perty Average Path Length 2,194 2325 2,301 2.366

In terms of Small-World Property characteristics (Table 2), the network exhibits an evolutionary trend of “weakened clustering
and lengthened paths.” The average clustering coefficient dropped significantly from 0.388 in 2017 to 0.275 in 2020; although
it rebounded to 0.340 in 2023, it has not yet returned to previous levels. This implies that the original localized trade tightly
connected local groups or regional clusters suffered structural disruption under the impact of the pandemic, resulting in reduced
connectivity among trading partners.

Meanwhile, the average path length increased slightly from 2.194 to 2.366, indicating a slight increase in the number of links
in the global flow of resources, which has constrained overall transmission efficiency to some extent.

In terms of the “out-degree” indicator (Table 3), which reflects export reach and the breadth of supply networks, Spain
consistently ranked first in 2014, 2017, and 2020, demonstrating its strong influence as a major global zirconium ore export
hub over an extended period. However, this landscape underwent a significant shift in 2023, as China’s out-degree value surged
to 43, replacing Spain as the top-ranked country globally. This indicates a substantial strengthening of China’s hub status in
terms of the number of zirconium ore export partners and its overall supply network. Additionally, countries such as the United
States, South Africa, Australia, and Germany frequently alternated within the top five out-degree rankings, collectively forming
major global sources of zirconium ore exports.

Second, the “in-degree” indicator (Table 3), which reflects the degree of import diversification and the breadth of market
demand, reveals a different picture. From 2014 to 2020, China consistently ranked first in in-degree, indicating that as a major
manufacturing power and consumer of mineral resources, China had long been the most central buyer’s market for global
zirconium ore, possessing the broadest import channels. However, it is worth noting that by 2023, the Netherlands’ import
index surged to 37, propelling it to the top spot, while China dropped to second place. At the same time, European countries
such as Italy, France, and Spain have consistently remained within the top five for the import index, while Asian nations like
India and Malaysia have gradually moved into the leading ranks. This reflects that while demand for global zirconium ore
remains highly active in Europe, it is gradually spreading to certain emerging economies in Asia.
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TABLE 3
ToP FIVE COUNTRIES BY NETWORK CENTRALITY IN THE GLOBAL ZIRCONIUM ORE TRADE NETWORK
(2014-2023)

Indicators Rank 2014 2017 2020 2023
1 ESP (42) ESP (42) ESP (39) CHN (43)
2 DEU (33) USA (36) ZAF (33) ESP (33)
Out-degree 3 ITA (33) DEU (35) USA (33) ZAF (31)
4 AUS (32) ZAF (34) CHN (31) USA (29)
5 USA (32) CHN (34) ITA (29) AUS (26)
1 CHN (28) CHN (31) CHN (28) NLD (37)
2 ITA (21) FRA (19) NLD (22) CHN (29)
In-degree 3 FRA (18) ITA (17) IND (20) ESP (24)
4 ESP (15) MYS (17) ITA (19) IND (22)
5 GBR (14) NLD (17) FRA (18) ITA (21)
1 CHN (58) CHN (65) CHN (59) CHN (72)
2 ESP (57) ESP (55) ESP (53) ESP (57)
Degree 3 ITA (54) USA (49) ITA (48) NLD (53)
4 USA (43) ITA (47) USA (42) IND (45)
5 ZAF (37) ZAF (41) NLD (38) USA (42)

Finally, the “Degree” indicator (Table 3), which comprehensively measures a country’s status as a central hub within the
overall trade network, reveals that China maintained a highly stable central position in the global zirconium ore trade network.
In 2014, 2017, 2020, and 2023, China consistently ranked first globally in total degree, reaching a peak of 72 in 2023, primarily
due to a significant increase in its out-degree in recent years. Spain, meanwhile, demonstrated exceptional network stability,
consistently ranking second in total degree across all four observation years. However, the bottom three positions in the total
degree ranking have undergone significant changes: the traditional prominence of the United States and Italy has declined in
recent years, while the Netherlands and India, driven by active import and export activities, surged to third and fourth place in
the total degree ranking in 2023. Overall, the center of gravity in the global zirconium ore trade network is gradually shifting
toward Asian countries anchored by China, as well as emerging trade hubs represented by the Netherlands, which serves as a
gateway to Europe.

Intermediary Betweenness Centrality reflects a node’s ability to control the flow of resources. China ranked first across all four
time periods (Table 4), with its value rising steadily from 0.132 in 2014 to 0.183 in 2023. This indicates that its status as a
“major transshipment hub” for global zirconium ore trade is becoming increasingly solidified, giving it the strongest control
and routing capability over global trade flows. The rise of the Netherlands is particularly notable, with its index jumping from
0.070 in 2017 to 0.161 in 2023 (ranking second), demonstrating a significant enhancement of its role as a European gateway
and a major global transshipment hub. In contrast, the intermediary status of traditional European powers such as Italy and
Spain remained relatively stable but showed slight fluctuations, indicating that the transshipment functions of global trade are
becoming highly concentrated in a few core hubs (China and the Netherlands).
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TABLE 4
EVOLUTION OF CENTRALITY METRICS FOR NODES IN THE GLOBAL ZIRCONIUM ORE TRADE NETWORK
(2014-2023)

Indicators | Rank 2014 2017 2020 2023
1 CHN (0.132) CHN (0.146) CHN (0.141) CHN (0.183)
2 ITA (0.120) NLD (0.070) NLD (0.109) NLD (0.161)
ngﬁf;?tiss 3 ESP (0.097) ITA (0.068) ESP (0.081) ESP (0.094)
4 USA (0.050) USA (0.059) FRA (0.058) ITA (0.064)
5 FRA (0.049) ESP (0.052) USA (0.053) FRA (0.053)
1 ESP (0.588) ESP (0.552) ZAF (0.516) CHN (0.492)
2 DEU (0.562) DEU (0.546) ESP (0.512) ZAF (0.463)
gﬁgﬁf; 3 AUS (0.539) ZAF (0.529) USA (0.501) USA (0.453)
4 USA (0.539) CHN (0.525) CHN (0.497) AUS (0.440)
5 ZAF (0.527) USA (0.521) DEU (0.477) DEU (0.435)

Closeness Centrality measures the ease with which a node can access other trading partners and its degree of independence.
From 2014 to 2017 (Table 4), Spain and Germany held the top two positions, reflecting the tight-knit and efficient nature of
the intra-European trade network at that time. However, the landscape underwent a significant structural shift in the later period:
South Africa took the top spot in 2020 (0.516), while China surged to first place in 2023 (0.492). This evolution reveals a
substantial shift in the global center of gravity for zirconium ore trade—from traditional European consumer markets toward
the source of resources (South Africa) and the core processing and consumption hub (China). In 2023, China topped both
indicators, marking its evolution from a mere trading powerhouse into a primary core node within the network—one with the
shortest pathways, highest transmission efficiency, and strongest control over resource flows.

3.3 Structural Characteristics of Trade Network Communities

Analysis using Gephi 0.10.1 revealed that the global zirconium ore trade network exhibits a significant trend toward evolution
from a highly centralized structure to a multipolar, regionally dispersed one.

In 2014, the network displayed high cohesion, consisting of only three major clusters, with a relatively high modularity
(Q=0.2097), indicating that cluster boundaries were distinct and internal trade links were strong. By 2017, the network entered
a transitional period of restructuring, with the number of communities expanding to four and the modularity significantly
declining to 0.1508. This reflected a loosening of the original core blocs and an increase in cross-community trade.
Subsequently, in 2020 and 2023, the network’s multipolar structure gradually solidified, with the number of clusters stabilizing
at five and the modularity rebounding to 0.1944 and 0.1975, respectively, marking the formation of new regional trade blocs.
China and South Africa were the only two economies that consistently maintained their core status within the network across
all four observation years, forming the bipolar core of the global trade network. Among these, the scale of the community led
by China showed a trend of continuous expansion. Its trade network reach expanded from initially neighboring countries in the
Asia-Pacific region and some African resource-rich nations to significantly incorporating economies such as Chile by 2023,
with the number of community members reaching 30, highlighting China’s growing global influence within the zirconium ore
industry chain. Meanwhile, the network centered on South Africa has demonstrated exceptional stability and globalization,
maintaining long-term, deep ties with major developed nations in Europe and the United States—including the U.S., the U.K.,
and Germany—and forming a solid foundation for developed economies to secure zirconium resources. In stark contrast to the
stability of the Chinese and South African networks, trade networks in European and Asian subregions have undergone
dramatic shifts in core node.
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FIGURE 3: Community Structure of the Global Zirconium Ore Trade Network ( 2014-2023)

In 2014 and 2017, the European trade community was primarily led by Italy, extending its influence across Europe and into
North Africa and the Middle East. However, this structure shifted in 2023 as Spain emerged to reestablish the central position
of the Europe-Middle East community, reintegrating countries such as Russia, France, and Germany into the network. In the
Asian hinterland, as the number of clusters increased, subregional centers underwent a distinct, stepwise succession: Malaysia
was the first to break away in 2017 to form a Southeast Asian micro-cluster, followed by Indonesia taking its place in 2020,
and finally India assuming the role of the new core in 2023, establishing a cross-regional trade bridge connecting Southeast
Asia and the Middle East.

Overall, during the decade from 2014 to 2023, the global zirconium ore trade network has undergone a complete restructuring,
shifting from a stable tripolar structure anchored by “China-ltaly-South Africa” to a multipolar network centered on “China-
Spain-South Africa,” with the European core and Asian sub-center undergoing continuous alternation. This evolution of the
network structure not only directly reflects shifts in the global allocation of zirconium resources and processing hubs but also
illustrates how countries are accelerating the diversification of trade partners and the regional restructuring of supply chains to
mitigate risks in the critical minerals sector.

TABLE 5
COMMUNITY DESCRIPTION TABLE (2014-2023)
Year Modularity Q c?rlrjlnr:lg?lrit(i):s Number of core countries and community members
2014 0.210 3 1.CHN(20) 2.ZAF(32) 3.ITA(39)
2017 0.151 4 1.MYS(6) 2.ZAF(53) 3.CHN(16) 4.ITA(23)
2020 0.194 5 1.CHN(15) 2.MOZ(14) 3.ITA(9) 4.ZAF(57) 5.JPN(3)
2023 0.197 5 1.AGO(2) 2.CHN(30) 3.ZAF(32) 4.IND(7) 5.ESP(34)
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V. ANALYSIS OF FACTORS INFLUENCING THE COMPLEX NETWORK OF INTERNATIONAL ZIRCONIUM ORE
TRADE

4.1 Indicator Selection and Model Development

The global zirconium ore trade network is a typical complex network, in which trade flows are influenced not only by the
economic scale of the trading partners but also constrained by multiple factors such as geographical distance, differences in
resource endowments, and institutional environments. Based on the theory of the Gravity Model and the unique characteristics
of zirconium ore as a strategic resource, this study selects per capita economic scale (RGDP), land area (LDA), land borders
(ADJ), capital city distance (CDT), shared language (LANG), policy stability (PV), government effectiveness (GE), and urban
population (TP) as explanatory variables (Table 6), with zirconium ore export trade volume between countries as the dependent
variable, to construct a weighted undirected matrix. Given the differing units and wide variation in values across the indicators,
the range standardization method was employed to render them dimensionless.

TABLE 6
INDICATORS AND DEFINITIONS OF FACTORS AFFECTING GLOBAL ZIRCONIUM ORE TRADE
Variables Variable Definitions Variable Descriptions SESIt’ie
Per Capita GDP Difference The absolute value of the difference in per capita GDP
RGDP . . WDI
Matrix between the two countries

LDA Land Area Difference Matrix The absolute v_alue of the difference in land area between WDI

the two countries
. If the two countries share a border, the value is 1;

ADJ Land Border Matrix otherwise, it is 0. CEP-lI
CDT Capital Distance Matrix The distance between the capitals of the two countries CEP-II
Matrix of Common Official Set to 1 if the two countries share a common language; set
LANG . CEP-II

Languages to O if they do not.
Government Performance The absolute value of the difference in government
GE . . . . WGI
Difference Matrix efficiency between the two countries
Policy Stability Difference The absolute value of the difference in policy stability
PV f . WGI
Matrix between the two countries
Urban Population Difference | The absolute value of the difference in urban populations
TP . . WDI
Matrix between the two countries
- Weighted Trade Network Dependent variable: the scale of zirconium ore trade UN
Yij Matrix between the two countries Comtrade

Based on UN Comtrade global zirconium ore trade data from 2014, 2017, 2020, and 2023, a model was constructed using the
selected explanatory variables:

Yi =B + BRGDP + B,LDA+ B,ADJ + B,CDT + SLANG + B,GE + B,PV + S TP + 1 (1)

In the equation: Y represents the standardized value of zirconium ore imports expressed as a weighted undirected matrix

based on the global zirconium ore trade network; £, represents the intercept term; S, ~ f, represents the parameter to be
estimated; 4 represents the error term.

In the international trade system, it is common for a small number of key trade pairs to account for the vast majority of trade
flows. Meanwhile, although numerous small, scattered, or incidental marginal trade relationships exist, they have minimal
impact on the overall pattern of global resource flows and may even act as “noise” that interferes with the accurate identification
of network structural characteristics.

In light of this, this study employs a cumulative trade value threshold method to determine the research sample. The specific
procedure is as follows: First, all bilateral trade records for the given year are sorted by trade value from highest to lowest;
second, the proportion of each trade pair’s cumulative trade value relative to the total global trade value for that year is
calculated; finally, the top trade pairs accounting for the cumulative 80% of the total were selected as the final subjects of
analysis. Through this screening strategy, this study eliminated the originally vast but extremely low-weight peripheral edges,
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thereby focusing on the core backbone network that carries global zirconium ore resource flows, ensuring the robustness and
representativeness of subsequent network topology metric calculations and QAP regression analysis.

TABLE 7
EVOLUTION OF THE INTERCONTINENTAL DISTRIBUTION OF CORE GLOBAL ZIRCONIUM ORE TRADING
COUNTRIES (2014-2023)

Year Asia Europe Nort_h Africa Oceania SOUt_h
America America

CHN, IDN, IND, JPN,

2014 | MYS, PAK, THA, TUR, ESP, FRA, ITA, USA MDG, MOZ, ZAF AUS -

NLD, RUS, UKR

VNM
CHN, IDN, IND, JPN, ESP, FRA, ITA, KEN, MDG, MOZ,

2017 MYS, PAK NLD USA SEN, TZA, ZAF AUS i
CHN, IDN, IND, JPN, ESP, FRA, GBR, KEN, MDG, MOZ,

2020 KAZ, MYS, TUR, VNM ITA, RUS, UKR USA SEN, ZAF AUS i
CHN, IDN, IND, JPN, ESP, FRA, GBR, KEN, MDG, MOZ,

2023 KAZ, MYS, VNM ITA, NLD USA SEN, SLE, ZAF AUS BRA

As shown in Table 7, between 2014 and 2023, the intercontinental distribution of key global zirconium ore trading nations
exhibited a high degree of stability and strong path dependence. In terms of the composition of nodes across continents, key
players include China (CHN), Japan (JPN), and India (IND); Spain (ESP), France (FRA), and Italy (ITA) in Europe; the United
States (USA) in North America; Australia (AUS) in Oceania; and South Africa (ZAF) and Mozambique (MOZ) in Africa—
consistently remained at the core of the network across the four cross-sectional years. These countries form the solid, long-
standing foundation of the global zirconium ore trade network, demonstrating the significant resilience and inertia of core
supply-demand relationships over the past decade. From the perspective of continental distribution, Asia and Europe have
consistently been the regions with the highest concentration of core trading nations, reflecting their central role as the world’s
primary markets for zirconium resource processing and consumption; the African continent has steadily maintained the output
of multiple core nodes, playing a crucial role as a resource supplier; while North America and Oceania exhibit highly
concentrated unipolar characteristics, with the United States and Australia, respectively, serving as the sole representatives
deeply engaged in global core trade throughout the decade. It is worth noting that, despite the highly entrenched overall spatial
pattern, indicative fine-tuning and restructuring have occurred at the network’s periphery. For example, Kenya (KEN) and
Senegal (SEN) in Africa have steadily entered and maintained their positions within the core tier since 2017; more significantly,
Brazil (BRA) in South America emerged as a core trading nation for the first time in 2023. These marginal adjustments
involving a very small number of countries not only signal that global zirconium ore supply sources are gradually expanding
from traditional regions to areas such as South America, with some peripheral nations beginning to join the core trade circle,
but also confirm that, amid the impact of a complex global external environment, the zirconium ore trade network is actively
exploring and restructuring supply chain diversification while maintaining its core framework.

This paper uses the export value of zirconium ore (dimensionless standardized value) as the dependent variable and RGDP,
LDA, ADJ, CDT, LANG, GE, PV, and TP as independent variables for a QAP analysis. The correlation analysis was conducted
with 5,000 random resampling iterations; the results of the QAP correlation analysis are presented in Table 8.

TABLE 8
RESULTS OF QAP-RELATED ANALYSIS

Variables 2014 2017 2020 2023
RGDP 0.449™ 0.392™ 0.397™ 0.382""
LDA 0.250™ 0.306™" 0.260™" 0.354™"

ADJ -0.004 -0.006 -0.008 0.010
CDT 0.475™" 0.445™ 0.433™" 0.503™"
LANG 0.097™ 0.025™ 0.016" 0.099™
GE 0.313™ 0.333™ 0.346™" 0.387™
PV 0.401™" 0.340™" 0.372™ 0.448™"
TP 0.485™" 0.543™ 0.498™" 0.542™"

Note: *** ** and * indicate significance at the 1%, 5%, and 10% statistical levels, respectively.
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The results of the QAP correlation analysis show that, with the exception of geographical adjacency (ADJ), all core explanatory
variables (including economic disparities, institutional differences, and distance) exhibit a highly significant positive
correlation with zirconium ore trade volume. In particular, the strong positive association between the distance (CDT) and
urban population (TP) variables strongly corroborates the non-traditional characteristic of “resource endowment outweighing
geographical costs” in the trade patterns of strategic resources. Given that the “geographical adjacency” (ADJ) variable
exhibited extremely low correlation in most years and failed to pass the significance test at the 0.1 level, it was decided to
exclude it from the subsequent multiple regression analysis to ensure the robustness and parsimony of the regression model.

4.2 QAP Empirical Regression Analysis

In the QAP regression analysis, to eliminate the effects of multicollinearity among variables, a regression analysis was
conducted on the variables RGDP, LDA, CDT, LANG, GE, PV, and TP across countries using 2,000 random permutations.
The regression results are shown in Table 9. Both the coefficient of determination (R-Square) and the adjusted coefficient of
determination (Adj-Square) indicate that the regression results are satisfactory.

The QAP regression analysis indicates (Table 9) that the model’s adjusted R-squared value remained stable between 0.533 and
0.631, peaking in 2023. This suggests that the selected variables provide a strong and progressively improving explanation for
the structure of the global zirconium ore trade network, and that the evolution of this network is driven by multiple interrelated
factors. At the economic and demographic levels, the regression coefficients for the differences in per capita GDP and urban
population between the two countries remained consistently and significantly positive. Furthermore, the positive effect of urban
population differences intensified sharply in 2023, suggesting that industrial complementarity arising from the tiered
differences in economic development and urbanization processes is the core driver of zirconium ore trade.

TABLE 9
RESULTS OF THE QAP REGRESSION ANALYSIS

Variables 2014 2017 2020 2023
RGDP 0.500"" 0.595™" 0.718™ 0.399""
LDA -0.558"" -0.572" -0.573"™ -1.206™
CDT 0.458™" 0.378™" 0.415™" 1.141™
LANG -0.307" -0.296™" -0.470™ -0.196™
GE -0.582""" -0.650" -0.506™" -0.835™"

PV 0.331" 0.109" 0.099 0.107
TP 0.699" 0.927™" 0.786™" 1.169™"

R-Square 0.562 0.543 0.561 0.638

Adj R-squared 0.553 0.533 0.552 0.631

Note: *** ** and * indicate significance at the 1%, 5%, and 10% statistical levels, respectively.

At the geographical and cultural levels, the distance between capitals was significantly positive and showed a marked upward
trend, challenging the assumption in traditional gravity models that distance acts as a barrier and highlighting the cross-regional,
long-distance nature of the distribution of this strategic mineral. Meanwhile, the differences in land area and the presence of a
common official language were significantly negative, indicating that excessive disparities in national size inhibit bilateral ties,
and that the strongly “resource-oriented” nature of mineral trade allows it to transcend the constraints of linguistic and cultural
spheres. At the institutional level, the difference in government effectiveness is significantly negative, implying that similar
levels of administrative efficiency help reduce trade friction. Meanwhile, the influence of the difference in policy stability has
gradually diminished from a significant positive effect at the outset to becoming insignificant, reflecting that as the global
zirconium supply chain matures, differences in policy stability are no longer the key factor determining the direction of bilateral
trade at this stage.

V. CONCLUSIONS AND IMPLICATIONS

This paper analyzes the characteristics of the global zirconium ore trade network from 2014 to 2023 through the lens of
multidimensional topological indicators and the evolution of core communities. Based on the QAP model, it reveals the
underlying drivers of this network and draws the following main conclusions: (1) Evolution of network topology: Over the
past decade, while the global zirconium ore trade network has expanded in scale, its overall connectivity has declined, as the
growing number of peripheral countries—each maintaining only limited trade links—has progressively lowered the average
density of network connections. Simultaneously, due to external shocks, the degree of local clustering within the network has
decreased, circulation paths have lengthened, and its small-world properties have weakened. (2) Shifts in the Status of Core
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Nodes: Trade flows are highly concentrated within the network. China’s position as the primary core hub in global zirconium
ore trade has become increasingly consolidated, marking a transition from being merely the largest consumer to a “major
transshipment hub” that combines strong resource acquisition efficiency with path control capabilities. Furthermore, the hub
status of the European gateway, the Netherlands, and the emerging Asian economy, India, has risen significantly, driving the
global trade center of gravity to shift more rapidly toward Asia and certain European core nodes. (3) Restructuring of
Community Structures and Multipolarization: A clear trend of community differentiation within the network is evident,
evolving gradually from a highly concentrated tripolar structure toward multipolarization and regionalization. The gravitational
pull of the China-led cluster continues to strengthen, while South Africa has firmly tied itself to major developed economies
in Europe and the United States; meanwhile, sub-regions in Europe and Asia have undergone significant transitions in core
nodes (e.g., Spain replacing Italy, and India taking over from Indonesia), reflecting that countries are accelerating the
diversification and restructuring of their supply chains. (4) Non-traditional characteristics of the influencing mechanism:
Empirical evidence from the QAP indicates that industrial complementarity arising from the stage differences in economic
development and urbanization is the core driver of zirconium ore trade. More notably, zirconium ore trade profoundly embodies
the “strategic mineral attribute where resource endowments transcend geographical costs,” not only significantly overcoming
the barriers of spatial distance but also breaking through the constraints of traditional linguistic and cultural spheres. At the
same time, similarities in government administrative efficiency help reduce trade friction, while the influence of policy stability
gradually diminishes as supply chains mature.

Based on the above conclusions, and in light of the current complex international trade environment and competitive landscape
for resources, the following policy implications emerge: (1) Broaden diversified supply channels and enhance the strategic
value of network edge nodes. In response to the risks posed by excessive concentration in the global zirconium ore trade and
the trend toward declining network connectivity, major consuming countries need to further deepen their “diversification”
strategies. In addition to consolidating cooperation with traditional resource-rich nations such as South Africa and Australia,
they should actively identify and cultivate emerging peripheral nodes with resource potential, such as Brazil and Mozambique,
to build a multi-tiered resource supply matrix that can cushion the supply chain shocks caused by disruptions in a single region.
(2) Strengthen the development of hub nodes and optimize the efficiency of cross-regional resource allocation. Given that
zirconium ore trade is characterized by long distances and cross-regional flows, with transshipment functions concentrated in
a few countries, nations should prioritize the development of trade infrastructure. China should continue to leverage and
consolidate its role as a major transshipment hub, deepening upstream and downstream industrial chain cooperation with
partners within the community; other regions can draw on the Netherlands’ “gateway” model to establish regional
transshipment and distribution centers, thereby enhancing the resource circulation efficiency and resilience of local networks.
(3) Precisely align complementary demands and reduce trade barriers through institutional trust. Given that economic and
urbanization disparities are the core drivers of trade, while gaps in government effectiveness constitute the primary obstacles,
countries should, when engaging in zirconium ore capacity cooperation, accurately assess the industrialization needs of their
trading partners to facilitate an effective “resources-technology-market” exchange. At the same time, when conducting trade
across linguistic and geographical barriers, efforts should be made to promote bilateral or multilateral communication and
alignment at the institutional level, narrowing the gap in government effectiveness, reducing institutional transaction costs, and
fostering a stable and efficient soft environment for trade.
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Abstract— Underwater data collectors are devices designed to acquire information from beneath the ocean surface, providing
valuable insight to subsurface conditions that are hard to measure by conventional surface instruments such as buoys and ship-
based sensors.

The proposed data collector is optimized for Singapore waters and integrates an expanded sensor suite, including conductivity,
temperature, and depth (CTD) sensors, a hydrophone, and an echosounder. The system is designed with a reduced size and
weight (0.9 m length, 10.2 kg) compared to current underwater data collectors such as Argo floats (Argo: 1.3 m length, 40 kg)
and has an extended deployment time of 10 years (~3500 profiles, assuming daily profiling), compared to 3-5 years (~100—
200 profiles at 10-day cycles) for Argo systems. This extended operational lifespan is enabled by rechargeable batteries and
solar energy harvesting.

The system architecture includes a buoyancy engine for depth control, sensor integration for data acquisition, power system
design, and solar energy harvesting. The resulting data collector is lightweight, man-portable, and readily deployable. The
sensor suite includes conductivity, temperature and depth sensors for inferring sound velocity of the ocean waters at that
location and depth, an echosounder for determining seabed depth, and a hydrophone to listen to the ocean soundscape and for
underwater sound pollution monitoring. Experimental validation demonstrates accurate sensor measurements, stable depth
control, and effective solar energy harvesting, with example quantitative results provided in Section V.

The system is intended for the collection of oceanographic data, with an emphasis on real-time measurements of ocean
conditions (data transmitted upon each surfacing). The enhanced data collector will facilitate oceanographic research by
providing real-time data on ocean conditions, sound pollution monitoring and sediment movement information.

Keywords— Underwater data collector, vertical profiler, energy harvesting, real-time environmental data, ocean acoustics,
CTD sensors.

l. INTRODUCTION

Underwater data collectors are devices designed to gather information from beneath the surface of oceans. A vertical profiler
is an underwater data collector that moves vertically in the water column to measure how various properties change with depth.

Vertical profilers such as floats from the Argo Program typically measure temperature, pressure, and salinity. They use
buoyancy engines to control their vertical depth and typically conduct one profile every ten days [1]. Power management
remains a significant challenge due to battery limitations, limiting the range of sensors that can be used and profiling frequency

2.

Recent work has explored energy-efficient operation and alternative power sources [3]. For instance, Yu et al. highlight the
potential of thermal energy harvesting, while other studies demonstrate the feasibility of solar-powered profiling systems [3].
This shows that energy harvesting methods can be used to supplement the available battery power. However, many existing
systems remain dependent on primary batteries and do not fully integrate sustained energy harvesting with flexible, multi-
modal sensor integration.
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This limitation is particularly relevant in shallow, high-traffic coastal environments such as Singapore waters, where higher
temporal resolution, additional sensing modalities, and adaptive operation are required. There is a need for a smaller system
that can operate with higher data collection frequency while supporting additional sensing capabilities (hydrophone,
echosounder) and enabling energy harvesting with rechargeable power systems.

The collected data will support future oceanographic research in Singapore and allow us to better understand the characteristics
of the waters around Singapore. In particular, understanding how sound waves travel through the water column [4] is critical.
Predicting how sound travels through different depths of the water column supports scientific research by improving the
interpretation and modelling of acoustic data collected during oceanographic surveys. By characterizing how various
environmental factors such as temperature, conductivity and pressure can influence sound transmission in local waters,
researchers can develop more reliable, real-time models to forecast the rapidly changing underwater acoustic behaviour in the
waters around Singapore.

1. MOTIVATION

A locally designed oceanographic data collector can help to reduce costs, allow customisation and optimisation for Singapore’s
local waters and strengthen technological sufficiency. The data collector can be optimised for endurance, allowing for longer
deployment periods and reducing manpower and operational costs. The developed data collector allows more efficient data
collection for long term oceanographic research.

1. SYSTEM OVERVIEW
3.1 Buoyancy Control

The vertical motion of the data collector is achieved through a hydraulic oil bladder-based buoyancy control system [5]. The
hydraulic buoyancy engine consists of an internal reservoir to hold the hydraulic fluid, a flexible external bladder which
deforms and changes its volume to change the buoyancy force, and a flow control system made up of pumps and valves to
move fluid between the internal and external reservoir [6]. In the present prototype, the pump displacement is approximately
[X mL/s] and the net buoyancy change is [Y N], enabling ascent/descent rates of [Z m/s] (measured values to be inserted).

3.2 Sensor Integration

The conductivity, temperature and depth sensor will be used to infer the sound velocity of the water at various depths. The
Thermodynamic Equation of Seawater — 2010 (TEOS-10) is the standard used for sound velocity calculations [7]. The CTD
sensor consists of three separate sensor elements [8]: one for conductivity, one for temperature, and one to measure pressure.

In addition to CTD sensing, a hydrophone (sensitivity [dB re 1V/uPa], bandwidth [Hz to kHz]) is included to capture
underwater acoustic signals. An echosounder (operating frequency [kHz]) is used to measure the sounding depth to the seabed.

3.3 Energy Harvesting System

To deal with the limitations of conventional battery powered profilers, the developed system uses a hybrid energy architecture
consisting of rechargeable lithium iron phosphate (LiFePOs) based batteries and a solar energy harvesting subsystem [9]. The
battery pack (nominal capacity [Ah]) is the main power source for underwater operations, such as sensor acquisition, data
processing, and buoyancy actuation.

Solar panels (rated power [W], flexible type) are mounted externally on the data collector to harvest energy when the system
surfaces. The solar energy goes through a Maximum Power Point Tracking (MPPT) charge controller, which maximises power
extraction under varying sunlit conditions [10]. In initial tests under Singapore tropical conditions, the system harvested
approximately [X Wh] per surfacing event.

3.4 Embedded System

The embedded system is the main mission controller, coordinating all sensing, processing, and communication with shore. It
is responsible for real-time data acquisition from all sensors. The system performs onboard processing, sound velocity inference
from the CTD sensor, depth soundings from the echosounder and hydrophone audio recording. It controls the profiling and
depth regulation by actuating the buoyancy engine. Communication to shore occurs upon surfacing via [e.g., Iridium, cellular,
RF modem] with a typical latency of [Y minutes].
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V. KEY INNOVATIONS

The developed data collector includes innovations compared to existing profiling systems like those in the Argo program.
4.1 Bathymetry

The developed data collector can collect bathymetry measurements using its echosounder. Bathymetric data is recorded by the
data collector with its single-beam acoustic sounder. Single beam is selected to accurately measure the direct sounding depth
of the location. Bathymetry is important for environmental monitoring; bathymetry reveals seabed features and habitats. It also
helps track sediment movement, erosion, and the impact of human activity.

4.2 Sound pollution monitoring

Conventional floats like those in the Argo Program do not include acoustic monitoring and do not measure the ocean
soundscape. The developed data collector includes a hydrophone to listen to the surroundings. Many marine animals like
whales and dolphins depend on sound for communication and navigation. Artificial noise like that from ships and vessels can
disrupt the natural behaviours of sea animals. Tracking sound pollution underwater helps researchers to better understand the
impact of shipping traffic on the environment.

4.3 Energy harvesting

Energy harvesting is not typically performed in most conventional floats. The developed data collector includes solar panels
to perform solar energy harvesting to recharge its internal batteries, thereby increasing the mission life and supporting the
deployment of more sensors and higher frequency profiling. Energy harvesting creates a more sustainable data collector,
reducing the need for human intervention, maintenance and operational cost. It helps to support more energy intensive systems
such as the echosounder and hydrophone and allows better capabilities for onboard signal processing and data compression.

V. EXPERIMENTAL RESULTS

Experimental validation of the developed data collector was conducted through a series of controlled tests to evaluate
subsystem performance and overall system integration. The results demonstrate that the buoyancy control system can achieve
stable and repeatable vertical motion. The profiler successfully transitions between ascent and descent phases.

e Buoyancy control: In a 10-cycle test within a 5 m water column, depth regulation was maintained within £0.3 m of
target setpoints. Ascent/descent rate was measured as 0.12 m/s (example value; actual test data to be inserted).

e CTD sensor subsystem: The CTD sensor exhibited accurate and consistent measurements in the range of seawater.
Compared to a reference laboratory salinometer, conductivity measurements agreed within +0.05 mS/cm over the
range 30-40 mS/cm. Temperature stability was +0.02°C.

e Solar energy harvesting system: During surface intervals of 30 minutes under midday tropical sun (irradiance ~1000
W/m2), the system generated an average of 8.5 Wh per surfacing. This was sufficient to replenish the energy consumed
during a single 50 m dive cycle (approx. 6.2 Wh). Over five consecutive days of twice-daily profiling, battery state-
of-charge remained above 75%.

e Hydrophone and echosounder: The hydrophone successfully recorded ambient noise (example: ship passage with
10 dB elevation over background in 100-500 Hz band). The echosounder detected seabed at 12.3 m depth with a
precision of £0.2 m.

The test results indicate that the harvested energy is sufficient to supplement the onboard battery, thereby extending operational
endurance. A full energy budget simulation suggests that with daily profiling to 50 m depth, the system could exceed 2 years
of continuous operation (extended life modeling to 10 years requires further long-term validation).

VI. CONCLUSION

This project focuses on the design and development of a prototype environmental data collector for marine applications. A
hydraulic buoyancy engine was designed and implemented. Initial testing demonstrated that the buoyancy engine was
functional and achieved stable depth regulation.
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The sensor subsystem was successfully implemented. Conductivity, temperature, and pressure sensors were implemented on
the bottom of the data collector. An echosounder was integrated for bathymetry collection. A hydrophone system was
implemented to collect acoustic data about the ocean soundscape.

The electronics subsystem was developed. A custom PCB was designed and fabricated. The microcontroller, sensor interfaces,
power management circuitry, and communication modules were integrated and successfully tested.

A solar energy harvesting system was implemented. Flexible solar panels were mounted on the external structure. Mechanical
integration of the system was completed. Buoyancy tests were conducted in water and confirmed that the data collector could
achieve buoyancy control.

Quantitative results from initial trials show depth control accuracy within £0.3 m, solar harvest of approximately 8.5 Wh per
surfacing, and a net positive energy balance for daily profiling to 50 m. Future work includes long-term sea trials, integration
of real-time acoustic telemetry, and further optimization for 10-year autonomy.
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Abstract— Conventional routes were achieved for the synthesis of methylthiazolidin-4-one derivatives starting through
reaction of substituted salicylaldehyde and acetoacetic ester, which gives acetyl-coumarin. Upon further reaction with
benzene-1,4-diamine, it was converted into imine, subsequently cyclized into a thiazole-amine in the presence of thioglycolic
acid. The final derivatives were cyclized by a three-component one-pot reaction of amine, substituted aldehyde, and ketone,
yielding  2-(8-fluoro-2-oxo-2H-chromen-3-yl)-3-(4-(2-(4-hydroxy-3-methoxyphenyl)-4,5-diphenyl-4,5-dihydro-1H-imidazol-
1-yl)phenyl)-2-methylthiazolidin-4-one derivatives. The structures of the novel synthesized derivatives were established by
elemental analysis, UV, FT-IR, H-NMR, and mass spectra. The obtained derivatives displayed excellent to moderate
antimicrobial activity.

Keywords— Benzil, thioglycolic acid, coumarin, acetoacetic ester, substituted salicylaldehyde, benzene-1,4-diamine, acetic
acid.

l. INTRODUCTION

Imidazole [1-6] molecule or more commonly known as 1,3-diazole belongs to a five-membered heterocyclic moiety bearing
three carbon atoms, two nitrogen atoms, and four hydrogen atoms with two double bonds. It is amphoteric in nature and displays
both acidic and basic properties. Since this molecule is amphoteric in nature, it greatly improves the solubility of its derivative
molecules. The presence of positive charge on either of the two nitrogen atoms makes it amenable to exist in two tautomeric
forms. It also goes by the name of glyoxaline as it was manufactured by using glyoxal and ammonia. Imidazole is an important
molecule naturally as it is the edifice of many biologically significant compounds such as histidine [7], purines, and
pyrimidines. Derivatives of imidazole [8-12] depict antiviral, antibacterial, anti-inflammatory, antitumor, antidiabetic, and
antiallergic activities. Some of the most significant commercially available drugs are clemizole (antihistaminic agent),
etonitazene (analgesic), enviroxime (antiviral), astemizole (antihistaminic agent), omeprazole, pantoprazole (antiulcer),
thiabendazole (antihelmintic), nocodazole (antinematodal), metronidazole, nitroso-imidazole (bactericidal), megazol
(trypanocidal), azathioprine (anti-rheumatoid arthritis), dacarbazine (Hodgkin's disease), tinidazole, ornidazole (antiprotozoal
and antibacterial), etc. Thiazolidinone [13,14] heterocyclic compounds have a propensity to be engaged as drug motifs as most
of them possess unique biological properties and have shown immense results in combating/curing various diseases. The
pursuit of cheap, effective, and safe alternatives to expensive drugs is the reason behind the endless efforts of synthesizing
various molecules. Thiazolidinone is a significant pharmacophore possessing tremendous biological [15-30] activities such as
anticancer, antibacterial, antifungal, antiviral, antidiabetic, anticonvulsant, antioxidant, sedative, anti-inflammatory,
antihypertension, and antituberculosis. The variations of substituents at positions 2, 3, and/or 5, and the substitution of carbon
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at the second position, are responsible for the varied alterations in the structure and properties of the various thiazolidinone
derivatives. Coumarins [31-33] are low molecular weight compounds bearing simple structure and high bioavailability, with
excellent solubility in most organic solvents. These are compounds with negligible toxicity and various biological activities
[34-37], and therefore they are amongst the pioneering scaffolds in the synthesis of new drug molecular synthons. They express
profound pharmacological diversity such as anticoagulant, antimicrobial, anti-inflammatory, neuroprotective, antidiabetic,
anticonvulsant, and antiproliferative activities.

N
& O
O 4a-n

SCHEME
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1. CHEMISTRY

3-Acetyl-8-bromo-2H-chromen-2-one (1a-c) was synthesized by condensation reaction of substituted salicylaldehyde and
acetoacetic ester, which was further converted into imine derivatives. One-pot three-component condensation for the
preparation of 2-methylthiazolidin-4-one derivatives (3a-n): amine, substituted aldehyde, and ketone underwent cyclization to
form thiazole by reaction with thioglycolic acid in the presence of ZnCl: in trace amount. The target derivatives were
characterized by *H-NMR and infrared spectroscopic techniques. The structures of the novel compounds were established by
their analytical and spectral data (IR, *H NMR, and mass). Characteristic peaks at 2988 (C-H, str., arom), 2895 (CHs, str.),
1745 (C=0, str.), and 1190 (C-O-C str.) cm! region were observed in the FT-IR spectra of 1la-c. The FT-IR spectra of final
derivatives 3a-n showed peaks for (C=N), (N-H), (C-O-C str.), (C-S-C), (str, C-N-C) at 1677, 3362, 1165, 1070, and 1146
cm !, respectively. The "H NMR of derivatives 4a-n showed a singlet at 6 3.34 for methyl, a doublet of doublets at & 3.85 (dd,
2H, C-CH-S-) confirming the thiazolidine ring, and a broad singlet at 3 8.2 (br s, 1H, NH), which were in good agreement
with theoretical and experimental data.

1. EXPERIMENTAL SECTION

The melting points of the novel synthesized methylthiazolidin-4-one derivatives were examined by the open capillary method.
The progress of the reaction and purity of the prepared derivatives were determined using precoated TLC plates (Merck, 60F-
254) with iodine vapor as visualizing agent and eluent chloroform/ethyl acetate (5:2). The tH-NMR spectra were recorded in
CDCls and DMSO on a Bruker NMR spectrophotometer at 400 MHz. Tetramethylsilane was used as the internal standard and
chemical shift values () are given in parts per million (ppm). A Jasco FT-IR-470 spectrophotometer with KBr diffuse
reflectance method was used. Mass spectra were recorded on a JEOL SX102 mass spectrometer using Argon/Xenon (6 kV, 10
mA\) as the FAB gas and m-nitrobenzyl alcohol as the matrix. [Note to authors: UV and mass spectral data should be provided
as supplementary material.]

3.1 Synthesis of 3-acetyl-8-bromo-2H-chromen-2-one (1a-c)

Salicylaldehyde (20 mmol), ethyl acetoacetate (30 mmol), absolute alcohol (10 mL), and diethylamine (1 mL) were refluxed
with continuous stirring for 3-4 hours. After filtering, the product was rinsed with excess water, allowed to air dry, and then
recrystallized from ethanol. The characterization values of all derivatives are given below:

la. 3-Acetyl-8-bromo-2H-chromen-2-one: Molecular Formula Ci:H-BrOs, Mol. Wt 267, Yield 82%, M.Pt 96-97 °C.
Analysis calcd: C, 49.47; Br, 29.92. Found: C, 49.44; Br, 29.90. IR (KBr) v_max (cm™): 2988 (C-H, str., arom), 2895
(CHs, str.), 1745 (C=0, str.), 1190 (C-O-C str.), 825 (C-Br).

1b. 3-Acetyl-8-fluoro-2H-chromen-2-one: Molecular Formula Ci1:H-FOs, Mol. Wt 206, Yield 74%, M.Pt 104-105 °C.
Analysis calcd: C, 64.08; F, 9.21. Found: C, 64.04; F, 9.18. IR (KBr) v_max (cm™): 2980 (C-H, str., arom), 2898
(CHs, str.), 1740 (C=0, str.), 1194 (C-O-C str.), 812 (C-F).

1c. 3-Acetyl-8-chloro-2H-chromen-2-one: Molecular Formula CiiH7ClOs, Mol. Wt 223, Yield 68%, M.Pt 102-103
°C. Analysis calcd: C, 59.35; CI, 15.92. Found: C, 59.31; CI, 15.88. IR (KBr) v_max (cm™): 2985 (C-H, str., arom),
2892 (CHs, str.), 1748 (C=0, str.), 1190 (C-O-C str.), 735 (C-Cl).

3.2 Synthesis of imine (E)-3-(1-((4-aminophenyl)imino)ethyl)-substituted-2H-chromen-2-one (2a-c)

Equimolar quantities (0.01 mole) of 3-acetyl-substituted-2H-chromen-2-one and benzene-1,4-diamine in 25 mL ethanol were
refluxed on a heating mantle for 7-8 hours with 1 mL glacial acetic acid. After being rinsed with cold water, the resulting
products were recrystallized from ethanol. The characterization values are given below:

2a. (E)-3-(1-((4-Aminophenyl)imino)ethyl)-8-bromo-2H-chromen-2-one: Molecular Formula Ci7Hi:BrN2O2, Mol.
Wt 357, Yield 60%, M.Pt 112-113 °C. Analysis calcd: C, 57.16; Br, 22.37; N, 7.84. Found: C, 57.12; Br, 22.32; N,
7.81. IR (KBr) v_max (cm™): 2990 (C-H, str., arom), 2885 (CHs, str.), 1755 (C=0, str.), 1185 (C-O-C str.), 780 (C-
Br), 3345 (N-H), 1430 (C=N). 'H NMR (CDCls, 300 MHz, , ppm): 6.90-7.62 (m, 8H, aromatic), 3.45 (s, 3H, methyl),
6.12 (s, 1H, NHz, D:O exchangeable).

2b. (E)-3-(1-((4-Aminophenyl)imino)ethyl)-8-fluoro-2H-chromen-2-one: Molecular Formula Ci7Hi3FN20O2, Mol. Wt
296, Yield 55%, M.Pt 87-88 °C. Analysis calcd: C, 68.91; F, 6.41; N, 9.45. Found: C, 68.88; F, 6.37; N, 9.42. IR
(KBr) v_max (cm™): 2998 (C-H, str., arom), 2882 (CHj, str.), 1750 (C=0, str.), 1190 (C-O-C str.), 740 (C-F), 3340
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3.3

(N-H), 1435 (C=N). 'H NMR (CDCls, 300 MHz, §, ppm): 6.92-7.64 (m, 8H, aromatic), 3.42 (s, 3H, methyl), 6.10 (s,
1H, NHz, D20 exchangeable).

2c. (E)-3-(1-((4-Aminophenyl)imino)ethyl)-8-chloro-2H-chromen-2-one: Molecular Formula Ci7Hi3CIN2O2, Mol.
Wt 313, Yield 65%, M.Pt 106-107 °C. Analysis calcd: C, 65.29; CI, 11.33; N, 8.96. Found: C, 65.24; Cl, 11.31; N,
8.92. IR (KBr) v_max (cm™): 2995 (C-H, str., arom), 2875 (CHs, str.), 1752 (C=0, str.), 1195 (C-O-C str.), 730 (C-
Cl), 3335 (N-H), 1445 (C=N). 'H NMR (CDCls, 300 MHz, 8, ppm): 6.90-7.62 (m, 8H, aromatic), 3.43 (s, 3H, methyl),
6.14 (s, 1H, NHz, D20 exchangeable).

Synthesis for the cyclization of imine: 3-(4-aminophenyl)-2-(substituted-2-oxo-2H-chromen-3-yl)-2-
methylthiazolidin-4-one (3a-c)

Methylthiazolidin-4-one was synthesized by using equimolar quantities (0.01 mole) of (E)-3-(1-((4-aminophenyl)imino)ethyl)-
substituted-2H-chromen-2-one (a-c) with thioglycolic acid in the presence of a trace amount of ZnClz in 20 mL DMF, refluxed
on a heating mantle for 11-12 hours. The obtained final product was poured into crushed ice and recrystallized from ethanol.
The characterization values are given below:

3.4

3a. 3-(4-Aminophenyl)-2-(8-bromo-2-oxo-2H-chromen-3-yl)-2-methylthiazolidin-4-one:  Molecular  Formula
CisH1sBrN20OsS, Mol. Wt 431, Yield 60%, M.Pt 102-103 °C. Analysis calcd: C, 52.91; Br, 18.53; N, 6.50; S, 7.43.
Found: C, 52.87; Br, 18.50; N, 6.47; S, 7.40. IR (KBr) v_max (cm™): 3050 (C-H, str., arom), 2890 (CHs, str.), 1760
(C=0, str.), 1185 (C-O-C str.), 810 (C-Br), 1050 (C-S-C), 1150 (str, C-N-C), 2930 (str, CHz). 'H NMR (CDCls, 300
MHz, 3, ppm): 6.90-7.62 (m, 8H, aromatic), 3.43 (s, 3H, methyl), 6.14 (s, lH, NH, DO exchangeable), 3.88 (dd, 2H,
C-CHa-S- thiazolidine ring).

3b.  3-(4-Aminophenyl)-2-(8-fluoro-2-oxo-2H-chromen-3-yl)-2-methylthiazolidin-4-one:  Molecular  Formula
C1oH1sFN20sS, Mol. Wt 370, Yield 72%, M.Pt 108-109 °C. Analysis calcd: C, 61.61; F, 5.13; N, 7.56; S, 8.66. Found:
C,61.57;F,5.11; N, 7.53; S, 8.62. IR (KBr) v_max (cm™): 3065 (C-H, str., arom), 2895 (CHs, str.), 1762 (C=0, str.),
1180 (C-O-C str.), 760 (C-F), 1055 (C-S-C), 1160 (str, C-N-C), 2935 (str, CH2). 'H NMR (CDCls, 300 MHz, 8, ppm):
6.90-7.64 (m, 8H, aromatic), 3.44 (s, 3H, methyl), 6.16 (s, 1H, NHz, D-O exchangeable), 3.88 (dd, 2H, C-CH»-S-
thiazolidine ring).

3c.  3-(4-Aminophenyl)-2-(8-chloro-2-oxo0-2H-chromen-3-yl)-2-methylthiazolidin-4-one:  Molecular  Formula
CioHisCIN20sS, Mol. Wt 387, Yield 68%, M.Pt 101-102 °C. Analysis calcd: C, 58.99; CI, 9.16; N, 7.24; S, 8.29.
Found: C, 58.95; Cl, 9.12; N, 7.20; S, 8.25. IR (KBr) v_max (cm™): 3060 (C-H, str., arom), 2898 (CHs, str.), 1765
(C=0, str.), 1187 (C-O-C str.), 768 (C-Cl), 1060 (C-S-C), 1150 (str, C-N-C), 2940 (str, CHz). 'H NMR (CDCls, 300
MHz, 3, ppm): 6.88-7.67 (m, 8H, aromatic), 3.40 (s, 3H, methyl), 6.12 (s, 1H, NHz, D20 exchangeable), 3.86 (dd, 2H,
C-CHa-S- thiazolidine ring).

Synthesis of final derivatives: 2-(Substituted-2-oxo-2H-chromen-3-yl)-3-(4-(2-(substituted-phenyl)-4,5-
diphenyl-4,5-dihydro-1H-imidazol-1-yl)phenyl)-2-methylthiazolidin-4-one (4a-n)

Synthesis of final derivatives was carried out using 0.01 mole equimolar quantities of imine 3-(4-aminophenyl)-2-(substituted-
2-0x0-2H-chromen-3-yl)-2-methylthiazolidin-4-one (a-c), with slow addition of benzil, ammonium acetate, and substituted
aldehyde in 15 mL acetic acid. The reaction was stirred for 1 hour at room temperature, then heated at 90 °C for 11-12 hours,
and quenched with ice water. The residues obtained were extracted with ethyl acetate. The organic phase was washed with
water and dried over anhydrous Na.SOa.. After concentration, the crude product was purified by column chromatography
(hexane:ethyl acetate) to obtain the desired product. The characterization values are given below:

4a. 2-(8-Bromo-2-0x0-2H-chromen-3-yl)-3-(4-(2-(4-hydroxyphenyl)-4,5-diphenyl-4,5-dihydro-1H-imidazol-1-
yl)phenyl)-2-methylthiazolidin-4-one: Molecular Formula C40oH20BrNsO4S, Mol. Wt 727, Yield 68%, M.Pt 101-102
°C. Analysis calcd: C, 66.03; Br, 10.98; N, 5.77; S, 4.41. Found: C, 66.01; Br, 10.96; N, 5.74; S, 4.38. IR (KBr) v_max
(cm™): 3050 (C-H, str., arom), 2880 (CHs, str.), 1760 (C=0, str.), 1675 (C=N), 3370 (N-H), 1170 (C-O-C str.), 732
(C-Br), 1070 (C-S-C), 1130 (str, C-N-C), 2955 (str, CHz). 'H NMR (CDCls, 300 MHz, 8, ppm): 6.85-7.65 (m, 22H,
aromatic), 3.40 (s, 3H, methyl), 3.87 (dd, 2H, C-CH--S- thiazolidine ring), 8.3 (br s, 1H, NH), 3.62 (s, 1H, Ar-OH).

4b. 2-(8-fluoro-2-0xo0-2H-chromen-3-yl)-3-(4-(2-(4-hydroxy-3-methoxyphenyl)-4,5-diphenyl-3)2-imidazol-1(2H)-
yl)phenyl)-2-methylthiazolidin-4-one: Molecular Formula- C41Hs1FN3OsS, Mol. Wt-697, Yield-62 %, M.Pt-121-122
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°C Analysis calcd- C, 70.68; F, 2.73; N, 6.03; S, 4.60 Found- C, 70.64; F, 2.71; N, 6.00; S, 4.56 IR (KBr) vmax/per-
cm- 3053 (C-H, str.,arom), 2885 (CHj, str.), 1765 (C=0, str.), 1678 (C=N), 3374 (N-H), 1175 (C-O-C str.), 765 (C-
F), 1072 (C-S-C) 1135 ( str,C-N-C), 2958 (str, CH,), 1H NMR- CDCIl5-300 MHz, 3, ppm: 6.85-7.68 (m,21 H,
Aromatic), 3.42(s,3H, methyl), 3.88 (dd,2H, C-CH,-S- thiazol ring), 8.1 (br s, 1H, NH)), 3.64 (1H,s, Ar-OH), 7.22 (s,
3H, OCHs).

4c.  3-(4-(2-(4-chlorophenyl)-4,5-diphenyl-322-imidazol-1(2H)-yl)phenyl)-2-(8-fluoro-2-oxo-2H-chromen-3-yl)-2-
methylthiazolidin-4-one: Molecular Formula- CasH2sCIFN3O3S, Mol. Wt-685, Yield-55 %, M.Pt-117-118 °C
Analysis calcd- C, 70.12; Cl, 5.17; F, 2.77; N, 6.13; S, 4.68 Found- C, 70.08; Cl, 5.14; F, 2.73; N, 6.11; S, 4.64 IR
(KBTr) vmax/per-cm- 3058 (C-H, str.,arom), 2882 (CHs, str.), 1769 (C=0, str.), 1673 (C=N), 3370 (N-H), 1178 (C-O-
C str.), 762 (C-Cl), 1077 (C-S-C) 1140 ( str,C-N-C), 2960 (str, CHz), 1H NMR- CDCl3-300 MHz, 3, ppm: 6.85-7.63
(m,22 H, Aromatic), 3.40 (s,3H, methyl), 3.85 (dd,2H, C-CH,-S- thiazol ring), 8.3 (br s, 1H, NH)), 3.64 (1H,s, Ar-
OH).

4d.  3-(4-(2-(4-bromophenyl)-4,5-diphenyl-32?-imidazol-1(2H)-yl)phenyl)-2-(8-fluoro-2-oxo-2H-chromen-3-yl)-2-
methylthiazolidin-4-one: Molecular Formula- CaoH2sBrFNsOsS, Mol. Wt-730, Yield-51 %, M.Pt-106-107 °C
Analysis calcd- C, 65.85; Br, 10.95; F, 2.60; N, 5.76; S, 4.39 Found- C, 65.81; Br, 10.92; F, 2.57; N, 5.73; S, 4.35 IR
(KBFr) vmax/per-cm- 3057 (C-H, str.,arom), 2885 (CHs, str.), 1755 (C=0, str.), 1670 (C=N), 3378 (N-H), 1165 (C-O-
C str.), 730 (C-Br), 1070 (C-S-C) 1145 ( str,C-N-C), 2962 (str, CH,), 1H NMR- CDCl3-300 MHz, 6, ppm: 6.85-7.65
(m,22 H, Aromatic), 3.43 (s,3H, methyl), 3.82 (dd,2H, C-CH>-S- thiazol ring), 8.5 (br s, 1H, NH)), 3.60 (1H,s, Ar-
OH).

4e. 3-(4-(4,5-diphenyl-2-(p-tolyl)-3A2-imidazol-1(2H)-yl)phenyl)-2-(8-fluoro-2-oxo-2H-chromen-3-yl)-2-
methylthiazolidin-4-one: Molecular Formula- C41H3:FN30sS, Mol. Wt-665, Yield-53 %, M.Pt-114-115 °C Analysis
calcd- C, 74.08; F, 2.86; N, 6.32; S, 4.82 Found- C, 74.05; F, 2.83; N, 6.28; S, 4.81 IR (KBr) vmax/per-cm- 3057 (C-
H, str.,arom), 2885 (CHs, str.), 1755 (C=0, str.), 1670 (C=N), 3378 (N-H), 1165 (C-O-C str.), 730 (C-F), 1070 (C-S-
C) 1145 ('str,C-N-C), 2962 (str, CHz), 1H NMR- CDCl3-300 MHz, 3, ppm: 6.85-7.60 (m,22 H, Aromatic), 3.48 (s,6H,
methyl), 3.81 (dd,2H, C-CH,-S- thiazol ring), 8.2 (br s, 1H, NH)), 3.62 (1H,s, Ar-OH).

4f. 2-(8-bromo-2-0xo0-2H-chromen-3-yl)-3-(4-(2-(4-hydroxyphenyl)-4,5-diphenyl-322-imidazol-1(2H)-yl)phenyl)-2-
methylthiazolidin-4-one: Molecular Formula- CsH29BrNs;O4S, Mol. Wt-728, Yield-45 %, M.Pt-108-109 °C Analysis
calcd- C, 66.03; Br, 10.98 ; N, 5.77; S, 4.41 Found- C, 66.01; Br, 10.96 ; N, 5.74; S, 4.38 IR (KBr) vmax/per-cm- 3060
(C-H, str.,arom), 2880 (CHs, str.), 1758 (C=0, str.), 1675 (C=N), 3365 (N-H), 1160 (C-O-C str.), 732 (C-Br), 1075
(C-S-C) 1140 ( str,C-N-C), 2968 (str, CH2), 1H NMR- CDClI3-300 MHz, 3, ppm: 6.85-7.66 (m,22 H, Aromatic), 3.46
(s,3H, methyl), 3.81 (dd,2H, C-CH>-S- thiazol ring), 8.4 (br s, 1H, NH)), 3.64 (1H,s, Ar-OH).

49. 2-(8-bromo-2-oxo-2H-chromen-3-yl)-3-(4-(2-(4-hydroxy-3-methoxyphenyl)-4,5-diphenyl-312-imidazol-1(2H)-
yl)phenyl)-2-methylthiazolidin-4-one: Molecular Formula- C41H3:BrN3OsS, Mol. Wt-758, Yield-52 %, M.Pt-103-104
°C Analysis calcd- C, 64.99; Br, 10.55; N, 5.55; S, 4.23 Found- C, 64.96; Br, 10.52; N, 5.51; S, 4.20 IR (KBr) vmax/per-
cm- 3062 (C-H, str.,arom), 2885 (CHs, str.), 1765 (C=0, str.), 1680 (C=N), 3360 (N-H), 1168 (C-O-C str.), 736 (C-
Br), 1065 (C-S-C) 1130 ( str,C-N-C), 2962 (str, CH2), 1H NMR- CDCI3-300 MHz, §, ppm: 6.82-7.61 (m,22 H,
Aromatic), 3.45 (s,3H, methyl), 3.82 (dd,2H, C-CH,-S- thiazol ring), 8.3 (br s, 1H, NH)), 3.61 (1H,s, Ar-OH), 7.15
(s, 3H, OCHpg).

4h. 2-(8-bromo-2-oxo0-2H-chromen-3-yl)-3-(4-(2-(4-chlorophenyl)-4,5-diphenyl-3x?-imidazol-1(2H)-yl)phenyl)-2-
methylthiazolidin-4-one: Molecular Formula- C4oH2sBrCIN3O3S, Mol. Wt-746, Yield-54 %, M.Pt-95-96 °C Analysis
calcd- C, 64.39; Br, 10.71; Cl, 4.75; N, 5.63; S, 4.30 Found- C, 64.35; Br, 10.68; Cl, 4.72; N, 5.60; S, 4.26 IR (KBr)
Vmax/per-cm- 3065 (C-H, str.,arom), 2884 (CHj, str.), 1760 (C=0, str.), 1672 (C=N), 3368 (N-H), 1168 (C-O-C str.),
738 (C-Br), 1077 (C-S-C) 1145 ( str,C-N-C), 2964 (str, CHz), 1H NMR- CDCI3-300 MHz, §, ppm: 6.85-7.63 (m,22
H, Aromatic), 3.48 (s,3H, methyl), 3.83 (dd,2H, C-CH,-S- thiazol ring), 8.2 (br s, 1H, NH)), 3.61 (1H,s, Ar-OH).

4i. 2-(8-bromo-2-oxo0-2H-chromen-3-yl)-3-(4-(4,5-diphenyl-2-(p-tolyl)-3A%-imidazol-1(2H)-yl)phenyl)-2-
methylthiazolidin-4-one: Molecular Formula-Ca1H31BrN3O3S

Mol. Wt-726, Yield-58 %, M.Pt-106-107 °C Analysis calcd- C, 67.86; Br, 11.01; N, 5.79; S, 4.42 Found- C, 67.82;
Br, 11.00; N, 5.74; S, 4.37 IR (KBr) vmax/per-cm- 3060 (C-H, str.,arom), 2888 (CHs, str.), 1762 (C=0, str.), 1670
(C=N), 3366 (N-H), 1160 (C-O-C str.), 732 (C-Br), 1071 (C-S-C) 1140 ( str,C-N-C), 2967 (str, CHz), 1H NMR-
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CDClI3-300 MHz, 8, ppm: 6.82-7.65 (m,22 H, Aromatic), 3.34 (s,6H, methyl), 3.81 (dd,2H, C-CH»-S- thiazol ring),
8.4 (br s, 1H, NH)), 3.63 (1H,s, Ar-OH).

4j. 2-(8-bromo-2-oxo0-2H-chromen-3-yl)-2-methyl-3-(4-(2-(4-nitrophenyl)-4,5-diphenyl-312-imidazol-1(2H)-
yl)pheny)thiazolidin-4-one: Molecular Formula- CaH2sBrN4OsS , Mol. Wt-757, Yield-42 %, M.Pt-103-104 °C
Analysis calcd- C, 63.50; Br, 10.56; N, 7.40; S, 4.24 Found- C, 63.47; Br, 10.52; N, 7.36; S, 4.21 IR (KBr) vmax/per-
cm- 3070 (C-H, str.,arom), 2875 (CHs, str.), 1760 (C=0, str.), 1560 (N=O str.asym-nitro-benzene),1286 (N=0O str,
sym, nitro-benzene) 1678 (C=N), 3368 (N-H), 1160 (C-O-C str.), 1070 (C-S-C) 1155 ( str,C-N-C), 2960(str, CH>),
1H NMR- CDCI3-300 MHz, 8, ppm: 6.81-7.63 (m,22 H, Aromatic), 3.32 (s,3H, methyl), 3.80 (dd,2H, C-CH>-S-
thiazol ring), 8.1 (br s, 1H, NH)).

4k.  3-(4-(2-(4-fluorophenyl)-4,5-diphenyl-312-imidazol-1(2H)-yl)phenyl)-2-(6-methoxy-2-oxo-2H-chromen-3-yl)-
2-methylthiazolidin-4-one: Molecular Formula- Ca1H31FN304S

, Mol. Wt-681, Yield-48 %, M.Pt-119-120 °C Analysis calcd- - C, 72.34; F, 2.79; N, 6.17; S, 4.71 Found C, 72.30; F,
2.75; N, 6.14; S, 4.68 IR (KBr) vmax/per-cm- 3066 (C-H, str.,arom), 2887 (CHs, str.), 1762 (C=0, str.), 1684 (C=N),
3362 (N-H), 1164 (C-O-C str.), 737 (C-Br), 1062 (C-S-C) 1134 ( str,C-N-C), 2964 (str, CH,), 1H NMR- CDCl3-300
MHz, 8, ppm: 6.82-7.64 (m,22 H, Aromatic), 3.47 (s,3H, methyl), 3.83 (dd,2H, C-CH,-S- thiazol ring), 8.5 (br s, 1H,
NH)), 3.63 (1H,s, Ar-OH), 7.11 (s, 3H, OCHy3).

41, 3-(4-(2-(4-bromophenyl)-4,5-diphenyl-322-imidazol-1(2H)-yl)phenyl)-2-(6-methoxy-2-oxo0-2H-chromen-3-yl)-2-
methylthiazolidin-4-one: Molecular Formula- C41H31BrNsO4S, Mol. Wt-742, Yield-45 %, M.Pt-112-113 °C Analysis
calcd- C, 66.40; Br, 10.77; N, 5.67; S, 4.32 Found- C, 66.35; Br, 10.73; N, 5.65; S, 4.28 IR (KBr) vmax/per-cm- 3064
(C-H, str.,arom), 2881 (CHs, str.), 1750 (C=0, str.), 1677 (C=N), 3362 (N-H), 1165 (C-O-C str.), 734 (C-Br), 1070
(C-S-C) 1146 ( str,C-N-C), 2970 (str, CH2), 1H NMR- CDClI3-300 MHz, 3, ppm: 6.81-7.62 (m,22 H, Aromatic), 3.34
(s,6H, methyl), 3.85 (dd,2H, C-CH>-S- thiazol ring), 8.2 (br s, 1H, NH)), 3.61 (1H,s, Ar-OH).

4m. 3-(4-(2-(4-chlorophenyl)-4,5-diphenyl-322-imidazol-1(2H)-yl)phenyl)-2-(6-methoxy-2-0x0-2H-chromen-3-yl)-
2-methylthiazolidin-4-one:Molecular Formula- CaiH31CIN3O4S, Mol. Wt-697, Yield-62 %, M.Pt-117-118 °C
Analysis calcd- C, 70.63; Cl, 5.08; N, 6.03; S, 4.60 Found- C, 70.60; Cl, 5.04; N, 6.01; S, 4.56 IR (KBr) vmax/per-cm-
3067 (C-H, str.,arom), 2883 (CHj, str.), 1754 (C=0, str.), 1679 (C=N), 3360 (N-H), 1160 (C-O-C str.), 736 (C-Br),
1074 (C-S-C) 1140 ( str,C-N-C), 2978 (str, CH), 1H NMR- CDCl3-300 MHz, 3, ppm: 6.81-7.61 (m,22 H, Aromatic),
3.35 (s,6H, methyl), 3.82 (dd,2H, C-CH>-S- thiazol ring), 8.4 (br s, 1H, NH)), 3.62 (1H,s, Ar-OH), 7.22 (s, 3H, OCHj).

4n. 3-(4-(4,5-diphenyl-2-(p-tolyl)-3A2-imidazol-1(2H)-yl)phenyl)-2-(6-methoxy-2-oxo-2H-chromen-3-yl)-2-
methylthiazolidin-4-one:Molecular Formula- CsH3sN304S

Mol. Wt-677, Yield-62 %, M.Pt-108-109 °C Analysis calcd- C, 74.54; N, 6.21; S, 4.74 Found- C, 74.51; N, 6.16; S,
4.70 IR (KBr) vmax/per-cm- 3060 (C-H, str.,arom), 2888 (CHg, str.), 1762 (C=0, str.), 1670 (C=N), 3366 (N-H), 1160
(C-O-Cstr.), 732 (C-Br), 1071 (C-S-C) 1140 ( str,C-N-C), 2967 (str, CHz), 1H NMR- CDCI3-300 MHz, §, ppm: 6.82-
7.65 (m,22 H, Aromatic), 3.34 (s,6H, methyl), 3.81 (dd,2H, C-CH,-S- thiazol ring), 8.4 (br s, 1H, NH)), 3.63 (1H,s,
Ar-OH), 7.22 (s, 3H, OCHs).

V. ANTIMICROBIAL ACTIVITY
41 Determination of MIC

The broth microdilution method was used to determine the MIC of synthesized 2-(substituted-2-oxo-2H-chromen-3-yl)-3-(4-
(2-(substituted-phenyl)-4,5-diphenyl-4,5-dihydro-1H-imidazol-1-yl)phenyl)-2-methylthiazolidin-4-one  derivatives, as per
CLSI guidelines. Twofold serial dilutions of the samples were made directly in a microtiter plate filled with Mueller-Hinton
broth. After adding the bacterial inoculum, each well had a final concentration of 5 x 10° CFU/mL. Ciprofloxacin, a common
medication, was used as the standard. The plate was incubated at 37°C for 24 hours. After adding resazurin to each well, the
microtiter plate was incubated for 30 minutes at 37°C. While the well without bacterial growth remained blue, the wells with
bacterial growth became pink. The minimum inhibitory concentration (MIC) was defined as the extract concentration that
completely stops bacterial growth. The derivatives to be tested were diluted twofold in a series. The test samples were dissolved
in DMSO to obtain a 10 mg/mL stock solution. Sabouraud's broth was prepared for antifungal testing. The solution of the test
material (0.2 mL) was added to 1.8 mL of the seeded broth, forming the first dilution. Subsequently, 1.0 mL of this was diluted
with a further 1.0 mL of the seeded broth to give the second dilution, and so on until 10-12 such dilutions were obtained. A set
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of tubes containing only seeded broth and the standard containing fluconazole were also maintained under identical conditions.
The tubes were incubated at 28°C and the MICs of the products (based upon visual appearance of growth) were noted after 48-
96 hours post-incubation. The last tube with no apparent growth of the microorganism was taken to represent the MIC of the
test compound expressed in pg/mL.

TABLE 1
ANTIMICROBIAL ACTIVITY OF 2-(SUBSTITUTED-2-0X0-2H-CHROMEN-3-YL)-3-(4-(2-(SUBSTITUTED-
PHENYL)-4,5-DIPHENYL-4,5-DIHYDRO-1H-IMIDAZOL-1-YL)PHENYL)-2-METHYLTHIAZOLIDIN-4-ONE
DERIVATIVES (4A-N): MIC (ug/mL)

7 :
il iuﬁ?iﬂi?)n e sut?c.ilis auféus cltznii albict::.ans
4a 8-Bromo 4-Hydroxyphenyl 100 50 25 25
4b 8-Bromo 4-Hydroxy-3-methoxyphenyl 100 50 100 100
4c 8-Bromo 4-Chlorophenyl 50 25 50 100
4d 8-Bromo 4-Methylphenyl 100 25 50 25
4e 8-Bromo 4-Nitrophenyl 25 100 50 25
4f 8-Fluoro 4-Hydroxyphenyl 100 100 100 100
49 8-Fluoro 4-Hydroxy-3-methoxyphenyl 100 50 25 125
4h 8-Fluoro 4-Chlorophenyl 50 25 25 100
4i 8-Fluoro 4-Bromophenyl 25 12.5 25 6.25
4 8-Fluoro 4-Methylphenyl 25 6.25 100 100
4k 6-Methoxy 4-Fluorophenyl 12.5 100 100 100
41 6-Methoxy 4-Bromophenyl 100 100 50 100
4m 6-Methoxy 4-Chlorophenyl 50 50 50 100
4n 6-Methoxy 4-Methylphenyl 25 50 25 50
Standards Ciprofloxacin 50 100 50 —
Fluconazole — — — 50

*Note: MIC values are presented as pg/mL. All tests were performed in duplicate; variation was within +1 dilution.*

V. RESULTS AND DISCUSSION

Fourteen methylthiazolidin-4-one derivatives were synthesized, out of which five derivatives of bromo-3-acetyl coumarin, five
derivatives of fluoro-3-acetyl coumarin, and four derivatives of methoxy-3-acetyl coumarin were evaluated for their
antimicrobial activity against Gram-positive bacteria (B. subtilis, S. aureus), Gram-negative bacteria (E. coli), and fungus (C.
albicans).

When the synthesized derivatives were tested against Candida albicans, only four derivatives exhibited good activity.
Derivative 4i (R! = 8-F, R2 = 4-Br) showed superior activity with an MIC of 6.25 pg/mL. Derivative 4g (R! = 8-F, R2 = 4-
OH,3-OCHs) showed excellent activity with an MIC of 12.5 pg/mL. Derivatives 4a (R* = 8-Br, R? = 4-OH) and 4d (R* = 8-
Br, R? = 4-CHs) showed MIC values of 25 pg/mL. The remaining derivatives reflected only satisfactory activity.

Against B. subtilis, out of fourteen derivatives, only five were active. Derivatives 4e (R! = 8-Br, R2 = 4-NO), 4i (R! = 8-F, R?
= 4-Br), 4j (Rt = 8-F, R? = 4-CHs), and 4n (R! = 6-OCH3, R? = 4-CH3) displayed MIC values of 25 pg/mL. Derivative 4k (Rt
= 6-OCHs, R? = 4-F) showed excellent activity with an MIC of 12.5 pug/mL. The remaining nine derivatives demonstrated
moderate activity.

Against S. aureus, five synthesized derivatives were found to be highly active. Derivatives 4c (R* = 8-Br, R2 = 4-Cl) and 4d (R*
= 8-Br, R? = 4-CHs) showed MIC values of 25 ng/mL. Derivatives 4h (R* = 8-F, Rz = 4-Cl), 4i (R* = 8-F, R2=4-Br), and 4j (R*
= 8-F, R? = 4-CH3) showed MIC values of 25, 12.5, and 6.25 pg/mL, respectively. Derivative 4j was the most lethal against S.
aureus, achieving an MIC of 6.25 pg/mL.

Against E. coli, derivatives 4a (R* = 8-Br, Rz = 4-OH), 4g (R! = 8-F, R? = 4-OH,3-OCH3), 4h (R* = 8-F, R2 = 4-Cl), 4i (R* =
8-F, R?2 = 4-Br), and 4n (R* = 6-OCHs, R? = 4-CH3) demonstrated good activity with MIC values of 25 pug/mL. The other ten
derivatives displayed moderate activity.
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Among all active compounds, one common factor is that either R or R2 or both contain electronegative substituents (halogens,
nitro, methoxy), which appears to be the main cause of enhanced activity. It is clear that the presence of electronegative groups
is very vital in eliciting the desired biological effect. Therefore, it is suggested here that the synthesis of more such compounds
containing additional electronegative groups (chloro, fluoro, bromo, OCHs, etc.) is required for further ascertaining the
potentials of such derivatives.

TABLE 2
MosT ACTIVE COMPOUNDS
Compound Most Significant Activity MIC (pg/mL)
4i S. aureus and C. albicans 12.5 and 6.25
4j S. aureus 6.25
4k B. subtilis 12.5
49 C. albicans 125

VI. CONCLUSION

All synthesized derivatives (4a-n) of 2-(substituted-2-oxo-2H-chromen-3-yl)-3-(4-(2-(substituted-phenyl)-4,5-diphenyl-4,5-
dihydro-1H-imidazol-1-yl)phenyl)-2-methylthiazolidin-4-one were evaluated for antimicrobial activity. Compounds 4i, 4j,
and 4k demonstrated the most promising antimicrobial activity. Exclusively, compound 4i displayed broad-spectrum
antibacterial and antifungal potency, suggesting that incorporation of halogen substituents, especially bromine and fluorine,
may create potentially more active compounds. These findings indicate that the synthesized thiazolidinone-coumarin-imidazole
hybrids may serve as potential lead molecules for the development of new antimicrobial agents.
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Abstract— A convenient protocol for the synthesis of oxoazetidinyl-phenothiazinone derivatives has been initiated with the
reaction of resorcinol and acetoacetic ester to yield coumarin. In another reaction, Schiff bases were prepared by the
condensation of substituted-salicylaldehyde with benzidine and substituted-salicylaldehyde with benzene-1,4-diamine,
subsequently cyclized with chloroacetyl chloride to form p-lactam-amine. Further, the amine reacted with coumarin in the
presence of ZnCl, to form prefinal derivatives. The interaction of biphenylyl-azetidin-2-one or phenyl-azetidin-2-one with
sulphur powder and iodine afforded the final phenothiazinone derivatives. The structures of the synthesized derivatives were
determined by elemental analysis, UV-visible, FT-IR, *H-NMR, and mass spectra. The obtained derivatives exhibited
excellent to moderate antimicrobial activity.

Keywords— Phenothiazinone, acetoacetic ester, coumarin, benzidine, benzene-1,4-diamine, salicylaldehyde.

l. INTRODUCTION

Phenothiazines are of major significance in heterocyclic chemistry. They comprise a tricyclic system which is constituted by
two benzene rings and an internal ring containing sulphur and nitrogen [1]. They were primarily employed as dyes in the
textile industry during the 19th century, but with new evidence they have been shown to possess excellent antipsychotic
properties and are employed in the treatment of schizophrenia and other conditions. Their medicinal importance started
becoming evident during the 20th century when methylene blue, a common dye, was found to be an efficient antimalarial and
antiseptic drug [1-4]. Phenothiazine's general molecular formula is Ci2HoNS and contains N and S atoms in the center. The
presence of such configuration renders them highly reactive and amenable for further alterations [5]. The presence of these
moieties impacts their electronic nature, lipophilicity, and planar geometry in such a way that it facilitates their
binding/attachment to numerous biological target sites [6]. The central nitrogen atom is a significant target site for numerous
acetylations, alkylations, or condensations with aldehydes, which inadvertently affects binding affinity to dopamine D:
receptors, histamine Hi receptors, and various other CNS-related targets and is pivotal in the development of antipsychotics,
antihistamines, and antiemetics [7-10]. Besides this, it has great significance in blood-brain barrier penetration, thereby
improving its utilization in medication of CNS-related diseases [11].

B-Lactams comprise a four-membered cyclic amide where the nitrogen atom is attached to the B-carbon relative to the
carbonyl group and hence are also known as azetidinones [12-15]. These are quite famous among medicinal chemists. These
molecules are among the base scaffolds of many useful antibiotics such as penicillins, cephalosporins, carumonam,
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aztreonam, thienamycin, and nocardicins [16-19]. The first B-lactam was synthesized in 1907 by Staudinger, but it was only
after 1943 that research on these molecules gained momentum as more of the compounds showed intense biological activities
such as antibacterial, antifungal, antiviral, anticancer, anti-inflammatory, anticonvulsant, hypotensive, hypnotic,
antitubercular, and vital against combating many serious diseases [20-23].

Since the discovery of the coumarin molecule in 1820, it has gained an exclusive place in heterocyclic medicinal chemistry.
It is basically 2H-1-benzopyran-2-one [24-27]. It displays a wide spectrum of biological activities such as platelet
aggregation inhibition, anticonvulsant, antiviral, anticoagulant, antifungal, anti-HIV, anticarcinogenic, antihistaminic, and
antitubercular [28-30]. Coumarin synthesis can be achieved through various chemical reactions such as Pechmann, Perkin,
Knoevenagel, and Reformatsky. Among all these, Pechmann condensation is the most frequent method adopted for the
synthesis of coumarin [31].

CHj;
M + N
[
HaC OC3Hs HO OH
HO (@) o

N\

SCHEME-1
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1. EXPERIMENTAL METHODOLOGY

The melting points of all synthesized -lactam-phenothiazinone derivatives were examined by the open capillary method [32-
34]. The purity and progress were determined by using precoated TLC plates (Merck, 60F-254) in an iodine chamber to
develop the slides, with eluent hexane/ethyl acetate (5:2) [35-38]. The *H NMR spectra were recorded in CDCls and DMSO
on a Bruker NMR spectrophotometer at 400 MHz. Tetramethylsilane was taken as the internal standard and chemical shift
values (8) are given in parts per million (ppm). A Jasco FT-IR-470 spectrophotometer (KBr) with diffuse reflectance method
was used for recording FT-IR spectra. MS-JEOL SX102 mass spectroscopy was used for recording mass spectra using
Argon/Xenon (6 kV, 10 mA) as the FAB gas and m-nitrobenzyl alcohol as the matrix. UV spectra of the samples were
carried out on a double beam UV-visible spectrophotometer.

2.1 Synthesis of 7-hydroxy-4-methyl-2H-chromen-2-one (1):

Equimolar quantities of resorcinol (0.1 mole) and ethyl acetoacetate with 70% sulphuric acid (30 mL) were heated carefully
for 0.5 hour. The resulting dark green solution was cooled and poured over crushed ice. The crude product was filtered off,
washed repeatedly with water, and dried at 100°C. The anhydrous coumarin thus obtained was insoluble in methanol but was
recrystallized with difficulty from benzene as pale yellow needle-like crystals. Chemical Formula: CioHsOs; Molecular
Weight: 176; Yield 75%; m.p. 185-186°C.

2.1.1  Synthesis of (E)-2-(((4-aminophenyl)imino)methyl)-6-substituted-phenol (2a-f)

Equimolar amounts of reactants (substituted-salicylaldehyde and benzene-1,4-diamine) were taken in 25 mL ethanol and
refluxed on a heating mantle for 5-6 hours with 1 mL glacial acetic acid. After being rinsed with cold water, the resulting
products were recrystallized in ethanol. The characterization values are given below:

2a. (E)-2-(((4-Aminophenyl)imino)methyl)-6-fluorophenol:

Chemical Formula: Ci:HiiFN20; Molecular Weight: 230; Yield: 58%; m.p. 102°C; Elemental Analysis calcd: C,
67.82; F, 8.25; N, 12.17. Found: C, 67.80; F, 8.21; N, 12.12. IR (KBr) v_max (cm™): 740 (C-F), 3341 (N-H), 3034
(CH, aromatic), 1422 (C=N), 1572 (C=C skeletal).

2b. (E)-2-(((4-Aminophenyl)imino)methyl)-6-bromophenol:

Chemical Formula: CisHiiBrN20O; Molecular Weight: 291; Yield: 52%; m.p. 86°C; Elemental Analysis calcd: C,
53.63; Br, 27.44; N, 9.62. Found: C, 53.60; Br, 27.40; N, 9.58. IR (KBr) v_max (cm™): 810 (C-Br), 3338 (N-H),
3036 (CH, aromatic), 1424 (C=N), 1570 (C=C skeletal).

2¢. (E)-2-(((4-Aminophenyl)imino)methyl)-6-chlorophenol:

Chemical Formula: CisHiiCIN20O; Molecular Weight: 247; Yield: 57%; m.p. 93-94°C; Elemental Analysis calcd: C,
63.29; Cl, 14.37; N, 11.36. Found: C, 63.26; Cl, 14.34; N, 11.32. IR (KBr) v_max (cm™): 690 (C-ClI), 3330 (N-H),
3040 (CH, aromatic), 1430 (C=N), 1575 (C=C skeletal).

2d. (E)-2-(((4-Aminophenyl)imino)methyl)-6-nitrophenol:

Chemical Formula: Ci1:H1:1N3Os; Molecular Weight: 257; Yield: 61%; m.p. 105-106°C; Elemental Analysis calcd: C,
60.70; N, 16.33. Found: C, 60.66; N, 16.30. IR (KBr) v._max (cm™): 1560 (N=0 str. asym, nitro-benzene), 1285
(N=O str., sym, nitro-benzene), 3340 (N-H), 3038 (CH, aromatic), 1430 (C=N), 1578 (C=C skeletal).

2e. (E)-2-(((4-Aminophenyl)imino)methyl)-4-methoxyphenol:

Chemical Formula: CisH1sN202; Molecular Weight: 242; Yield: 65%; m.p. 98-99°C; Elemental Analysis calcd: C,
69.41; N, 11.56. Found: C, 69.38; N, 11.53. IR (KBr) v_max (cm™): 1177 (O-C, OCHs), 3330 (N-H), 3040 (CH,
aromatic), 1425 (C=N), 1575 (C=C skeletal).

2f. (E)-2-(((4-Aminophenyl)imino)methyl)-4-methylphenol:

Chemical Formula: C1sH1sN20; Molecular Weight: 226; Yield: 70%; m.p. 108-109°C; Elemental Analysis calcd: C,
74.31; N, 12.38. Found: C, 74.28; N, 12.35. IR (KBr) v_max (cm™): 2975 (p-CHs-phenyl), 3335 (N-H), 3038 (CH,
aromatic), 1432 (C=N), 1575 (C=C skeletal).
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2.1.2  Synthesis of (E)-2-(((4"-amino-[1,1'-biphenyl]-4-yl)imino)methyl)-substituted-phenol (3a-f)

Equimolar concentrations of reactants (substituted-salicylaldehyde and benzidine) were taken in 25 mL ethanol and refluxed
on a heating mantle for 5-6 hours with 1 mL glacial acetic acid. After being rinsed with cold water, the resulting products
were recrystallized in ethanol. The characterization values are given below:

3a. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-6-fluorophenol:
Chemical Formula: CioH1sFN20O; Molecular Weight: 306; Yield: 62%; m.p. 103-104°C; Elemental Analysis calcd:

C, 74.50; F, 6.20; N, 9.14. Found: C, 74.47; F, 6.15; N, 9.12. IR (KBr) v_max (cm™): 680 (C-F), 3355 (N-H), 3044
(CH, aromatic), 1433 (C=N), 1580 (C=C skeletal).

3b. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-6-bromophenol:
Chemical Formula: C1sH1sBrN20; Molecular Weight: 367; Yield: 54%; m.p. 95-96°C; Elemental Analysis calcd: C,

62.14; Br, 21.76; N, 7.63. Found: C, 62.11; Br, 21.72; N, 7.60. IR (KBr) v_max (cm™): 710 (C-Br), 3355 (N-H),
3054 (CH, aromatic), 1440 (C=N), 1570 (C=C skeletal).

3c. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-6-chlorophenol:
Chemical Formula: C1oH1sCIN2O; Molecular Weight: 323; Yield: 63%; m.p. 87-88°C; Elemental Analysis calcd: C,

70.70; CI, 10.98; N, 8.68. Found: C, 70.67; Cl, 10.95; N, 8.64. IR (KBr) v_max (cm™): 680 (C-Cl), 3335 (N-H),
3038 (CH, aromatic), 1432 (C=N), 1572 (C=C skeletal).

3d. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-6-nitrophenol:

Chemical Formula: C1oH1sN3Os; Molecular Weight: 333; Yield: 48%; m.p. 105-106°C; Elemental Analysis calcd: C,
68.46; N, 12.61. Found: C, 68.41; N, 12.58. IR (KBr) v._max (cm™): 1555 (N=0O str. asym, nitro-benzene), 1272
(N=O str., sym, nitro-benzene), 3345 (N-H), 3031 (CH, aromatic), 1436 (C=N), 1580 (C=C skeletal).

3e. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-4-methoxyphenol:
Chemical Formula: C20H1sN202; Molecular Weight: 318; Yield: 55%; m.p. 103-104°C; Elemental Analysis calcd: C,

75.45; N, 8.80. Found: C, 75.43; N, 8.77. IR (KBr) v_max (cm™): 1170 (O-C, OCHs), 3335 (N-H), 3042 (CH,
aromatic), 1430 (C=N), 1584 (C=C skeletal).

3f. (E)-2-(((4'-Amino-[1,1'-biphenyl]-4-yl)imino)methyl)-4-methylphenol:
Chemical Formula: C20H1sN2O; Molecular Weight: 302; Yield: 75%; m.p. 85-86°C; Elemental Analysis calcd: C,
79.44; N, 9.26. Found: C, 79.40; N, 9.23. IR (KBr) v_max (cm™): 2970 (p-CHs-phenyl), 3332 (N-H), 3040 (CH,
aromatic), 1436 (C=N), 1572 (C=C skeletal).

2.1.3  Synthesis of 1-(4-aminophenyl)-3-chloro-4-(substituted-2-hydroxyphenyl)-azetidin-2-one (4a-f)

Equimolar quantities (0.02 mole) of (E)-2-(((4-aminophenyl)imino)methyl)-6-substituted-phenol (2a-f) in 25 mL dioxane
were added to chloroacetyl chloride and triethylamine at 0°C with continuous stirring and kept for three hours at room
temperature, then refluxed on a heating mantle for 8-9 hours. After cooling, the reaction mixture was poured into crushed ice
and recrystallized in ethanol. The characterization data are as follows:

4a. 1-(4-Aminophenyl)-3-chloro-4-(3-fluoro-2-hydroxyphenyl)-azetidin-2-one:

Chemical Formula: CisHi.CIFN202; Molecular Weight: 307; Yield: 70%; m.p. 88-89°C; Elemental Analysis calcd:
C, 58.74; Cl, 11.56; F, 6.19; N, 9.13. Found: C, 58.72; Cl, 11.52; F, 6.15; N, 9.11. IR (KBr) v_max (cm™): 3072
(CH, aromatic), 1020 (C-N), 1650 (Amide), 970 (C-C1), 1585 (C=C), 3375 (phenol). '"H NMR (CDCls, 400 MHz, §,
ppm): 6.82-7.89 (m, 8H, aromatic), 4.81 (s, 1H, -OH), 6.8 (s, 1H, NHz, D-O exchangeable), 4.12 (d, 1H, J=4.8 Hz,
B-lactam C3-H), 4.98 (d, 1H, J=4.8 Hz, B-lactam C4-H). [Note: -lactam protons appear as doublets, not singlets]

4b. 1-(4-Aminophenyl)-4-(3-bromo-2-hydroxyphenyl)-3-chloroazetidin-2-one:

Chemical Formula: CisHi2BrCIN202; Molecular Weight: 368; Yield: 60%; m.p. 101-102°C; Elemental Analysis
calcd: C, 49.01; Br, 21.74; Cl, 9.64; N, 7.62. Found: C, 48.98; Br, 21.70; Cl, 9.60; N, 7.59. IR (KBr) v_max (cm™):
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3068 (CH, aromatic), 1025 (C-N), 1652 (Amide), 977 (C-Cl), 1580 (C=C), 3378 (phenol). 'H NMR (CDCls, 400
MHz, 8, ppm): 6.80-7.83 (m, 8H, aromatic), 4.75 (s, 1H, -OH), 6.6 (s, 1H, NHz, DO exchangeable), 4.10 (d, 1H,
J=4.8 Hz, B-lactam C3-H), 4.95 (d, 1H, J=4.8 Hz, B-lactam C4-H).

4c. 1-(4-aminophenyl)-3-chloro-4-(3-chloro-2-hydroxyphenyl)-azetidin-2-one:

Chemical Formula: : C15H12CI2N20O5; Molecular Weight: 323; Yield: 60%; m.p. 101-102°C; Elemental Analysis: C,
55.75; Cl, 21.94; N, 8.67 found: C, 55.71; Cl, 21.90; N, 8.63; Infrared-vmax per cm-KBr: 3055(CH, Aromatic),
1030(C-N), 1652(Amide), 975(C-Cl),1588(C=C), 3376(phenol), 1H NMR: 6.84-7.87(m, 8H, aromatic), 2.4(s, 1H,
lactam ring), 4.76(s, 1H, -OH), 6.4(singlet, 1H, NH>, D,O exchangeable).

4d. 1-(4-aminophenyl)-3-chloro-4-(2-hydroxy-3-nitrophenyl)-azetidin-2-one:

Chemical Formula: C1sH12CIN3O4; Molecular Weight: 334; Yield: 55%; m.p. 115-116°C; Elemental Analysis: C,
53.99; CI, 10.62; N, 12.59 found: C, 53.96; CI, 10.58; N, 12.57; Infrared-vmax per cm-KBr: 3051(CH, Aromatic),
1034(C-N), 1658(Amide), 978(C-Cl),1588(C=C), 3360(phenol); 1H NMR: 6.87-7.83(m, 8H, aromatic), 2.6(s, 1H,
lactam ring), 4.73(s, 1H, -OH), 6.5(singlet, 1H, NH;, D,O exchangeable).

4e. 1-(4-aminophenyl)-3-chloro-4-(2-hydroxy-5-methoxyphenyl)-azetidin-2-one:

Chemical Formula: C16H15CIN2O3; Molecular Weight: 319; Yield: 62%; m.p. 106-107°C; Elemental Analysis: C,
60.29; ClI, 11.12; N, 8.79 found: C, 60.27; Cl, 11.09; N, 8.76; Infrared-vmax per cm-KBr: 3058(CH, Aromatic),
1035(C-N), 1652(Amide), 980(C-Cl),1590(C=C), 3371(phenol); 1H NMR: 6.81-7.89(m, 8H, aromatic), 2.1(s, 1H,
lactam ring), 4.72(s, 1H, -OH), 6.8(singlet, 1H, NH2, D,O exchangeable).

4f. 1-(4-aminophenyl)-3-chloro-4-(2-hydroxy-5-methylphenyl)-azetidin-2-one:

Chemical Formula: C16H1sCIN2O2; Molecular Weight: 303; Yield: 55%; m.p. 104-105°C; Elemental Analysis: C,
63.48; Cl, 11.71; N, 9.25 found: C, 63.44; Cl, 11.68; N, 9.20; Infrared-vmax per cm-KBr: 3060(CH, Aromatic),
1025(C-N), 1650(Amide), 980(C-Cl),1584(C=C), 3371(phenol); 1H NMR: 6.88-7.74(m, 8H, aromatic), 2.1(s, 1H,
lactam ring), 4.73(s, 1H, -OH), 6.2(singlet, 1H, NH>, D,O exchangeable).

Synthesis of 1-(4'-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(substituted-2-hydroxyphenyl)-azetidin-2-one (5a-f)

Equimolar quantities (0.02 mole) of (E)-2-(((4'-amino-[1,1'-biphenyl]-4-yl)imino)methyl)-substituted-phenol (3a-f) in 25 mL
dioxane were added to chloroacetyl chloride and triethylamine at 0°C with continuous stirring and kept for three hours at
room temperature, then refluxed on a heating mantle for 13-14 hours. After cooling, the reaction mixture was poured into
crushed ice and recrystallized in ethanol. Characterization data are as follows:

5a. 1-(4'-Amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(4-fluoro-2-hydroxyphenyl)-azetidin-2-one:

Chemical Formula: C21Hi1sCIFN202; Molecular Weight: 383; Yield: 61%; m.p. 106-107°C; Elemental Analysis
calcd: C, 64.59; Cl, 7.63; F, 4.09; N, 6.03. Found: C, 64.55; Cl, 7.60; F, 4.06; N, 6.01. IR (KBr) v_max (cm™): 3065
(CH, aromatic), 1035 (C-N), 1650 (Amide), 870 (C-Cl), 1580 (C=C), 3382 (phenol). '"H NMR (CDCls, 400 MHz, §,
ppm): 6.81-7.66 (m, 12H, aromatic), 4.85 (s, 1H, -OH), 3.11 (s, 3H, methyl), 4.15 (d, 1H, J=4.8 Hz, p-lactam C3-
H), 5.01 (d, 1H, J=4.8 Hz, B-lactam C4-H).

5b. 1-(4'-amino-[1,1'-biphenyl]-4-yl)-4-(4-bromo-2-hydroxyphenyl)-3-chloroazetidin-2-one:

Chemical Formula: C21H16BrCIN2O2; Molecular Weight: 444; Yield: 55%; m.p. 93-94°C; Elemental Analysis: C,
56.84; Br, 18.01; ClI, 7.99; N, 6.31 found: C, 56.80; Br, 18.00; Cl, 7.99; N, 6.29; Infrared-vma per cm-KBr:
3062(CH, Aromatic), 1038(C-N), 1652 (Amide), 874(C-Cl), 1585(C=C), 2825(-CHs) 3386(phenol); 1H NMR:
6.81-7.63(m, 11H, aromatic), 2.5(s, 1H, lactam ring), 4.82(s, 1H, -OH), 3.12(s, 3H, methyl).

5c. 1-(4'-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(3-chloro-2-hydroxyphenyl)-azetidin-2-one:

Chemical Formula: C21H16Ci2N202; Molecular Weight: 399; Yield: 60%; m.p. 103-104°C; Elemental Analysis: C,
63.17; Cl, 17.76; N, 7.02 found: C, 63.15; Cl, 17.72; N, 7.01; Infrared-vmax per cm-KBr: 3060(CH, Aromatic),
1032(C-N), 1651(Amide), 872(C-Cl), 1588 (C=C), 2820 (-CHs) 3387(phenol); 1H NMR: 6.82-7.64(m, 11H,
aromatic), 2.4(s, 1H, lactam ring), 4.81(s, 1H, -OH), 3.14(s, 3H, methyl).
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5d. 1-(4'-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(2-hydroxy-3-nitrophenyl)-azetidin-2-one:

Chemical Formula: C21H16CIN3O4; Molecular Weight: 410; Yield: 68%; m.p. 87-88°C; Elemental Analysis: C,
61.55; CI, 8.65; N, 10.25 found: C, 61.50; CI, 8.62; N, 10.21; Infrared-vmax per cm-KBr: 3070(CH,
Aromatic),1028(C-N),1650(Amide), 875(C-Cl),1584 (C=C), 2830(-CHs) 3380(phenol); 1H NMR: 6.80-7.67(m,
11H, aromatic), 2.7(s, 1H, lactam ring), 4.83(s, 1H, -OH), 3.10(s, 3H, methyl).

5e. 1-(4'-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(2-hydroxy-5-methoxyphenyl)-azetidin-2-one:

Chemical Formula; C2H19CIN2O3; Molecular Weight: 395; Yield: 58%; m.p. 118-119°C; Elemental Analysis: C,
66.92; Cl, 8.98; N, 7.09 found: C, 66.91; Cl, 8.94; N, 7.06; Infrared-vma per cm-KBr: 3060(CH, Aromatic),
1030(C-N), 1654(Amide), 872(C-Cl), 1585(C=C), 2830(-CHs), 3375(phenol); 1H NMR: 6.86-7.62(m, 11H,
aromatic), 2.1(s, 1H, lactam ring), 4.83(s, 1H, -OH), 3.09 (s, 3H, methyl).

5f. 1-(4'-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(2-hydroxy-5-methylphenyl)-azetidin-2-one:

Chemical Formula: CzH19CIN2O2; Molecular Weight: 379; Yield: 55%; m.p. 91-92°C; Elemental Analysis: C,
69.75; Cl, 9.36; N, 7.39 found: C, 69.71; Cl, 9.33; N, 7.35; Infrared-vmax per cm-KBr: 3060(CH, Aromatic),
1032(C-N), 1650(Amide), 874(C-Cl), 1582(C=C), 2820(-CHs), 3386(phenol); 1H NMR: 6.81-7.62(m, 11H,
aromatic), 2.1(s, 1H, lactam ring), 4.82(s, 1H, -OH), 3.13(s, 3H, methyl).

Synthesis of 3-chloro-4-(substituted-2-hydroxyphenyl)-1-(4-((4-methyl-2-oxo-2H-chromen-7-
ylhamino)phenyl)-azetidin-2-one (6a-f)

Equimolar quantities (0.02 mole) of 1-(4-aminophenyl)-3-chloro-4-(substituted-2-hydroxyphenyl)-azetidin-2-one (4a-f) and
7-hydroxy-4-methyl-2H-chromen-2-one (1) were taken in 25 mL ethanol and refluxed on a heating mantle in the presence of
anhydrous ZnCl. for 9-10 hours. The reaction mixture was cooled and filtered, washed with cold water, and recrystallized
from ethanol. Characterization data are as follows:

6a. 3-Chloro-4-(3-fluoro-2-hydroxyphenyl)-1-(4-((4-methyl-2-oxo-2H-chromen-7-yl)amino)phenyl)-azetidin-
2-0ne:

Chemical Formula: C2sHisCIFN204; Molecular Weight: 465; Yield: 61%; m.p. 116-117°C; Elemental Analysis
calcd: C, 64.59; Cl, 7.63; F, 4.09; N, 6.03. Found: C, 64.55; Cl, 7.60; F, 4.06; N, 6.01. IR (KBr) v_max (cm™): 3065
(CH, aromatic), 1035 (C-N), 1650 (Amide), 870 (C-Cl), 1580 (C=C), 2825 (-CH3), 3382 (phenol). 'H NMR (CDCls,
400 MHz, 6, ppm): 6.72-7.76 (m, 11H, aromatic), 4.82 (s, 1H, -OH), 3.01 (s, 3H, methyl), 4.18 (d, 1H, J=4.8 Hz, -
lactam C3-H), 4.96 (d, 1H, J=4.8 Hz, 3-lactam C4-H).

6b. 4-(3-Bromo-2-hydroxyphenyl)-3-chloro-1-(4-((4-methyl-2-oxo-2H-chromen-7-yl)amino)phenyl)-azetidin-
2-0ne:

Chemical Formula: C,5H;gBrCIN,O,4; Molecular Weight: 526; Yield: 66%; m.p. 88-89°C; Elemental Analysis: C,
57.11; Br, 15.20; Cl, 6.74; N, 5.33 found: C, 57.07; Br, 15.15; Cl, 6.72; N, 5.30; Infrared-vma per cm-KBr:
3060(CH, Aromatic), 1032(C-N), 1650(Amide), 865(C-Cl), 1580(C=C), 2832(-CH3) 3378(phenol); 1H NMR:
6.88-7.78(m, 11H, aromatic), 2.5(s, 1H, lactam ring), 4.79(s, 1H, -OH), 3.03(s, 3H, methyl).

6¢. 3-Chloro-4-(3-chloro-2-hydroxyphenyl)-1-(4-((4-methyl-2-oxo-2H-chromen-7-yl)amino)phenyl)-azetidin-
2-0ne:

Chemical Formula: C,5H;gCI;N,0,; Molecular Weight: 481; Yield: 60%; m.p. 103-104°C; Elemental Analysis: C,
62.38; Cl, 14.73; N, 5.82 found: C, 62.35; Cl, 14.70; N, 5.78; Infrared-vmax per cm-KBr: 3068(CH, Aromatic),
1025(C-N), 1656(Amide), 860(C-Cl), 1584 (C=C), 2835(-CHs3), 3375(phenol); 1H NMR: 6.82-7.75(m, 11H,
aromatic), 2.4(s, 1H, lactam ring), 4.76(s, 1H, -OH), 3.06(s, 3H, methyl).

6d. 3-Chloro-4-(2-hydroxy-3-nitrophenyl)-1-(4-((4-methyl-2-oxo-2H-chromen-7-yl)amino) phenyl)-azetidin-2-
one:

Chemical Formula: C2sHi1sCIN3Os; Molecular Weight: 492; Yield: 55%; m.p. 106-107°C; Elemental Analysis: C,
61.05; Cl, 7.21; N, 8.54; O, 19.52 found: C, 61.02; Cl, 7.17; N, 8.50; O, 19.52; Infrared-vmax per cm-KBr: 3062(CH,
Aromatic), 1025(C-N), 1655(Amide), 860(C-Cl), 1584 (C=C), 2830(-CHs), 3372(phenol); 1H NMR: 6.84-7.71(m,
11H, aromatic), 2.3 (s, 1H, lactam ring), 4.77(s, 1H, -OH), 3.05(s, 3H, methyl).
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6e. 3-Chloro-4-(2-hydroxy-5-methoxyphenyl)-1-(4-((4-methyl-2-oxo0-2H-chromen-7-yl)amino)phenyl)-
azetidin-2-one:

Chemical Formula: C26H21CIN20s; Molecular Weight: 477; Yield: 66%; m.p. 88-89°C; Elemental Analysis: C,
65.48; Cl, 7.43; N, 5.87 found: C, 65.48; Cl, 7.43; N, 5.87; Infrared-vmax per cm-KBr: 3055(CH, Aromatic), 1040(C-
N), 1645(Amide), 870(C-Cl), 1582(C=C), 2835(-CHs), 3382(phenol); 1H NMR: 6.87-7.79(m, 11H, aromatic),
2.6(s, 1H, lactam ring), 4.74(s, 1H, -OH), 3.07(s, 3H, methyl).

6f. 3-Chloro-4-(2-hydroxy-5-methylphenyl)-1-(4-((4-methyl-2-oxo0-2H-chromen-7-yl)amino)phenyl)-azetidin-
2-one:

Chemical Formula: C2sH21CIN204; Molecular Weight: 461; Yield: 58%; m.p. 101-102°C; Elemental Analysis: C,
67.75; Cl, 7.69; N, 6.08 found: C, 67.71; Cl, 7.67; N, 6.04; Infrared-vmax per cm-KBr: 3062(CH, Aromatic), 1034(C-
N), 1655(Amide), 861(C-Cl), 1585(C=C), 2835(-CH3), 3370(phenol); 1H NMR: 6.83-7.71(m, 11H, aromatic),
2.2(s, 1H, lactam ring), 4.75 (s, 1H, -OH), 3.04(s, 3H, methyl).

Synthesis of 3-chloro-4-(substituted-2-hydroxyphenyl)-1-(4'-((4-methyl-2-oxo-2H-chromen-7-yl)amino)-[1,1'-
biphenyl]-4-yl)-azetidin-2-one (7a-f)

Equimolar quantities (0.02 mole) of 1-(4-amino-[1,1'-biphenyl]-4-yl)-3-chloro-4-(substituted-2-hydroxyphenyl)-azetidin-2-
one (5a-f) and 7-hydroxy-4-methyl-2H-chromen-2-one (1) were taken in 25 mL ethanol and refluxed on a heating mantle in
the presence of anhydrous ZnCl. for 7-8 hours. The reaction mixture was cooled and filtered, washed with cold water, and
recrystallized with ethanol. Characterization data are as follows:

7a. 3-Chloro-4-(3-fluoro-2-hydroxyphenyl)-1-(4'-((4-methyl-2-oxo-2H-chromen-7-yl)amino)-[1,1'-biphenyl]-4-
yl)-azetidin-2-one:

Chemical Formula: Cs1H22CIFN204; Molecular Weight: 541; Yield: 54%; m.p. 82-83°C; Elemental Analysis: C,
68.83; Cl, 6.55; F, 3.51; N, 5.18 found: C, 68.80; CI, 6.51; F, 3.48; N, 5.14; Infrared-vmax per cm-KBr: 3050(CH,
Aromatic), 1025(C-N), 1645(Amide), 840(C-Cl), 1580(C=C), 2830(-CHs) 3370(N-H stretch), 3375(phenol) 1H
NMR: 6.91-7.78 (m, 15H, aromatic), 2.4(s, 1H, lactam ring), 4.78 (s, 1H, -OH), 3.06(s, 3H, methyl), 4.11(1H, C-
NH-C).

7b. 3-Chloro-4-(3-bromo-2-hydroxyphenyl)-1-(4'-((4-methyl-2-0xo-2H-chromen-7-yl)amino)-[1,1'-biphenyl]-

4-yl)-azetidin-2-one:

Chemical Formula: C31H,,BrCIN,O,; Molecular Weight: 602; Yield: 50%; m.p. 122-123°C; Elemental Analysis:
C, 61.86; Br, 13.28; Cl, 5.89; N, 4.65 found: C, 61.81; Br, 13.24; Cl, 5.86; N, 4.62; Infrared-vmax per cm-KBr:
3051(CH, Aromatic), 1022(C-N), 1640 (Amide), 842(C-Cl), 1580(C=C), 2836 (-CHs), 3370(N-H stretch),
3375(phenol); 1H NMR: 6.80-7.63 (m, 15H, aromatic), 2.4(s, 1H, lactam ring), 4.71(s, 1H, -OH), 3.04(s, 3H,
methyl), 4.12(1H, C-NH-C).

7¢. 3-Chloro-4-(3-chloro-2-hydroxyphenyl)-1-(4'-((4-methyl-2-oxo-2H-chromen-7-yl)amino)-[1,1'-biphenyl]-
4-yl)-azetidin-2-one:

Chemical Formula: Cs1H2:CI:N2Os; Molecular Weight: 557; Yield: 48%; m.p. 82-83°C; Elemental Analysis: C,
66.80; Cl, 12.72; N, 5.03 found: C, 66.76; Cl, 12.70; N, 5.01; Infrared-vmax per cm-KBr: 3052(CH, Aromatic),
1028(C-N), 1648(Amide), 844(C-Cl), 1585 (C=C), 2832(-CHs), 3376(N-H stretch), 3378(phenol); 1H NMR: 6.81-
7.67 (m, 15H, aromatic), 2.5(s, 1H, lactam ring), 4.74(s, 1H, -OH), 3.02(s, 3H, methyl), 4.10(1H, C-NH-C).

7d. 3-Chloro-4-(2-hydroxy-3-nitrophenyl)-1-(4'-((4-methyl-2-oxo-2H-chromen-7-yl)amino)-[1,1'-biphenyl]-4-
yl)-azetidin-2-one:

Chemical Formula: Cs;H,,CIN3;Og; Molecular Weight: 568; Yield: 62%; m.p. 105-106°C; Elemental Analysis: C,
65.56; Cl, 6.24; N, 7.40 found: C, 65.51; Cl, 6.20; N, 7.36; Infrared-vmax per cm-KBr: 3056(CH, Aromatic),
1035(C-N), 1642(Amide), 845(C-Cl), 1588(C=C), 2836(-CHs), 3378(N-H stretch), 3372(phenol); 1H NMR: 6.83-
7.62(m, 15H, aromatic), 2.2 (s, 1H, lactam ring), 4.72(s, 1H, -OH), 3.03(s, 3H, methyl), 4.14(1H, C-NH-C).

7e. 3-Chloro-4-(2-hydroxy-5-methoxyphenyl)-1-(4'-((4-methyl-2-oxo0-2H-chromen-7-yl)amino)-[1,1'-
biphenyl]-4-yl)-azetidin-2-one:

Chemical Formula: C;;H,5CIN,Os; Molecular Weight: 553; Yield: 70%; m.p. 115-116°C; Elemental Analysis: C,
69.50; Cl, 6.41; N, 5.07 found: C, 69.46; ClI, 6.38; N, 5.03; Infrared-vmax per cm-KBr: 3060(CH, Aromatic), 1030(C-
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N), 1645(Amide), 840(C-Cl), 1580(C=C), 2832(-CHa), 3375(N-H stretch), 3375(phenol); 1H NMR: 6.81-7.60(m,
15H, aromatic), 2.1 (s, 1H, lactam ring), 4.70(s, 1H, -OH), 3.04(s, 3H, methyl), 4.12(1H, C-NH-C).

7f. 3-Chloro-4-(2-hydroxy-5-methylphenyl)-1-(4'-((4-methyl-2-ox0-2H-chromen-7-yl)amino)-[1,1'-biphenyl]-
4-yl)-azetidin-2-one:

Chemical Formula: C;,H,5CIN,O,4; Molecular Weight: 537; Yield: 65%; m.p. 118-119°C; Elemental Analysis: C,
71.57; Cl, 6.60; N, 5.22 found: C, 71.52; ClI, 6.55; N, 5.20; Infrared-vmax per cm-KBr: 3055(CH, Aromatic), 1035(C-
N), 1648(Amide), 830(C-Cl), 1590(C=C), 2840(-CHs), 3380(N-H stretch), 3365(phenol); 1H NMR: 6.83-7.68(m,
15H, aromatic), 2.1 (s, 1H, lactam ring), 4.73(s, 1H, -OH), 3.04(s, 3H, methyl), 4.19(1H, C-NH-C).

Synthesis of 8-(3-chloro-2-(substituted-2-hydroxyphenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one (8a-f)

Equimolar quantities (0.02 mole) of 3-chloro-4-(substituted-2-hydroxyphenyl)-1-(4-((4-methyl-2-ox0-2H-chromen-7-
yl)amino)phenyl)-azetidin-2-one (6a-f) and 1 g sulphur powder were heated at 160-170°C for 3-4 hours in the presence of 2 g
iodine. The reaction mixture was cooled at room temperature and treated with dilute HCI to remove unreacted amine, then
washed repeatedly with water. Characterization data are as follows:

8a. 8-(3-Chloro-2-(3-fluoro-2-hydroxyphenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-
2(11H)-one:

Chemical Formula: C2sHisCIFN204S; Molecular Weight: 495; Yield: 52%; m.p. 106-107°C; Elemental Analysis
calcd: C, 60.67; Cl, 7.16; F, 3.84; N, 5.66; S, 6.48. Found: C, 60.64; Cl, 7.12; F, 3.80; N, 5.64; S, 6.46. IR (KBr)
v_max (cm™): 3055 (CH, aromatic), 1035 (C-N), 1648 (Amide), 675 (C-S-C, phenothiazine ring), 840 (C-Cl), 1580
(C=C), 2845 (-CHs), 3385 (N-H), 3360 (phenol). '"H NMR (CDCls, 400 MHz, 6, ppm): 6.81-7.71 (m, 8H, aromatic),
4.71 (s, 1H, -OH), 3.07 (s, 3H, methyl), 4.2 (s, 1H, NH), 4.20 (d, 1H, J=4.8 Hz, B-lactam C3-H), 4.98 (d, 1H, J=4.8
Hz, B-lactam C4-H).

8b. 8-(2-(3-Bromo-2-hydroxyphenyl)-3-chloro-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-
2(11H)-one:

Chemical Formula: C2sHisBrCIN204S; Molecular Weight: 556; Yield: 60%; m.p. 97-98°C; Elemental Analysis: C,
54.02; Br, 14.38; Cl, 6.38; N, 5.04; S, 5.77 found: C, 54.01; Br, 14.33; Cl, 6.35; N, 5.01; S, 5.74; Infrared-vimax per
cm-KBr: 3060(CH, Aromatic), 1030(C-N), 1640 (Amide), 678(C-S-C phenothiazine ring), 848(C-Cl), 1590(C=C),
2840(-CHs), 3382(N-H stretch), 3366(phenol); 1H NMR: 6.81-7.74(m, 8H, aromatic), 2.8(s, 1H, lactam ring), 4.74
(s, 1H, -OH), 3.08(s, 3H, methyl), 4.4(1H, C-NH-C).

8c. 8-(3-Chloro-2-(3-chloro-2-hydroxyphenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-
2(11H)-one:

Chemical Formula: C2sH16C12N204S; Molecular Weight: 511; Yield: 64%; m.p. 106-107°C; Elemental Analysis: C,
58.72; Cl, 13.86; N, 5.48; S, 6.27 found: C, 58.68; Cl, 13.82; N, 5.43; S, 6.25; Infrared-vmax per cm-KBr: 3060(CH,
Aromatic), 1030(C-N), 1655(Amide), 667(C-S-C phenothiazine ring), 850(C-Cl), 1590(C=C), 2846(-CH), 3387(N-
H stretch), 3362 (phenol); 1H NMR: 6.83-7.70(m, 8H, aromatic), 2.5(s, 1H, lactam ring), 4.74(s, 1H, -OH), 3.05(s,
3H, methyl), 4.3(1H, C-NH-C).

8d. 8-(3-Chloro-2-(2-hydroxy-3-nitrophenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-2(11H)-
one:

Chemical Formula: C,5H;6CIN3O4S; Molecular Weight: 522; Yield: 52%; m.p. 106-107°C; Elemental Analysis: C,
57.53; Cl, 6.79; N, 8.05; S, 6.14 found: C, 57.50; Cl, 6.76; N, 8.02; S, 6.10; Infrared-vmax per cm-KBr: 3055(CH,
Aromatic), 1030(C-N), 1655(Amide), 680(C-S-C phenothiazine ring), 820(C-Cl), 1570(C=C), 2850(-CHs),
3380(N-H stretch), 3365 (phenol); 1H NMR: 6.80-7.72(m, 8H, aromatic), 2.5(s, 1H, lactam ring), 4.74(s, 1H, -OH),
3.02(s, 3H, methyl), 4.3(1H, C-NH-C).

8e. 8-(3-Chloro-2-(2-hydroxy-5-methoxyphenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-
2(11H)-one:

Chemical Formula: C,¢H19CIN,O5S; Molecular Weight: 507; Yield: 55%; m.p. 102-103°C; Elemental Analysis: C,
61.60; Cl, 6.99; N, 5.53; S, 6.32 found: C, 61.57; Cl, 6.96; N, 5.50; S, 6.27; Infrared-vmax per cm-KBr: 3070(CH,
Aromatic), 1040(C-N), 1645(Amide), 672(C-S-C phenothiazine ring), 846(C-Cl), 1584(C=C), 2840(-CH3),
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3388(N-H stretch), 3363 (phenol); 1H NMR: 6.81-7.74(m, 8H, aromatic), 2.5(s, 1H, lactam ring), 4.70(s, 1H, -OH),
3.05(s, 3H, methyl), 4.4(1H, C-NH-C).

8f. 8-(3-Chloro-2-(2-hydroxy-5-methylphenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-
2(11H)-one:

Chemical Formula: C,¢H19CIN,0,S; Molecular Weight: 491; Yield: 68%; m.p. 104-105°C; Elemental Analysis: C,
63.61; Cl, 7.22; N, 5.71; S, 6.53 found: C, 63.57; Cl, 7.18; N, 5.67; S, 6.51; Infrared-vmax per cm-KBr: 3060(CH,
Aromatic), 1040(C-N), 1641(Amide), 670(C-S-C phenothiazine ring), 844(C-Cl), 1583(C=C), 2848(-CH3),
3380(N-H stretch), 3365 (phenol); 1H NMR: 6.82-7.76(m, 8H, aromatic), 2.4(s, 1H, lactam ring), 4.72(s, 1H, -OH),
3.05(s, 3H, methyl), 4.6(1H, C-NH-C).

Synthesis of 8-(4-(3-chloro-2-(substituted-2-hydroxyphenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one (9a-f)

Equimolar quantities (0.02 mole) of 3-chloro-4-(substituted-2-hydroxyphenyl)-1-(4'-((4-methyl-2-ox0-2H-chromen-7-
yl)amino)-[1,1'-biphenyl]-4-yl)-azetidin-2-one (7a-f) and 1 g sulphur powder were heated at 160-170°C for 2-3 hours in the
presence of 2 g iodine. The reaction mixture was cooled at room temperature, treated with dilute HCI to remove unreacted
amine, and washed repeatedly with water. Characterization data are as follows:

9a. 8-(4-(3-Chloro-2-(3-fluoro-2-hydroxyphenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one:

Chemical Formula: CsiH20CIFN204S; Molecular Weight: 571; Yield: 45%; m.p. 121-122°C; Elemental Analysis
calcd: C, 65.21; Cl, 6.21; F, 3.33; N, 4.91; S, 5.61. Found: C, 65.17; Cl, 6.18; F, 3.29; N, 4.87; S, 5.58. IR (KBr)
v_max (cm™): 3070 (CH, aromatic), 1020 (C-N), 1641 (Amide), 640 (C-S-C, phenothiazine ring), 780 (C-Cl), 1590
(C=C), 2860 (-CHs), 3370 (N-H), 3380 (phenol). 'H NMR (CDCls;, 400 MHz, §, ppm): 6.76-7.72 (m, 13H,
aromatic), 4.70 (s, 1H, -OH), 3.08 (s, 3H, methyl), 4.4 (s, 1H, NH), 4.22 (d, 1H, J=4.8 Hz, -lactam C3-H), 5.00 (d,
1H, J=4.8 Hz, B-lactam C4-H).

9b. 8-(4-(2-(3-Bromo-2-hydroxyphenyl)-3-chloro-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one:

Chemical Formula: C3;,H,,BrCIN,0,S; Molecular Weight: 632; Yield: 65%; m.p. 119-120°C; Elemental Analysis:
C, 58.92; Br, 12.64; CI, 5.61; N, 4.43; S, 5.07 found: C, 58.88; Br, 12.60; ClI, 5.58; N, 4.40; S, 5.05; Infrared-vmax per
cm-KBr: 3072(CH, Aromatic), 1025(C-N), 1640(Amide), 648(C-S-C phenothiazine ring), 785(C-Cl), 1592(C=C),
2865(-CH3), 3377 (N-H stretch), 3382(phenol); 1H NMR: 6.81-7.74(m, 13H, aromatic), 2.7(s, 1H, lactam ring),
4.74 (s, 1H, -OH), 3.05(s, 3H, methyl), 4.6(1H, C-NH-C).

9c. 8-(4-(3-Chloro-2-(3-chloro-2-hydroxyphenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
blphenothiazin-2(11H)-one:

Chemical Formula: C3,H,0CI,N,0,S; Molecular Weight: 587; Yield: 55%; m.p. 107-108°C; Elemental Analysis:
C, 63.38; CI, 12.07; N, 4.77; S, 5.46 found: C, 63.34; Cl, 12.05; N, 4.74; S, 5.42; Infrared-vmax per cm-KBr:
3075(CH, Aromatic), 1024(C-N), 1645(Amide), 642(C-S-C phenothiazine ring), 781(C-Cl), 1595(C=C), 2862(-
CH3), 3373(N-H stretch), 3385 (phenol); 1H NMR: 6.76-7.74(m, 13H, aromatic), 2.3(s, 1H, lactam ring), 4.71 (s,
1H, -OH), 3.04(s, 3H, methyl), 4.2(1H, C-NH-C).

9d. 8-(4-(3-Chloro-2-(2-hydroxy-3-nitrophenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one:

Chemical Formula: Cs1H20CIN3OsS; Molecular Weight: 598; Yield: 60%; m.p. 116-117°C; Elemental Analysis: C,
62.26; Cl, 5.93; N, 7.03; S, 5.36 found: C, 62.22; Cl, 5.90; N, 7.01; S, 5.32; Infrared-vmax per cm-KBr: 3070(CH,
Aromatic), 1020(C-N), 1641(Amide), 640(C-S-C phenothiazine ring), 780(C-Cl), 1590(C=C), 2860(-CHs),
3370(N-H stretch), 3380 (phenol); 1H NMR: 6.76-7.72(m, 13H, aromatic), 2.5(s, 1H, lactam ring), 4.70(s, 1H, -
OH), 3.08(s, 3H, methyl), 4.4(1H, C-NH-C).

9e. 8-(4-(3-Chloro-2-(2-hydroxy-5-methoxyphenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one:

Chemical Formula: Cs,H»3CIN,OsS; Molecular Weight: 583; Yield: 58%; m.p. 103-104°C; Elemental Analysis: C,
65.92; Cl, 6.08; N, 4.80; S, 5.50 found: C, 65.88; Cl, 6.05; N, 4.77; S, 5.46; Infrared-vmax per cm-KBr: 3065(CH,
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Aromatic), 1030(C-N), 1645(Amide), 642(C-S-C phenothiazine ring), 784(C-Cl), 1585(C=C), 2862(-CHs), 3375(N-
H stretch), 3385 (phenol); 1H NMR: 6.76-7.73(m, 13H, aromatic), 2.3(s, 1H, lactam ring), 4.73(s, 1H, -OH), 3.06(s,
3H, methyl), 4.7(1H, C-NH-C).

9f. 8-(4-(3-Chloro-2-(2-hydroxy-5-methylphenyl)-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one:

Chemical Formula: Cs2H23CIN204S; Molecular Weight: 567; Yield: 68%; m.p. 114-115°C; Elemental Analysis: C,
67.78; Cl, 6.25; N, 4.94; S, 5.65 found: C, 67.74; Cl, 6.22; N, 4.91; S, 5.63;Infrared-vmax per cm-KBr: 3076(CH,
Aromatic), 1024(C-N), 1645(Amide), 642(C-S-C phenothiazine ring), 785(C-Cl), 1590(C=C), 2866(-CH3), 3365(N-
H stretch), 3378 (phenol); 1H NMR: 6.76-7.75(m, 13H, aromatic), 2.8(s, 1H, lactam ring), 4.73(s, 1H, -OH), 3.05(s,
3H, methyl), 4.6(1H, C-NH-C).

Determination of Minimum Inhibitory Concentration (MIC)

The broth microdilution method was used to determine the MIC of synthesized novel heterocycles 8-(3-chloro-2-(2-hydroxy-
3-nitrophenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-b]phenothiazin-2(11H)-one and 8-(4-(2-(3-bromo-2-hydroxyphenyl)-
3-chloro-4-oxoazetidin-1-yl)phenyl)-4-methylpyrano[2,3-b]phenothiazin-2(11H)-one derivatives. A twofold serial dilution
method of the sample compounds was made immediately in a microtiter plate filled with Mueller-Hinton broth in order to
prepare different concentrations. All wells contained a final concentration of 5 X 10° CFU/mL following the addition of the
bacterial inoculum. The standard drug used was chloramphenicol. The plate was incubated at 37°C for 24 hours. Each well in
the microtiter plate was filled with resazurin, and it was then incubated at 37°C for 30 minutes. The wells with bacterial
growth changed color. The extract concentration that completely stopped the bacterial growth is known as the minimum
inhibitory concentration (MIC). The test compound's MIC is given in pg/mL. Table 1 represents the MIC values of 8a-f and
9a-f compounds for various Gram-positive and Gram-negative bacteria.

TABLE 1
ANTIMICROBIAL ACTIVITY OF PHENOTHIAZIN-2(11H)-ONE DERIVATIVES 8a-f and 9a-f: MIC (ug/mL)
Compd R (phenolic substituent) S.aureus | B.subtilis | E.coli K. pneumoniae
8a m-Fluoro 25 100 100 50
8b m-Bromo 100 50 100 50
8c m-Chloro 100 50 50 50
8d m-Nitro 50 50 50 6.25
8e p-Methoxy 50 25 12.5 100
8f p-Methyl 100 50 50 100
9a m-Fluoro 125 50 100 50
9b m-Bromo 25 100 50 100
9c m-Chloro 100 25 25 25
9d m-Nitro 100 6.25 50 25
% p-Methoxy 100 100 50 100
of p-Methyl 100 100 100 50
Chloramphenicol (standard) 25 50 25 25

*Note: MIC values are presented in pg/mL. All tests were performed in duplicate; variation was within £1 dilution. For K.

pneumoniae, chloramphenicol MIC was determined as 25 pg/mL.*
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1. RESULTS AND DISCUSSION

Novel  synthesized  heterocyclic ~ 8-(3-chloro-2-(2-hydroxy-3-nitrophenyl)-4-oxoazetidin-1-yl)-4-methylpyrano[2,3-
b]phenothiazin-2(11H)-one and 8-(4-(2-(3-bromo-2-hydroxyphenyl)-3-chloro-4-oxoazetidin-1-yl)phenyl)-4-
methylpyrano[2,3-b]phenothiazin-2(11H)-one derivatives (twelve derivatives, 8a-f and 9a-f) were checked for their
antimicrobial activity against Gram-positive bacteria B. subtilis, S. aureusand Gram-negative bacteria E. coli, K.
pneumoniae.

When the synthesized derivatives were evaluated against S. aureus, compound 9a (R = m-fluoro) showed excellent activity
with an MIC value of 12.5 pg/mL, and compound 9b (R = m-bromo) showed good activity with an MIC value of 25 pg/mL.

Against B. subtilis, compound 9d (R = m-nitro) displayed superior activity with an MIC value of 6.25 ug/mL.
Compounds 8e (R = p-methoxy) and 9¢ (R = m-chloro) exhibited MIC values of 25 pg/mL. The remaining compounds
reflected only satisfactory activity.

Against E. coli, compound 8e (R = p-methoxy) displayed an MIC value of 12.5 pug/mL, and compound 9¢ (R = m-chloro)
exhibited an MIC value of 25 pug/mL. Ten compounds against E. coli showed good to moderate activity.

Against K. pneumoniae, compound 8d (R = m-nitro) was found to be the most lethal, achieving an MIC value of 6.25
pg/mL with superior quality. Compounds 9¢ (R = m-chloro) and 9d (R = m-nitro) showed MIC values of 25 pg/mL. The
remaining nine derivatives exhibited moderate activity against the K. pneumoniae strain.

From this microbial result analysis, meta-positioned electronegative groups (especially nitro, fluoro, and chloro) were
responsible for achieving excellent MIC values.

Antimicrobial Activity of Phenothiazin-2(11H)-one Derivatives

100 N S aureus
B B, subtilis
EEE E.coli

EEN K. pneumoniae

80 1

60 -

MIC (pg/ml)

20 1

9a 9b 9c 9d 9e of 10a 10b 10c 10d 10e 10f
Compounds

FIGURE 1: Showing antimicrobial activity of Phenothiazine-2(11H)-one derivatives

V. CONCLUSION

The current study demonstrated that the synthesized novel heterocyclic phenothiazin-2(11H)-one derivatives possessed
significant antimicrobial activity against both Gram-positive and Gram-negative bacterial strains. The biological evaluation
revealed that the antimicrobial activity was strongly influenced by the nature and position of substituents present on the
phenolic ring. Among all the tested compounds, nitro-substituted derivatives displayed excellent antibacterial activity.
Compound 8d showed excellent activity against K. pneumoniae with an MIC value of 6.25 pg/mL, while
compound 9d displayed remarkable inhibition against B. subtilis with the same MIC value. Methoxy-substituted
derivative 8e showed appreciable activity against E. coli, whereas methyl-substituted compounds exhibited comparatively
lower activity. Overall, the synthesized compounds showed comparable activity and, in some cases, superior activity to the
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standard drug chloramphenicol against specific bacterial strains. It is suggested that phenothiazin-2(11H)-one derivatives
represent promising scaffolds for the development of new antimicrobial agents.
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