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eoselective synthesis of sugar
fused pyrano[3,2-c]pyranones as anticancer
agents†

Sandeep Kumar, *ab Ram Krishna Sahu,c Priti Kumari,a Jyotirmoy Maity,d

Binayak Kumar,c Rajni Johar Chhatwal,e Brajendra K. Singh *a

and Ashok K. Prasad ‡a

A highly stereoselective, efficient and facile route was achieved for the synthesis of novel and biochemically

potent sugar fused pyrano[3,2-c]pyranone derivatives starting from inexpensive, naturally occurring D-

galactose and D-glucose. First, b-C-glycopyranosyl aldehydes were synthesized from these D-hexose

sugars in six steps, with overall yields 41–55%. Next, two different 1-C-formyl glycals were synthesized

from these b-C-glycopyranosyl aldehydes by treatment in basic conditions. The optimization of reaction

conditions was carried out following reactions between 1-C-formyl galactal and 4-hydroxycoumarin.

Next, 1-C-formyl galactal and 1-C-formyl glucal were treated with nine substituted 4-hydroxy coumarins

at room temperature (25 °C) in ethyl acetate for ∼1–2 h in the presence of L-proline to obtain

exclusively single diastereomers of pyrano[3,2-c]pyranone derivatives in excellent yields. Four

compounds were found to be active for the MCF-7 cancer cell line. The MTT assay, apoptosis assay and

migration analysis showed significant death of the cancer cells induced by the synthesized compounds.
Introduction

Cancer is one of the most horrifying human diseases and
prominent causes of death worldwide.1 Studies estimate that
one in ve people before hitting 75 years of age will suffer from
cancer.2 Also, according to the World Health Organization
(WHO) report, around 13 million people will die due to cancer
in 2030.3,4 So there has been continuous efforts for the devel-
opment of drugs to ght against cancer. But due to the cyto-
toxicity and drug-resistance problems encountered with many
available treatments, it has become important to discover and
develop highly effective drugs to treat cancer.1,5 Over 60% of
conventional anticancer drugs have originated from natural
sources.6 Sugars, being natural are an important class of
biomolecules which act as building blocks for numerous bio-
logically active compounds and they have been proven as an
untapped source of new drug molecules, offering new
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therapeutic opportunities.7,8 On the other hand, oxygen con-
taining heterocyclic moieties were found to be a key structural
motif in many biological important molecules.9 So, fusion or
combination of these two kinds of biologically signicant
structural moieties would have potential to give rise to new
drug-like bioactive compounds, which would be able to interact
with enzymes or receptors and inect their functions.10 This
inventiveness has encouraged synthetic chemists to take up
challenges to produce these potent molecules in an efficient
and facile way.

Pyrano[3,2-c]pyranones constitute an important class of
oxygen containing heterocyclic compounds and are found to
play important roles in many biologically active drugs. In the
past few decades, this motif has drawn attention in medicinal
chemistry due to its biological and pharmaceutical activities
such as anti-cancer, antifungal, anti-HIV, anti-inammatory,
antioxidant and antibacterial etc.11–15 Some of the pyrano[3,2-c]
pyranones were used for the treatment of skin and anti-
neurodegenerative disorders such as Alzheimer's and Parkin-
son's diseases.16,17 Moreover, this structure constituted building
blocks for many natural products found in plants,18–20 where
some of them showed high potency towards biological activi-
ties.21 For instance, triptiliospinocoumarin (A),22 vismiaguian A
(B),23 pyripyropene T (C),24 were found naturally while synthetic
compound D25 was cytotoxic to neuroblastoma and melanoma
cells. The tricyclic E 26–F 17 might be utilised for the prevention
and treatment of neurodegenerative diseases, such as Alz-
heimer's disease. Compounds G–J were strong inhibitors of
© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Significant pyrano[3,2-c]pyranone derivatives.

Scheme 1 Synthetic protocol of two different sugar fused pyrano[3,2-
c]pyranone derivatives.
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acetylcholinesterase activity, DNA synthesis, and leukemic cell
growth.21,27 Recently, sugar fused pyrano-pyranone derivative
K28,29 has been proved to be an antiproliferative agent i.e. against
breast and liver cancer cell (Fig. 1).

The generation of enantiopure sugar fused molecules from
readily available sugars is of much practical value. The values
become more concerned when these individual reactions
employ simple reagents, proceed smoothly, avoid complex
separation in work-up procedures and enable favourable overall
yields. Herein, we report a small library of two series of sugar
fused pyrano[3,2-c]pyranone derivatives, which were afforded
stereo-specically in excellent yields starting from natural
sugars i.e. D-galactose and D-glucose. No requirement of high
temperature, short reaction time for the synthesis of these
privileged compounds in diastereomeric pure form are the key
factors of present synthesis.
Results and discussion
Chemistry

Sugar fused derivatives of pyrano[3,2-c]pyranone were synthe-
sized earlier by Sagar28,29 and co-workers in 2009 and further
explored for anti-cancer activity in 2018. This synthetic meth-
odology involved 2-C-formyl glycals and 4-hydroxy coumarins as
starting materials which were reacted in toluene–AcOH solvent
mixture, using pyrrolidine as catalyst, when a diastereomeric
mixture (50 : 50) was afforded for 2-C-formyl glucal.

However, 2-C-formyl galactal showed a better diaster-
oselectivity and the mixture was obtained in 99 : 1 ratio
(Scheme 1).28,29 It was also observed that elevated temperature
helped the reaction to achieve the desired products in high yields.

On this occasion, we undertook a similar reaction on 1-C-
formyl glycals. The primary objective of this investigation was to
eliminate the diastereoselectivity in the resulting product and
additionally assess the biological activity of a single isomer of
these sugar-fused pyrano[3,2-c]pyranones. Hence, our reaction
methodology consisted of reaction between 1-C-formyl glycal
and 4-hydroxy coumarins in ethyl acetate solvent system, where
© 2023 The Author(s). Published by the Royal Society of Chemistry
L-proline was used as catalyst. Under this reaction conditions,
stereoselective single isomer formation was observed in case of
both gluco- and galacto-derivatives of 1-C-formyl glycal (Scheme
1). Herein, the reaction proceeded well at room temperature
and there was no requirement of higher temperature. In fact,
the progress of the reaction was noted even at 5 °C. Compara-
tively, a better yield was afforded by this procedure in compar-
ison to the previously mentioned literature procedures (Scheme
1). The sugar fused pyrano[3,2-c]pyranone derivatives synthe-
sized following this method had C–C bond at anomeric position
of sugar moiety, instead of C–O bond as was observed in the
previous case, which guided us to categorise these molecules as
C-glycosides. The structural alteration resulting from trans-
formation of anomeric centre from C–O acetal to strong C–C
bond in C-glycosides would stimulate the resistance of these
molecules towards chemical/enzymatic hydrolysis and/or
metabolic processes, which might enable them to be potent
biologically active candidate.30

It was envisioned that the reaction of 1-C-formylglycal with 4-
hydroxy coumarin could generate the desired pyrano[3,2-c]pyr-
anone derivatives through C-1,2 nucleophilic addition followed
by 6p-electrocyclization reaction. The pioneer reaction was
carried out by Link and his co-workers,31,32 in the year 1944.
Later, this reaction condition was explored by many research
groups in attempt to synthesize variety of natural products and
biologically active molecules.33–36 It was noted that the
researchers faced challenges in terms of stereoselectivity, reac-
tion time, temperature, isolated yield and substrate scope etc.
while carrying out this reaction. Therefore, there was a constant
need to develop an efficient and stereo-controlled method for
the synthesis of pyrano[3,2-c]pyranones.

In our research work, we started the synthetic methodology
with cheap and naturally available sugar molecules i.e. D-galac-
tose and D-glucose. These natural sugars were transformed into
C-glycopyranosyl aldehydes 1a–b following a reaction method-
ology consisting six steps, which afforded the compounds in 41–
55% overall yields.37 Next, these sugar aldehydes 1a–b were
treated with sodium methoxide in methanol at room tempera-
ture to afford 1-C-formyl glycals 2a–b in 90–92% yields. Next, the
reaction conditions for the model reaction between 1-C-formyl
RSC Adv., 2023, 13, 24604–24616 | 24605
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Table 1 Screening of reaction conditions for the conversion of 1-C-formyl galactal (2a) into sugar fused pyrano[3,2-c]pyranone derivative 4aa

Entry Catalyst (20 mol%) Solvent Temp (°C) Time Yield (%)

1 L-Proline Toluene–AcOH 25 2 h 68
2 L-Proline Toluene–AcOH 80 1 h 50 min 55
3 L-Proline Toluene–AcOH 120 1 h 10 min 42
4 L-Proline Toluene–AcOH 150 40 min 30
5 Pyrrolidine Toluene–AcOH 25 2 h 58
6b L-Proline Ethyl acetate 25 1 h 30 min 91
7c — Ethyl acetate 25 24 h Trace
8c L-Proline DMSO 25 24 h NR
9c L-Proline DMF 25 24 h NR
10 L-Proline MeOH 25 24 h 22
11 L-Proline EtOH 25 24 h 24
12 L-Proline Benzene 25 2 h 45
13 L-Proline THF 25 2 h 48
14 L-Proline CH3CN 25 2 h 35
15 L-Proline Toluene 25 2 h 57
16 L-Proline 1,4-Dioxane 25 24 h 25
17 L-Proline CHCl3 25 2 h 58
18 L-Proline DCM 25 24 h 20
19c L-Proline Acetone 25 24 h Trace
20 L-Proline iso-Propyl acetate 25 2 h 30 min 82

a Condition: 3,4,6-tri-O-benzyl-1-formyl galactal (2a, 1.0 mmol), 4-hydroxy coumarin (3a, 1.2 mmol) and L-proline (0.2 mmol), ethyl acetate (5 mL),
25 °C, 1.5 h. b Alternative organocatalysts such as pyrrolidine, piperidine, and morpholine were also employed in addition to L-proline.
Nevertheless, the optimal yield was achieved when L-proline was utilized instead of the other catalysts. c The reaction did not reach completion
within the specied time frame.
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galactal 2a with 4-hydroxy coumarin 3a was optimised with
respect to catalyst, solvent and temperature (Table 1). Thus,
startingmaterials 1-C-formyl galactal 2a and 4-hydroxy coumarin
3a in presence of catalyst L-proline in toluene–acetic acid solvent
system at 25 °C afforded desired sugar fused pyrano[3,2-c]pyr-
anone 4a in 68% yield (entry 1, Table 1). The crude product was
puried by column chromatography using ethyl acetate and
petroleum ether as the solvent system to obtain the pure
compound as a solid material. 1H and 13C NMR spectra of crude
product indicated the presence of only one isomer, inferring that
the reaction was absolutely stereoselective. However, as the iso-
lated yield was only 68%, there was need to improve the isolated
yield. Thereaer, the catalyst and solvent system were kept same
and optimization was done at higher temperatures i.e. 80 °C,
120 °C and 150 °C, which afforded the desired product in 55, 42
and 30% yields, respectively (entries 2–4, Table 1). It implicated
that, with the raise in temperature, the yield of product was
decreasing. It was concluded that the room temperate i.e. 25 °C
would be optimum temperature to obtain higher yield. Next,
catalyst was changed i.e. pyrrolidine was used which also did not
show any promising effect on product yield (entry 5, Table 1). It
was also observed that there was a slight increment in obtained
yield as the temperature went down to 25 °C. So, catalyst L-
proline was reconsidered as the chosen catalyst at temperature
25 °C, which afforded a higher yield (78%) (entry 5, Table 1).
24606 | RSC Adv., 2023, 13, 24604–24616
Further, solvent system was changed to ethyl acetate while
retaining L-proline as catalyst at 25 °C, which produced the
desired product in 91% yield (entry 6, Table 1). When the reac-
tion was carried out without the catalyst L-proline, only trace of
product was observed (entry 7, Table 1). Next, we used the polar
solvents like DMSO, DMF, MeOH, EtOH and found that the
former two solvents were inefficient for the product formation
and later two solvents afforded the desired product with very
poor yield (entries 8–11, Table 1). All other non-polar solvents
like benzene, THF, MeCN, DCM, dioxane, acetone were also
proved less effective for the conversion of starting material into
product (entries 12–19, Table 1). Furthermore, an alternative
greener solvent, iso-propyl acetate, was employed instead of ethyl
acetate. However, the resulting yield was slightly lower compared
to the yield obtained with ethyl acetate (entry 20, Table 1).

The optimised reaction conditions i.e. L-proline as catalyst in
ethyl acetate at 25 °C was used for the reaction of 2a with nine
other freshly prepared differently substituted 4-hydroxy
coumarins 3a–i38 to afford sugar fused pyrano[3,2-c]pyranones
4a–i in excellent yields (Scheme 2).

Similarly, the designed protocol was also applied on 1-C-
formyl glucal 2b and interestingly, here also only one stereo-
isomer was observed on TLC, which was nally conrmed by 1H
and 13C NMR spectra of crude product. Thus, taking optimised
conditions in hand, further reactions of 1-C-formyl glucal 2b
© 2023 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ra02371k


Scheme 2 Synthesis of sugar fused pyrano[3,2-c]pyranone derivatives
4a–i and 5a–i.

Fig. 2 Compound 4a and 5a showing NOESY interaction.

Fig. 3 Plausible mechanism for the synthesis of sugar fused pyrano
[3,2-c]pyranones.

Paper RSC Advances

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

8 
A

ug
us

t 2
02

3.
 D

ow
nl

oa
de

d 
on

 4
/5

/2
02

6 
11

:5
3:

34
 A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.
View Article Online
with substituted 4-hydroxy coumarins 3a–i were carried out to
furnish sugar fused pyrano[3,2-c]pyranones 5a–i in excellent
yields. Thus, a small library of eighteen potent biologically
active sugar fused pyrano[3,2-c]pyranones were prepared
(Scheme 2). It was noticed that the reaction for production of
pyrano[3,2-c]pyranone derivatives proceeded smoothly for 1-C-
formyl galactal 2a as compared to 1-C-formyl glucal 2b with
respect to percentage yield and time taken for the completion of
the reaction.
Stereochemistry

The stereochemistry at C-11a position of these compounds
found to be “S” based on NOESY spectrum of compound 4a and
5a. In the NOESY spectrum of compound 4a, cross peaks at
d 4.08 ppm (for C-11H) and 5.52 ppm (for C-11aH) were
observed. Similarly, cross peaks at d 4.11 ppm (for C-11H) and
5.19 ppm (for C-11aH) were observed in the NOESY spectrum of
compound 5a. So, both these spectra conrmed the stereo-
chemistry as “S” at C-11a position of the compounds (Fig. 2).
Similar trend was followed to assign the stereochemistry of all
the synthesized compounds 4a–i and 5a–i.
Plausible mechanism

The mechanism for the stereoselective synthesis of sugar fused
pyrano[3,2-c]pyranone can be proposed as illustrated in Fig. 3.
Attack of L-proline on 1-C-formyl glycals 2a–b produced
© 2023 The Author(s). Published by the Royal Society of Chemistry
intermediate I which underwent dehydration to form iminium
ion II. Now 1,2-nucleophilic addition of 4-hydroxy coumarin on
iminium ion II furnished intermediate III which on rearrange-
ment produced intermediate IV. b-Elimination of intermediate
IV furnished 6p electron system V which nally electro cyclized
to form desired sugar fused pyrano[3,2-c]pyranone derivatives
4a–i and 5a–i.

The structures of all the synthesized compounds 1a–c, 2a–b,
3a–i, 4a–i and 5a–i were unambiguously established on the
basis of their spectral (IR, 1H-, 13C-NMR, 1H-1H COSY NMR,
1H-13C HETCOR NMR, NOESY NMR and HRMS) data analysis.
The structure of known compounds 1a–c, 2a–b and 3a–i were
further conrmed by the comparison of their physical and
spectral data with those reported in literature.38,39

Biology

Anticancer potential of synthesized sugar fused pyrano[3,2-c]
pyranones (n = 18) along with different substituted 4-hydrox-
ycoumarin precursors (n = 9) at 100 mM & 120 mM was investi-
gated by MTT assay in MCF-7 and MDA-MB-231 breast cancer
cell lines. MCF-7 cells represent estrogen receptor (ER),
progesterone receptor (PR) positive and Her-2 (HER-2) negative
expression subtype of breast cancer whereas MDA-MB-231 is all
three negative expression subtype called triple −ve breast
cancer. Results showed four compounds have signicant
growth inhibition in MCF-7 cells whereas, none of the
compound have signicant growth inhibition in MDA-MB-231
cell line when treated with compound up to 120 mM concen-
trations. Results are indicating specicity of these compounds
for ER +ve, PR +ve and Her-2 −ve sub-category of breast cancer
but unfortunately it does not work for triple-negative breast
cancer subtype (Table 2).

From the study, it has been shown that glucal fused pyrano
[3,2-c]pyranones compounds 5c, 5g, 5h and 5i exhibited
moderate inhibitory effect against MCF-7 cells among all
derivatives with an IC50 of 120, 100, 100 and 120 mM respectively
RSC Adv., 2023, 13, 24604–24616 | 24607
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Table 2 Anticancer potential screening of the compounds by MTT-
assay

Compound

Cell viabilitya (%) � SD

MCF-7 MDA-MB-231

100 mM 120a mM 120 mM 100a mM

4a 94 � 0.16 99 � 0.17 99 � 2.41 92 � 0.42
4b 98 � 0.43 92 � 0.17 92 � 3.45 96 � 0.09
4c 93 � 0.42 71 � 0.09 89 � 2.80 82 � 0.80
4d 93 � 0.36 96 � 0.17 98 � 2.41 85 � 2.22
4e 86 � 0.67 83 � 0.28 89 � 3.00 88 � 0.98
4f 99 � 0.51 95 � 0.27 91 � 2.10 89 � 0.08
4g 83 � 0.15 78 � 0.07 92 � 1.60 87 � 1.45
4h 80 � 0.18 69 � 0.20 84 � 2.39 99 � 2.38
4i 93 � 0.91 97 � 0.12 99 � 3.14 97 � 0.05
5a 92 � 0.12 99 � 0.23 93 � 2.67 98 � 2.35
5b 96 � 0.08 99 � 0.09 96 � 1.34 83 � 1.28
5c 56 � 3.60 50 � 0.80 86 � 2.27 81 � 2.30
5d 98 � 0.23 99 � 0.29 93 � 2.34 84 � 0.94
5e 99 � 0.17 98 � 0.13 97 � 3.87 88 � 0.89
5f 98 � 0.11 96 � 0.07 82 � 1.33 89 � 0.45
5g 50 � 0.74 41 � 2.71 96 � 2.80 99 � 2.80
5h 50 � 0.90 45 � 2.00 80 � 3.31 78 � 3.21
5i 59 � 2.94 50 � 0.71 88 � 1.92 96 � 1.45
Epirubicin
(positive control)

49 � 12.04 44 � 11.93 79 � 11.45 65 � 15.05

a Concentration of epirubicin is 125 mM instead of 120 mM.

Fig. 5 Sugar fused pyrano[3,2-c]pyranones induced morphological
changes. MCF-7 cells treated with 5c, 5g, 5h and 5i for 24 hours and
observed compound induced cell morphology changes. Images have
been taken in inverted microscope at 10× magnification.
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(Fig. 4). While compounds of galactal series found to be inactive
for both cancer cell lines.

Epirubicin is a chemotherapeutic drug currently being used
against both subtypes of breast cancer. It was used as positive
Fig. 4 Anti-proliferative activity of sugar fused pyrano[3,2-c]pyr-
anones. Anticancer potential of compounds were determined by
conductingMTT-assay and IC50 were calculated for 5c, 5g, 5h and 5i in
MCF-7 and MDA-MB231 cell lines after 24 h of treatment. IC50 values
were determined by calculating mean value absorbance at 570 nm
wavelength and percent cell viability against each concentration. The
experiments were repeated thrice, ±SD-value was calculated for each
value.

24608 | RSC Adv., 2023, 13, 24604–24616
control for these experiments. The MTT assay of epirubicin at
different concentration was observed for both cancer cell lines
MCF-7 and MDA-MB-231 (ESI†). We further investigated if this
anti-proliferative activity was the result of apoptotic mecha-
nisms. MCF-7 cells treated with all the four compounds 5c, 5g,
5h and 5i at 20 to 120 mM showed altered morphology, cellular
shrinkage, chromatin condensation and cell death which are
the characteristics of apoptosis (Fig. 5 & ESI†).

Apoptosis is initiated with morphological changes. The
characteristic of the apoptotic cell include chromatin conden-
sation and nuclear fragmentation, plasma membrane blabbing
and cell shrinkage. Ultimately the cells breaks into small frag-
ments (apoptotic bodies).40 Herein for apoptosis analysis, MCF-
7 & MDA-MB-231 cells were seeded into 96 well plate, incubated
for up to 70–90% conuency then treated with different
concentrations of compounds (5c, 5g, 5h, and 5i) for 24 hours.
Aer treatment cells were xed in 4% PFA for 15 min at 4 °C
followed by staining with 1 mg mL−1 AO/Etbr solution for
10 min and washed with 1× PBS twice. Images were taken in
blue and green monochromatic light by inverted uorescence
microscope at 10× magnication. Result showed gradually
increased no. of apoptotic cells from 20 mM to 120 mM
compound concentration in MCF-7 breast cancer cells and it is
highly signicant at 100 mM and 120 mM in 5c (P < 0.0001), 5g (P
< 0.0011, P < 0.0012), 5h (P < 0.0001) and 5i (P < 0.0004, P <
0.0010) treated MCF-7 cells (Fig. 6). However, there is no
signicant apoptotic effects were observed in MDA-MB-231
triple negative breast cancer cell (results are shown in ESI†)
line when treated with different concentration of above-
mentioned compounds. The c-Myc gene is overexpressed in
cancer cells, and this gene directly transactivates the GLUT1
gene.41 In contrast to glucose media, cells expressing c-myc that
are cultivated in galactose medium undergo oxidative phos-
phorylation and survive and proliferate.42 According to Sheu
© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 [A] Sugar fused pyrano[3,2-c]pyranones showing apoptotic
changes: MCF-7 cells treated with 5c, 5g, 5h & 5i compounds for 24
hours, cells stained with acridine orange and ethidium bromide
staining, drug intake by cells indicate imitation of cell death were
observed in inverted fluorescence microscope at 10× magnification.
[B] Quantification of apoptotic cell no. calculated by using ImageJ
software and histogram was plotted as % of apoptotic cell vs.
compound concentration.

Fig. 7 Compounds 5c, 5g, 5h and 5i regulate breast cancer cell
migration. [A] The cell migration was analysed by wound healing assay.
Confluent monolayer of MCF 7 cells was scratched using pipette tip
and the cells were incubated with indicated concentrations of these
compounds. Images were taken at 0 and 24 hours. In untreated
control gap was filled after 24 hours, whereas compounds 5c, 5g, 5h
and 5i treated cells, migration was inhibited and gap is still remained.
[B] The images are representative of three assays. Bar graph (down)
represents significant cell migration inhibition by these compounds at
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et al.43 high glucose uptake induces apoptosis in cells via PI3K/
AKT signalling, NF-B-COX2-Caspase3/BCL-2 pathway, ROS
production, etc. In this study we have performed apoptosis
analysis of glucal fused pyrano[3,2-c]pyranones compounds 5c,
5g, 5h and 5i on MCF-7 and MDA-MB-231 cell lines and found
that these compound showed cytotoxic effects on MCF-7 cells as
compare to MDA-MB-231 breast cancer cells. It might be
© 2023 The Author(s). Published by the Royal Society of Chemistry
possible that as MCF-7 cell overexpress c-myc gene compare to
MDA-MB-231 cells which up-regulate the GLUT1 glucose
transporter gene causes uptake of these glucose derivative
compounds and induces apoptosis by above stated pathways in
MCF-7 breast cancer cells.

Cells migration is essential event for invasion andmetastasis
of all types of solid tumor including breast cancer during
20 and 60 mM as compared to untreated control.

RSC Adv., 2023, 13, 24604–24616 | 24609
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disease progression.44 Cell migration is evaluated in MCF-7 &
MDA-MB-231 cells. MCF-7 and MDA-MB-231 cells were seeded
into 6 well plate and the migration assay was performed by the
scratch method. Cells were treated with different concentra-
tions of compounds (5c, 5g, 5h, and 5i) for 24 hours and wound
healing image was captured in 0 and 24 hours aer Scratch
using inverted microscope. The gap due to scratch was
measured by ImageJ soware. Due to cell migration gap is lled
in the control whereas in the compound treated cells migration
is inhibited. Cells migration was gradually reduced from 20 mM
to 60 mM treatment as compared to control cells, and signicant
at the 60 mM (P < 0.0027) treated cells aer 24 hours treatment of
5c, (P < 0.0001) in 5g and 5h treated MCF-7 cells, whereas P <
0.0092 in 5i treated MCF-7 cells (Fig. 7). However, there is no
signicant migration inhibition was observed on MDA-MB-231
triple negative breast cancer cell line (results are attached in
ESI†). One of the most signicant somatically mutated onco-
genes in human cancer is the MYC transcription factor. MYC
somatic amplication and overexpression are exceedingly
frequent in human tumours and are linked to poor prognosis in
a variety of human tumour types. Deregulation of the MYC
pathway is one of the most frequent characteristics of human
carcinogenesis since the majority of transforming oncogenes
eventually drive MYC expression either directly or indirectly.
The MYC oncoprotein gives cancer cells a selective advantage in
a variety of situations by encouraging cell survival, proliferation,
differentiation blockage, epithelial to mesenchymal transition,
and genetic instability, all of which may indirectly aid metas-
tasis.42,45 In this study we have used glucal fused pyrano[3,2-c]
pyranones compounds 5c, 5g, 5h and 5i for the migration
analysis. It might be possible that these compounds regulated
the myc gene expression which in turn inhibited the migration
of MCF-7 cells.
Structure–activity relationship

The relation between structure and activity concluded that only
glucose series of carbohydrate moiety was found to be active
against MCF-7 cell line. Structural correlation revealed that
among four active compounds, three compounds had substit-
uent at C-3 position and one had substituent at C-2 position.
Compounds with substituents F, Cl, OH & OCH3 showed
prominent biological activity. Out of these four potential
compounds, F- and Cl-substituted compounds showed IC50

value at 100 mM and other two compounds with OH and OCH3

substitutions showed IC50 value at 120 mM (Fig. 8).
Fig. 8 The structure activity relation between gluco- and galacto
fused pyrano[3,2-c]pyranones.

24610 | RSC Adv., 2023, 13, 24604–24616
Experimental

All chemicals & reagents were purchased from Alfa-Aesar by
Thermo Fischer Scientic, India Pvt. Limited and from local
commercial sources and were used without any further puri-
cation unless otherwise specied. Solvents were distilled prior
to use for column chromatography. Silica gel (100–200 mesh)
was used while performing column chromatography. Melting
points were determined on Buchi M-560 instrument and are
uncorrected. The IR spectra of compounds were recorded on
PerkinElmer model 2000 FT-IR spectrometer and are expressed
as wavenumber (cm−1). HRMS analysis was carried out using
Agilent G6530AA LC Q-TOF mass spectrometer using ESI
method. Specic rotation was measured on Rudolph Autopol II
polarimeter. Rf values of compounds are reported for analytical
TLC using the specied solvents and 0.25 mm silica gel 60 F254
plates that were visualized by UV irradiation or by charring with
5% alcoholic sulfuric acid solution. The 1H, 13C-NMR spectra
were recorded on Jeol alpha-400 & Bruker-Avance Neo 400 FT-
NMR spectrometers at 400 MHz, 100.6 MHz, respectively by
using tetramethylsilane (TMS) as internal standard. The
chemical shi values are on d scale and the coupling constant (J)
are in Hz. The cancer cell lines (MCF-7 and MDA-MB-231) used
for this study were purchased from National Centre for Cell
Science, Pune, Maharashtra, India.

General procedure for the synthesis of 3,4,6-tri-O-benzyl-1-
formylglycal (2a–b)

To a solution of b-C-glycopyranosyl aldehydes (1a–b, 1.0 mmol)
in methanol (20 mL), NaOMe (1.2 mmol) was added with
continuous stirring at 25 °C and further stirred for 30–40 min.
The progress of the reaction was monitored by TLC. Aer
completion, the solvent was evaporated on rota-vapour at high
pressure. The desired compound was extracted with ethyl
acetate (3 × 40 mL), brine solution (2 × 40 mL) and dried over
anhydrous sodium sulphate. Excess of solvent was reduced over
rotary evaporator to get the crude product. The residue thus
obtained was puried by column chromatography using ethyl
acetate in petroleum ether as gradient solvent system to afford
the desired product 2a–b in 90–92% yield. All spectral data are
identical as reported in the literature.39

General procedure for the synthesis of (9R,10S,11S,11aS)-
10,11-bis(benzyloxy)-9-((benzyloxy)methyl)-9,10,11,11a-
tetrahydro-6H-pyrano[2′,3′:5,6]pyrano[3,2-c]benzopyran-6-one
and (9R,10R,11S,11aS)-10,11-bis(benzyloxy)-9-((benzyloxy)
methyl)-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one derivatives

A mixture of 3,4,6-tri-O-benzyl-1-formylglycal (2a–b, 1.0 mmol)
and 4-hydroxy coumarin (3a–i, 1.2 mmol) and L-proline (0.2
mmol) in ethyl acetate (5 mL) was stirred at 25 °C for 1–2 h and
the progress of the reaction was monitored by TLC. Aer
completion, the desired compound was extracted with ethyl
acetate (3 × 20 mL), brine solution (2 × 20 mL) and dried over
anhydrous sodium sulphate. Excess of solvent was reduced over
rotary evaporator to get the crude product. The residue thus
© 2023 The Author(s). Published by the Royal Society of Chemistry
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obtained was puried by column chromatography using ethyl
acetate in petroleum ether as gradient solvent system to afford
the desired product 4a–i & 5a–i in 89–96% yield.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano[3,2-c]
benzopyran-6-one (4a)

It was obtained as light-yellow viscous in 93% yield. Rf = 0.44
(15% ethyl acetate in petroleum ether); [a]24D = +45.65 (c 0.1,
MeOH); IR (KBr, cm−1): 3034, 2965, 2843, 1708, 1539, 1435,
1389, 1058, 865, 768, 724, 565; 1H NMR (CDCl3, 400MHz): d 7.64
(1H, dd, J = 7.9, 1.5 Hz, ArH), 7.45–7.49 (3H, m, ArH), 7.27–7.40
(15H, m, ArH), 6.05 (1H, d, J = 2.5 Hz, C-7H), 5.52 (1H, dd, J =
9.4, 2.5 Hz, C-11aH), 4.96 (1H, d, J = 11.3 Hz, OCH2Ph), 4.89
(2H, q, J= 12.1 Hz, OCH2Ph), 4.65 (1H, d, J= 11.3 Hz, OCH2Ph),
4.49 (2H, q, J = 11.7 Hz, OCH2Ph), 4.16 (1H, d, J = 1.7 Hz, C-
10H), 4.08 (1H, dd, J = 9.4, 2.6 Hz, C-11H), 3.94 (1H, t, J =

6.9 Hz, C-9H), 3.65–3.72 (2H, m, C-13H); 13C NMR (CDCl3, 100.6
MHz) d 160.4 (CO), 155.5, 152.3, 145.4, 138.0, 137.9, 137.6,
131.4, 128.7, 128.6, 128.4, 128.3, 128.1, 128.0, 127.8, 127.7,
127.0, 124.1, 122.3, 116.7, 114.9 and 103.0 (ArC), 98.0 (C-7), 80.6
(C-10), 78.1 (C-9), 77.3 (C-11a), 75.0 (OCH2Ph), 73.7 (OCH2Ph),
73.6 (C-11), 72.9 (OCH2Ph), 68.1 (C-13); HR-ESI-TOF-MS:m/z cal.
for C37H33O7 [M + H]+: 589.2221; found: 589.2240.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-methyl-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4b)

It was obtained as light-yellow viscous in 95% yield. Rf = 0.45
(15% ethyl acetate in petroleum ether); [a]24D = +108.06 (c 0.1,
MeOH); IR (KBr, cm−1): 3102, 2940, 2850, 1731, 1451, 1340,
1043, 942, 850, 730, 704, 660, 540; 1H NMR (CDCl3, 400 MHz):
d 7.50 (2H, d, J = 6.9 Hz, ArH), 7.30–7.44 (15H, m, ArH), 7.17
(1H, d, J = 8.4 Hz, ArH), 6.04 (1H, d, J = 2.5 Hz, C-7H), 5.51
(1H, dd, J = 9.4, 2.5 Hz, C-11aH), 4.97 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.88 (2H, s, OCH2Ph), 4.66 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.50 (2H, q, J = 11.7 Hz, OCH2Ph), 4.18 (1H, d, J =
1.6 Hz, C-10H), 4.08 (1H, dd, J = 9.4, 2.6 Hz, C-11H), 3.95 (1H,
t, J = 6.6 Hz, C-9H), 3.69 (2H, dd, J = 6.6, 1.9 Hz, C-13H), 2.38
(3H, s, CH3);

13C NMR (CDCl3, 100.6 MHz): d 160.6 (CO), 155.5,
150.5, 145.3, 138.0, 137.9, 137.6, 133.8, 132.5, 128.7, 128.6,
128.4, 128.3, 128.1, 128.0, 127.7, 122.0, 116.5, 114.5 and 102.8
(ArC), 98.1 (C-7), 80.8 (C-10), 78.1 (C-9), 75.0 (OCH2Ph), 73.7
(OCH2Ph), 73.4 (C-11), 72.8 (OCH2Ph), 68.1 (C-13), 21.1 (CH3);
HR-ESI-TOF-MS: m/z cal. for C38H35O7 [M + H]+: 603.2377;
found: 603.2382.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-methoxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4c)

It was obtained as light-yellow viscous in 94% yield. Rf = 0.41
(15% ethyl acetate in petroleum ether); [a]24D = +87.34 (c 0.1,
MeOH); IR (KBr, cm−1): 3023, 2954, 2908, 2835, 1742, 1424,
1334, 1032, 887, 738, 720, 511; 1H NMR (CDCl3, 400 MHz):
d 7.47 (2H, d, J = 6.9 Hz, ArH), 7.28–7.40 (13H, m, ArH), 7.21
(1H, d, J = 9.0 Hz, ArH), 7.10 (1H, d, J = 2.9 Hz, ArH), 7.04 (1H,
© 2023 The Author(s). Published by the Royal Society of Chemistry
dd, J = 9.0, 3.0 Hz, ArH), 6.05 (1H, d, J = 2.5 Hz, C-7H), 5.54
(1H, dd, J = 9.4, 2.5 Hz, C-11aH), 4.96 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.89 (2H, q, J = 11.9 Hz, OCH2Ph), 4.66 (1H, d, J =
11.3 Hz, OCH2Ph), 4.50 (2H, q, J = 11.7 Hz, OCH2Ph), 4.19 (1H,
d, J = 1.6 Hz, C-10H), 4.10 (1H, dd, J = 9.4, 2.6 Hz, C-11H), 3.96
(1H, t, J = 6.6 Hz, C-9H), 3.74 (3H, s, OCH3), 3.69 (2H, dd, J =
6.6, 2.6 Hz, C-13H); 13C NMR (CDCl3, 100.6 MHz): d 160.6 (CO),
156.0, 155.2, 146.9, 145.5, 137.9, 137.8, 137.6, 128.7, 128.6,
128.4, 128.3, 128.1, 128.0, 127.5, 119.8, 117.9, 115.2, 103.8 and
103.1 (ArC), 98.1 (C-7), 80.7 (C-10), 78.1 (C-9), 75.0 (OCH2Ph),
73.8 (OCH2Ph), 73.4 (C-11), 72.8 (OCH2Ph), 68.1 (C-13), 55.6
(OCH3); HR-ESI-TOF-MS: m/z cal. for C38H35O8 [M + H]+:
619.2326; found: 619.2339.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-bromo-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4d)

It was obtained as light-yellow viscous in 93% yield. Rf = 0.49
(15% ethyl acetate in petroleum ether); [a]24D = +127.90 (c 0.1,
MeOH); IR (KBr, cm−1): 3132, 3021, 2956, 2843, 1744, 1423,
1371, 1212, 1191, 1051, 980, 790, 712, 509; 1H NMR (CDCl3, 400
MHz): d 7.78 (1H, d, J = 2.3 Hz, ArH), 7.54 (1H, dd, J = 8.8,
2.4 Hz, ArH), 7.43–7.50 (4H, m, ArH), 7.30–7.36 (11H, m, ArH),
7.14 (1H, d, J = 8.8 Hz, ArH), 6.01 (1H, d, J = 2.5 Hz, C-7H), 5.49
(1H, dd, J = 9.5, 2.5 Hz, C-11aH), 4.95 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.82 (2H, q, J = 12.0 Hz, OCH2Ph), 4.65 (1H, d, J =
11.3 Hz, OCH2Ph), 4.51 (2H, q, J = 11.7 Hz, OCH2Ph), 4.20 (1H,
d, J = 1.6 Hz, C-10H), 4.06 (1H, dd, J = 9.5, 2.6 Hz, C-11H), 3.96
(1H, t, J = 6.9 Hz, C-9H), 3.68–3.70 (2H, m, C-13H); 13C NMR
(CDCl3, 100.6 MHz): d 159.8 (CO), 154.1, 151.0, 146.0, 137.9,
137.6, 137.5, 134.1, 128.8, 128.6, 128.5, 128.3, 128.1, 128.0,
127.9, 124.9, 118.4, 117.0, 116.5 and 104.0 (ArC), 97.7 (C-7), 80.4
(C-10), 78.1 (C-9), 75.0 (OCH2Ph), 73.8 (OCH2Ph), 73.1 (C-11),
72.6 (OCH2Ph), 68.0 (C-13); HR-ESI-TOF-MS: m/z cal. for
C37H32BrO7 [M + H]+: 667.1326; found: 667.1339.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-chloro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4e)

It was obtained as light-yellow viscous in 92% yield. Rf = 0.50
(15% ethyl acetate in petroleum ether); [a]24D = +108.24 (c 0.1,
MeOH); IR (KBr, cm−1): 3201, 3176, 3047, 2950, 2839, 1740,
1445, 1383, 1043, 865, 743, 734, 521; 1H NMR (CDCl3, 400 MHz):
d 7.62 (1H, d, J = 2.5 Hz, ArH), 7.31–7.48 (16H, m, ArH), 7.21
(1H, d, J = 8.8 Hz, ArH), 6.02 (1H, d, J = 2.5 Hz, C-7H), 5.49 (1H,
dd, J = 9.4, 2.5 Hz, C-11aH), 4.96 (1H, d, J = 11.3 Hz, OCH2Ph),
4.86 (2H, q, J = 12.0 Hz, OCH2Ph), 4.66 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.51 (2H, q, J = 11.7 Hz, OCH2Ph), 4.19 (1H, d, J =
1.7 Hz, C-10H), 4.06 (1H, dd, J= 9.4, 2.6 Hz, C-11H), 3.96 (1H, t, J
= 6.7 Hz, C-9H), 3.68–3.70 (2H, m, C-13H); 13C NMR (CDCl3,
100.6 MHz): d 159.9 (CO), 154.2, 150.6, 146.0, 137.9, 137.6,
137.5, 131.3, 129.7, 128.8, 128.6, 128.5, 128.3, 128.1, 128.0,
127.9, 121.8, 118.1, 116.0 and 104.0 (ArC), 97.7 (C-7), 80.5 (C-10),
78.1 (C-9), 75.0 (OCH2Ph), 73.8 (OCH2Ph), 73.1 (C-11), 72.6
(OCH2Ph), 68.0 (C-13); HR-ESI-TOF-MS: m/z cal. for C37H32ClO7

[M + H]+: 623.1831; found: 623.1841.
RSC Adv., 2023, 13, 24604–24616 | 24611
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(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-methoxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4f)

It was obtained as light-yellow viscous in 95% yield. Rf = 0.40
(15% ethyl acetate in petroleum ether); [a]24D = +38.10 (c 0.1,
MeOH); IR (KBr, cm−1): 3090, 2932, 2862, 1713, 1424, 1357, 1082,
849, 760, 645, 560; 1H NMR (CDCl3, 400 MHz): d 7.53 (1H, d, J =
8.8 Hz, ArH), 7.47 (2H, d, J = 7.2 Hz, ArH), 7.28–7.42 (13H, m,
ArH), 6.82 (1H, dd, J = 8.8, 2.4 Hz, ArH), 6.78 (1H, d, J = 2.3 Hz,
ArH), 6.03 (1H, d, J= 2.5Hz, C-7H), 5.50 (1H, dd, J= 9.4, 2.5 Hz, C-
11aH), 4.96 (1H, d, J= 11.3 Hz, OCH2Ph), 4.88 (2H, q, J= 12.1 Hz,
OCH2Ph), 4.64 (1H, d, J = 11.3 Hz, OCH2Ph), 4.49 (2H, q, J =
11.7 Hz, OCH2Ph), 4.15 (1H, d, J = 1.8 Hz, C-10H), 4.05 (1H, dd, J
= 9.4, 2.6 Hz, C-11H), 3.91 (1H, t, J = 6.5 Hz, C-9H), 3.85 (3H, s,
OCH3), 3.68 (2H, dd, J = 6.5, 3.9 Hz, C-13H); 13C NMR (CDCl3,
100.6 MHz): d 162.7 (C-3), 160.8 (CO), 156.3, 154.2, 144.3, 138.0,
137.9, 137.6, 131.4, 128.7, 128.6, 128.4, 128.3, 128.1, 128.0, 127.7,
127.0, 123.4, 112.6, 108.2, 100.6 and 100.1 (ArC), 98.2 (C-7), 80.8
(C-10), 78.0 (C-9), 77.3 (C-11a), 75.0 (OCH2Ph), 73.7 (OCH2Ph),
73.6 (C-11), 72.9 (OCH2Ph), 68.1 (C-13), 55.8 (OCH3); HR-ESI-TOF-
MS: m/z cal. for C38H35O8 [M + H]+: 619.2326; found: 619.2335.
(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-uoro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4g)

It was obtained as light-yellow viscous in 91% yield. Rf = 0.49
(15% ethyl acetate in petroleum ether); [a]24D = +127.67 (c 0.1,
MeOH); IR (KBr, cm−1): 3162, 2987, 2864, 1730, 1432, 1362, 1065,
867, 730, 743, 511; 1H NMR (CDCl3, 400 MHz): d 7.58 (1H, dd, J =
8.7, 6.0 Hz, ArH), 7.46 (2H, d, J = 6.9 Hz, ArH), 7.30–7.42 (13H, m,
ArH), 6.96–7.02 (2H, m, ArH), 6.02 (1H, d, J = 2.5 Hz, C-7H), 5.51
(1H, dd, J = 9.4, 2.5 Hz, C-11aH), 4.96 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.86 (2H, s, OCH2Ph), 4.65 (1H, d, J = 11.3 Hz,
OCH2Ph), 4.50 (2H, q J = 11.7 Hz, OCH2Ph), 4.17 (1H, d, J =
1.7 Hz, C-10H), 4.06 (1H, dd, J = 9.4, 2.6 Hz, C-11H), 3.93 (1H, t, J
= 6.6 Hz, C-9H), 3.68 (2H, dd, J = 6.6, 4.0 Hz, C-13H); 13C NMR
(CDCl3, 100.6 MHz): d 165.6 (C-3), 163.1 (CO), 160.2, 155.2, 153.4,
153.3, 145.2, 137.9, 137.8, 137.5, 128.7, 128.6, 128.4, 128.3, 128.2,
128.1, 128.0, 127.7, 127.0, 124.0, 123.9, 112.5, 112.2, 111.6, 104.4,
104.2, 101.9, 97.8 (C-7), 80.7 (C-10), 78.1 (C-9), 75.0 (OCH2Ph), 73.8
(OCH2Ph), 73.4 (C-11), 72.8 (OCH2Ph), 68.0 (C-13); HR-ESI-TOF-
MS: m/z cal. for C37H32FO7 [M + H]+: 607.2127; found: 607.2137.
(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-chloro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4h)

It was obtained as light-yellow viscous in 94% yield. Rf = 0.50
(15% ethyl acetate in petroleum ether); [a]24D = +156.12 (c 0.1,
MeOH); IR (KBr, cm−1): 3169, 3078, 2985, 2849, 1743, 1439,
1324, 1037, 840, 737, 687, 524; 1H NMR (CDCl3, 400MHz): d 7.51
(1H, d, J = 8.5 Hz, ArH), 7.46 (2H, d, J = 6.9 Hz, ArH), 7.29–7.40
(14H, m, ArH), 7.21 (1H, dd, J= 8.5, 1.9 Hz, ArH), 6.01 (1H, d, J=
2.5 Hz, C-7H), 5.51 (1H, dd, J = 9.4, 2.5 Hz, C-11aH), 4.95 (1H, d,
J = 11.3 Hz, OCH2Ph), 4.86 (2H, s, OCH2Ph), 4.64 (1H, d, J =
11.3 Hz, OCH2Ph), 4.50 (2H, q, J = 11.7 Hz, OCH2Ph), 4.17 (1H,
24612 | RSC Adv., 2023, 13, 24604–24616
d, J = 1.8 Hz, C-10H), 4.07 (1H, dd, J = 9.4, 2.6 Hz, C-11H), 3.94
(1H, t, J = 6.7 Hz, C-9H), 3.68 (2H, dd, J = 6.6, 3.6 Hz, C-13H);
13C NMR (CDCl3, 100.6 MHz): d 159.9 (CO), 154.9, 152.5,
145.6, 137.9, 137.8, 137.6, 137.2, 128.7, 128.6, 128.5, 128.3,
128.2, 128.1, 128.0, 127.7, 124.8, 123.2, 117.0, 113.5 and 103.1
(ArC), 97.8 (C-7), 80.6 (C-10), 78.1 (C-9), 75.0 (OCH2Ph), 73.8
(OCH2Ph), 73.4 (C-11), 72.8 (OCH2Ph), 68.1 (C-13); HR-ESI-TOF-
MS:m/z cal. for C37H32ClO7 [M + H]+: 623.1831; found: 623.1840.

(9R,10S,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-hydroxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (4i)

It was obtained as light-yellow viscous in 91% yield. Rf= 0.22 (30%
ethyl acetate in petroleum ether); [a]24D = +198.22 (c 0.1, MeOH); IR
(KBr, cm−1): 3321, 3212, 3193, 2988, 2857, 1738, 1459, 1357, 1034,
859, 739, 738, 516; 1H NMR (CDCl3, 400 MHz): d 7.45 (3H, dd, J =
7.8, 5.4 Hz, ArH), 7.27–7.38 (13H, m, ArH), 6.98 (1H, d, J = 2.1 Hz,
ArH), 6.78 (1H, dd, J= 8.7, 2.2 Hz, ArH), 5.99 (1H, d, J= 2.5 Hz, C-
7H), 5.47 (1H, dd, J= 9.4, 2.5 Hz, C-11aH), 4.95 (1H, d, J= 11.3 Hz,
OCH2Ph), 4.86 (2H, q, J = 12.1 Hz, OCH2Ph), 4.63 (1H, d, J =
11.3 Hz, OCH2Ph), 4.48 (2H, dd, J = 26.7, 11.7 Hz, OCH2Ph), 4.13
(1H, d, J = 2.8 Hz, C-10H), 4.06 (1H, dd, J = 9.4, 2.6 Hz, C-11H),
3.92 (1H, t, J = 6.7 Hz, C-9H), 3.65 (2H, dd, J = 6.4, 4.4 Hz, C-
13H), 2.29 (1H, s, OH); 13C NMR (CDCl3, 100.6 MHz): d 162.0
(CO), 160.7, 157.4, 153.9, 144.1, 138.0, 137.9, 137.6, 128.7, 128.6,
128.4, 128.3, 128.1, 127.9, 127.7, 127.1, 123.7, 113.9, 107.4, 103.1
and 99.2 (ArC), 97.9 (C-7), 80.7 (C-10), 78.0 (C-9), 75.0 (OCH2Ph),
73.7 (OCH2Ph), 73.7 (C-11), 73.0 (OCH2Ph), 68.2 (C-13); HR-ESI-
TOF-MS:m/z cal. for C37H33O8 [M +H]+: 605.2170; found: 605.2184.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano[3,2-c]
benzopyran-6-one (5a)

It was obtained as light-yellow viscous in 91% yield. Rf = 0.49
(15% ethyl acetate in petroleum ether); [a]24D = +96.01 (c 0.1,
MeOH); IR (KBr, cm−1): 3021, 2998, 2845, 1704, 1540, 1302, 742,
710, 601, 548; 1H NMR (CDCl3, 400 MHz): d 7.53 (1H, d, J =
7.9 Hz, ArH), 7.45–7.48 (3H, m, ArH), 7.29–7.39 (12H, m, ArH),
7.17–7.22 (3H, m, ArH), 6.16 (1H, d, J = 2.3 Hz, C-7H), 5.19 (1H,
dd, J = 8.7, 2.3 Hz, C-11aH), 5.11 (1H, d, J = 11.3 Hz, –OCH2Ph),
4.98 (1H, d, J = 11.3 Hz, –OCH2Ph), 4.88 (1H, d, J = 10.7 Hz, –
OCH2Ph), 4.63 (2H, dd, J= 15.7, 11.4Hz, –OCH2Ph), 4.55 (1H, d, J
= 12.0 Hz, –OCH2Ph), 4.11 (1H, t, J= 9.0 Hz, C-11H), 3.90 (1H, t, J
= 9.4 Hz, C-10H), 3.82 (2H, d, J = 1.8 Hz, C-13H), 3.70 (1H, d, J =
9.7 Hz, C-9H); 13C NMR (CDCl3, 100.6 MHz): d 160.4 (CO), 155.4,
152.4, 144.9, 138.2, 137.8, 137.7, 131.6, 128.7, 128.5, 128.1, 128.0,
127.9, 124.2, 122.3, 116.8, 114.7 and 102.3 (ArC), 99.3 (C-7), 84.2
(C11), 79.7 (C-9), 79.1 (C11a), 75.8 (OCH2Ph), 75.7 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 68.0 (C-13); HR-ESI-TOF-MS: m/z cal.
for C37H33O7 [M + H]+: 589.2221; found: 589.2242.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-methyl-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5b)

It was obtained as light-yellow viscous in 94% yield. Rf = 0.50
(15% ethyl acetate in petroleum ether); [a]24D = +88.17 (c 0.1,
© 2023 The Author(s). Published by the Royal Society of Chemistry
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MeOH); IR (KBr, cm−1): 3088, 2976, 2890, 1710, 1601, 1543,
1452, 1271, 921, 880, 632, 609, 549; 1H NMR (CDCl3, 400 MHz):
d 7.47 (2H, dd, J= 4.1, 3.7 Hz, ArH), 7.38 (2H, d, J= 7.1 Hz, ArH),
7.27–7.36 (11H, m, ArH), 7.17–7.21 (3H, m, ArH), 6.15 (1H, d, J=
2.4 Hz, C-7H), 5.17 (1H, dd, J = 8.8, 2.5 Hz, C-11aH), 5.10 (1H, d,
J = 11.3 Hz, OCH2Ph), 5.00 (1H, d, J = 11.3 Hz, OCH2Ph), 4.90
(1H, d, J = 10.8 Hz, OCH2Ph), 4.64 (2H, dd, J = 11.3, 9.8 Hz,
OCH2Ph), 4.55 (1H, d, J = 12.0 Hz, OCH2Ph), 4.11 (1H, t, J =
9.0 Hz, C-11H), 3.91 (1H, t, J = 9.4 Hz, C-10H), 3.82 (2H, m, C-
13H), 3.71 (1H, dt, J = 9.7, 2.6 Hz, C-9H), 2.35 (3H, s, CH3);
13C NMR (CDCl3, 100.6 MHz): d 160.6 (CO), 155.3, 150.6, 144.8,
138.2, 137.8, 137.7, 133.9, 132.7, 128.7, 128.5, 128.1, 128.0,
127.9, 127.8, 122.0, 116.5, 114.4 and 102.1 (ArC), 99.3 (C-7), 84.2
(C-11), 79.7 (C-9), 78.9 (C-11a), 75.8 (OCH2Ph), 75.7 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 68.0 (C-13), 21.1 (CH3); HR-ESI-TOF-
MS: m/z cal. for C38H35O7 [M + H]+: 603.2377; found: 603.2391.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-methoxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5c)

It was obtained as light-yellow viscous in 92% yield. Rf = 0.45
(15% ethyl acetate in petroleum ether); [a]24D = +27.67 (c 0.1,
MeOH); IR (KBr, cm−1): 3095, 2967, 2761, 1706, 1459, 1387,
1078, 849, 739, 710, 554; 1H NMR (CDCl3, 400 MHz): d 7.45 (2H,
d, J = 6.7 Hz, ArH), 7.30–7.36 (11H, m, ArH), 7.18–7.22 (3H, m,
ArH), 7.04 (2H, dd, J = 8.3, 2.3 Hz, ArH), 6.16 (1H, d, J = 2.4 Hz,
C-7H), 5.20 (1H, dd, J = 8.8, 2.4 Hz, C-11aH), 5.13 (1H, d, J =
11.1 Hz, OCH2Ph), 4.99 (1H, d, J = 11.1 Hz, OCH2Ph), 4.88 (1H,
d, J = 10.8 Hz, OCH2Ph), 4.67 (1H, d, J = 6.5 Hz, OCH2Ph), 4.62
(1H, d, J= 11.0 Hz, OCH2Ph), 4.54 (1H, d, J= 12.1 Hz, OCH2Ph),
4.11 (1H, t, J = 9.0 Hz, C-11H), 3.91 (1H, t, J = 9.4 Hz, C-10H),
3.82 (2H, d, J = 2.3 Hz, C-13H), 3.71 (1H, dt, J = 9.7, 2.4 Hz,
C-9H), 3.65 (3H, s, OCH3);

13C NMR (CDCl3, 100.6 MHz): d 160.5
(CO), 156.0, 155.0, 146.9, 145.0, 138.1, 137.7, 137.6, 128.6, 128.5,
128.0, 127.9, 127.6, 127.0, 120.0, 117.9, 114.9, 103.7 and 102.3
(ArC), 99.3 (C-7), 84.0 (C-11), 79.7 (C-9), 79.0 (C-11a), 75.6
(OCH2Ph), 75.6 (C-10), 75.5 (OCH2Ph), 73.7 (OCH2Ph), 67.9 (C-
13), 55.6 (OCH3); HR-ESI-TOF-MS: m/z cal. for C38H35O8 [M +
H]+: 619.2326; found: 619.2341.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-bromo-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5d)

It was obtained as light-yellow solid in 90% yield. Rf= 0.55 (15%
ethyl acetate in petroleum ether); m.p.: 120–123 °C; [a]24D =

+56.17 (c 0.1, MeOH); IR (KBr, cm−1): 3088, 2970, 2862, 1715,
1563, 1465, 1379, 1078, 741, 631, 605, 550; 1H NMR (CDCl3, 400
MHz): d 7.72 (1H, d, J = 2.3 Hz, ArH), 7.55 (1H, dd, J = 8.8,
2.4 Hz, ArH), 7.40–7.47 (4H, m, ArH), 7.29–7.36 (9H, m, ArH),
7.22 (2H, dd, J = 7.3, 2.1 Hz, ArH), 7.16 (1H, d, J = 8.8 Hz, ArH),
6.12 (1H, d, J = 2.5 Hz, C-7H), 5.15 (1H, dd, J = 8.9, 2.5 Hz, C-
11aH), 5.02 (2H, q, J = 11.2 Hz, OCH2Ph), 4.91 (1H, d, J =

10.8 Hz, OCH2Ph), 4.66 (1H, d, J = 2.0 Hz, OCH2Ph), 4.63 (1H, s,
OCH2Ph), 4.55 (1H, d, J = 12.0 Hz, OCH2Ph), 4.10 (1H, t, J =
9.0 Hz, C-11H), 3.91 (1H, t, J = 9.4 Hz, C-10H), 3.82 (2H, d, J =
2.9 Hz, C-13H), 3.73 (1H, dt, J = 9.6, 2.4 Hz, C-9H); 13C NMR
© 2023 The Author(s). Published by the Royal Society of Chemistry
(CDCl3, 100.6 MHz): d 159.7 (CO), 153.9, 151.0, 145.6, 137.8,
137.7, 137.6, 134.3, 128.8, 128.6, 128.5, 128.2, 128.1, 128.0,
127.9, 124.8, 118.5, 117.0, 116.3 and 103.3 (ArC), 98.9 (C-7), 83.6
(C-11), 79.7 (C-9), 78.8 (C-11a), 75.9 (OCH2Ph), 75.7 (C-10), 75.4
(OCH2Ph), 73.7 (OCH2Ph), 67.9 (C-13); HR-ESI-TOF-MS: m/z cal.
for C37H32BrO7 [M + H]+: 667.1326; found: 667.1354.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
2-chloro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5e)

It was obtained as light-yellow solid in 91% yield. Rf = 0.56 (15%
ethyl acetate in petroleum ether); m.p.: 108–110 °C; [a]24D =

+22.50 (c 0.1, MeOH); IR (KBr, cm−1): 3091, 2980, 2822, 1710,
1434, 1365, 1054, 893, 731, 721, 551; 1H NMR (CDCl3, 400 MHz):
d 7.54 (1H, d, J = 2.4 Hz, ArH), 7.40–7.47 (5H, m, ArH), 7.29–7.36
(9H, m, ArH), 7.20–7.23 (3H, m, ArH), 6.13 (1H, d, J = 2.4 Hz, C-
7H), 5.15 (1H, dd, J = 8.8, 2.4 Hz, C-11aH), 5.02 (2H, q, J =

11.3 Hz, OCH2Ph), 4.90 (1H, d, J= 10.8 Hz, OCH2Ph), 4.66 (1H, d,
J = 4.7 Hz, OCH2Ph), 4.63 (1H, d, J = 3.4 Hz, OCH2Ph), 4.55 (1H,
d, J= 12.0 Hz, OCH2Ph), 4.10 (1H, t, J= 9.0 Hz, C-11H), 3.91 (1H,
t, J= 9.4 Hz, C-10H), 3.81–3.82 (2H, m, C-13H), 3.70–3.74 (1H, m,
C-9H); 13C NMR (CDCl3, 100.6 MHz): d 159.8 (CO), 154.0, 150.6,
145.6, 137.9, 137.6, 137.6, 131.5, 129.7, 129.0, 128.6, 128.1, 128.1,
128.0, 121.8, 118.2, 115.8, 103.3, 98.9 (C-7), 83.7 (C-11), 79.7 (C-9),
78.8 (C-11a), 75.9 (OCH2Ph), 75.7 (C-10), 75.5 (OCH2Ph), 73.7
(OCH2Ph), 67.9 (C-13); HR-ESI-TOF-MS: m/z cal. for C37H32ClO7

[M + H]+: 623.1831; found: 623.1850.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-methoxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5f)

It was obtained as light-yellow viscous in 93% yield. Rf = 0.45
(15% ethyl acetate in petroleum ether); [a]24D = +90.43 (c 0.1,
MeOH); IR (KBr, cm−1): 3107, 2990, 2797, 1708, 1545, 1405,
1310, 1020, 861, 762, 602, 540; 1H NMR (CDCl3, 400 MHz):
d 7.38–7.45 (4H, m, ArH), 7.29–7.36 (10H, m, ArH), 7.17–7.19
(2H, m, ArH), 6.78–6.80 (2H, m, ArH), 6.14 (1H, d, J = 2.3 Hz, C-
7H), 5.15 (1H, dd, J = 8.7, 2.3 Hz, C-11aH), 5.09 (1H, d, J =
11.3 Hz, OCH2Ph), 4.97 (1H, d, J = 11.3 Hz, OCH2Ph), 4.87 (1H,
d, J = 10.7 Hz, OCH2Ph), 4.63 (2H, dd, J = 17.3, 11.4 Hz,
OCH2Ph), 4.55 (1H, d, J = 12.1 Hz, OCH2Ph), 4.08 (1H, t, J =
8.9 Hz, C-11H), 3.89 (1H, t, J = 9.5 Hz, C-10H), 3.85 (3H, s,
OCH3), 3.81 (2H, d, J= 2.0 Hz, C-13H), 3.67 (1H, d, J= 9.7 Hz, C-
9H); 13C NMR (CDCl3, 100.6 MHz): d 162.8 (CO), 160.8, 156.1,
154.3, 143.8, 138.2, 137.8, 137.7, 128.6, 128.5, 128.1, 128.0,
127.9, 123.4, 112.7, 108.0, 100.6 and 99.5 (ArC), 99.4 (C-7), 84.3
(C-11), 79.6 (C-9), 79.0 (C-11a), 75.9 (OCH2Ph), 75.6 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 68.0 (C-13), 55.8 (OCH3); HR-ESI-
TOF-MS: m/z cal. for C38H35O8 [M + H]+: 619.2326; found:
619.2345.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-uoro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5g)

It was obtained as light-yellow viscous in 89% yield. Rf = 0.54
(15% ethyl acetate in petroleum ether); [a]24D = +34.12 (c 0.1,
RSC Adv., 2023, 13, 24604–24616 | 24613
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View Article Online
MeOH); IR (KBr, cm−1): 3101, 2987, 2861, 1701, 1451, 1295, 991,
854, 730, 700, 543; 1H NMR (CDCl3, 400 MHz): d 7.29–7.45 (14H,
m, ArH), 7.18 (2H, dd, J= 6.8, 2.6 Hz, ArH), 7.01 (1H, dd, J= 9.0,
2.4 Hz, ArH), 6.94 (1H, td, J = 8.5, 2.4 Hz, ArH), 6.12 (1H, d, J =
2.4 Hz, C-7H), 5.17 (1H, dd, J = 8.8, 2.4 Hz, C-11aH), 5.06 (1H, d,
J = 11.4 Hz, OCH2Ph), 4.99 (1H, d, J = 11.4 Hz, OCH2Ph), 4.87
(1H, d, J = 10.7 Hz, OCH2Ph), 4.63 (2H, dd, J = 15.6, 11.4 Hz,
OCH2Ph), 4.55 (1H, d, J = 12.0 Hz, OCH2Ph), 4.09 (1H, t, J =
9.0 Hz, C-11H), 3.91 (1H, t, J = 9.4 Hz, C-10H), 3.82 (2H, s, C-
13H), 3.70 (1H, dt, J = 9.6, 2.3 Hz, C-9H); 13C NMR (CDCl3,
100.6 MHz): d 165.7 (C-3), 160.2 (CO), 155.0, 153.4, 144.7, 138.2,
137.7, 137.6, 128.7, 128.5, 128.1, 128.0, 127.9, 124.1, 124.0,
112.5, 112.3, 111.4, 104.5, 104.2 and 101.2 (ArC), 99.1 (C-7), 84.2
(C-11), 79.6 (C-9), 78.9 (C-11a), 75.8 (OCH2Ph), 75.7 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 67.9 (C-13); HR-ESI-TOF-MS: m/z cal.
for C37H32FO7 [M + H]+: 607.2127; found: 607.2139.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-chloro-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5h)

It was obtained as light-yellow viscous in 91% yield. Rf = 0.56
(15% ethyl acetate in petroleum ether); [a]24D = +7.51 (c 0.1,
MeOH); IR (KBr, cm−1): 3045, 2923, 2829, 1712, 1451, 1350, 1071,
861, 730, 776, 550; 1H NMR (CDCl3, 400 MHz): d 7.44 (2H, dd, J=
7.8, 1.6 Hz, ArH), 7.33–7.39 (8H, m, ArH), 7.29–7.32 (5H, m, ArH),
7.16–7.19 (3H, m, ArH), 6.12 (1H, d, J = 2.5 Hz, C-7H), 5.16 (1H,
dd, J = 8.8, 2.5 Hz, C-11aH), 5.02 (2H, q, J = 11.5 Hz, OCH2Ph),
4.87 (1H, d, J = 10.7 Hz, OCH2Ph), 4.65 (1H, d, J = 12.1 Hz,
OCH2Ph), 4.62 (1H, d, J = 10.8 Hz, OCH2Ph), 4.55 (1H, d, J =
12.0 Hz, OCH2Ph), 4.09 (1H, t, J = 9.0 Hz, C-11H), 3.90 (1H, t, J =
9.4 Hz, C-10H), 3.81–3.82 (2H, m, C-13H), 3.70 (1H, dt, J = 9.9,
2.6 Hz, C-9H); 13C NMR (CDCl3, 100.6 MHz): d 159.8 (CO), 154.7,
152.5, 145.1, 138.2, 137.7, 137.6, 137.4, 128.7, 128.6, 128.1, 128.0,
127.9, 124.8, 123.2, 117.0, 113.3 and 102.3 (ArC), 99.1 (C-7), 84.1
(C-11), 79.7 (C-9), 78.9 (C-11a), 75.8 (OCH2Ph), 75.7 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 67.9 (C-13); HR-ESI-TOF-MS: m/z cal.
for C37H32ClO7 [M + H]+: 623.1831; found: 623.1845.

(9R,10R,11S,11aS)-10,11-Bis(benzyloxy)-9-((benzyloxy)methyl)-
3-hydroxy-9,10,11,11a-tetrahydro-6H-pyrano[2′,3′:5,6]pyrano
[3,2-c]benzopyran-6-one (5i)

It was obtained as light-yellow viscous in 91% yield. Rf = 0.21
(30% ethyl acetate in petroleum ether); [a]24D = +102.17 (c 0.1,
MeOH); IR (KBr, cm−1): 3345, 3032, 2946, 2837, 1712, 1534,
1470, 1120, 840, 721, 988, 534; 1H NMR (CDCl3, 400MHz): d 7.43
(2H, d, J = 6.6 Hz, ArH), 7.27–7.36 (12H, m, ArH), 7.16 (2H, dd, J
= 6.9, 2.6 Hz, ArH), 6.98 (1H, dd, J= 2.1 Hz, ArH), 6.76 (1H, dd, J
= 8.7, 2.2 Hz, ArH), 6.08 (1H, d, J= 2.4 Hz, C-7H), 5.12 (1H, dd, J
= 8.7, 2.4 Hz, C-11aH), 5.06 (1H, d, J = 11.3 Hz, OCH2Ph), 4.95
(1H, d, J= 11.3 Hz, OCH2Ph), 4.86 (1H, d, J= 10.8 Hz, OCH2Ph),
4.63 (1H, d, J = 12.0 Hz, OCH2Ph), 4.58 (1H, d, J = 10.8 Hz,
OCH2Ph), 4.53 (1H, d, J = 12.1 Hz, OCH2Ph), 4.08 (1H, t, J =
9.0 Hz, C-11H), 3.86 (1H, t, J = 9.4 Hz, C-10H), 3.79 (2H, d, J =
2.3 Hz, C-13H), 3.68 (1H, dt, J = 9.8, 2.4 Hz, C-9H), 2.59 (1H, s,
OH); 13C NMR (CDCl3, 100.6 MHz): d 162.1 (CO), 161.0, 157.2,
153.9, 143.6, 138.1, 137.7, 137.6, 128.6, 128.5, 128.1, 128.0,
24614 | RSC Adv., 2023, 13, 24604–24616
127.9, 123.7, 114.1, 107.1, 103.0 and 99.2 (ArC), 98.5 (C-7), 84.2
(C-11), 79.4 (C-9), 79.0 (C-11a), 75.8 (OCH2Ph), 75.7 (C-10), 75.5
(OCH2Ph), 73.7 (OCH2Ph), 68.0 (C-13); HR-ESI-TOF-MS: m/z cal.
for C37H33O8 [M + H]+: 605.2170; found: 605.2198.

MTT assay (cells viability assay)

Efficacies of 18 compounds are evaluated by using MTT-assay
for their anticancer role in breast cancer cell lines in MCF-7 &
MDA-MB-231. DMSO used to make a 100 mM stock of
compounds. MCF-7 and MDA-MB-231 cells (5 × 103 cells per
well) were seeded into 96 well plates and incubate for 24 hours.
A gradient of drug concentrations (20 mM, 40 mM, 60 mM, 80 mM,
100 mM, 120 mM) were added for 24 hours of treatment. Treated
cells and controls were stained with MTT dye (5 mg mL−1) for 4
hours then cell lysis done by using cell lysis solution (SDS and
HCL solution). Optical density (OD) value was measured at
570 nm wavelength in micro-plate reader. Experiments were
performed in triplicate. The percent cell viability was calculated
by using the following formula:46

Percentage cell viability = OD of experiment sample

× 100/OD of the control.

Cell morphology analysis (cytotoxic assay)

In the continuation cytotoxicity of all these compounds, we have
evaluated cell morphology. MCF-7 & MDA-MB-231 breast cancer
cells were cultured and 1 × 103 cells per well were seeded into
six well plates in DMEM media with 10% FBS and 1% antibi-
otics, incubated for 24 hours. Further cells were treated with
these compounds with various concentrations (0 mM, 20 mM, 40
mM, 60 mM, 80 mM, 100 mM, 120 mM) for 24 hours and images
were captured by inverted phase contrast microscope at 10×
resolution. Cytotoxicity of these compounds was evaluated by
morphology of these cells. Adhere, irregular and triangle shape
structures are live cells whereas round spherical shape struc-
tures denote stressed and death induced cells. Whereas, round
and oating cells in the medium are dead cells.47

Apoptosis assay by (Etbr/acridin orange staining)

MCF-7 & MD-MB-231 cells (5 × 103 cells per well) were seeded
into 96-well plate and incubated for 24 hours. A gradient of
active compound concentrations (0 mM, 20 mM, 40 mM, 60 mM,
80 mM, 100 mM, 120 mM) were used for treatment of seeded cells
for 24 hours at 37 °C at 5% CO2 conditions. Cells were xed
using 4% paraformaldehyde (PFA) for 30min, cells were washed
with 1× PBS followed by staining with 1mgmL−1 AO/EtBr for 10
minutes and washed again with 1× PBS. Images of the cells
were captured by an inverted uorescence microscope at
485 nm wavelength and at 10× magnication. Images were
analysed by ImageJ soware and apoptosis cells no. were
counted and graphs were plotted by using GraphPad Prism 5.48

Migration assay (wound healing assay)

MCF-7 & MDA-MB-231 breast cancer cells (5× 105 cells per well)
are seeded into 6-well plate, maintained till 100% conuence. In
© 2023 The Author(s). Published by the Royal Society of Chemistry
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a sterile environment, in each well make a vertical wound down
through the cell monolayer by using sterile 10 ml tips. Carefully
aspirate the media and cell debris and washed the cells gently
with 1× PBS to wash away the detached cells, slowly added
enough culture media with different concentrations (0 mM, 20
mM, 60 mM) of active compounds. Image of the scratch was
captured aer 24 h of treatment by inverted phase contrast
microscopy at 10× magnication. The distance of migration
was calculated using ImageJ soware and graph was plotted to
see migration inhibition of the treated cells.44

Conclusion

A series of novel sugar fused pyrano[3,2-c]pyranone derivatives
were achieved using an efficient and facile one pot condensa-
tion reaction between 1-C-formyl glycals and substituted 4-
hydroxy coumarins. Reactions were carried out at room
temperature (25 °C) in ethyl acetate by stirring for ∼1–2 h in
presence of L-proline to obtain exclusively single diastereomer
of pyrano[3,2-c]pyranone derivatives. The reactions went
smoothly in a stereoselective manner and produced only one
diastereomer exclusively for each of these derivatives. No
requirement of high temperature, shortened reaction time and
high yields made the protocol attractive. A total of eighteen
compounds were synthesized following the methodology. We
have screened all eighteen compounds for the anticancer
activity. In this study we have selected MCF-7 cell line as an
Estrogen Receptor (ER) and Progesterone Receptor (PR) +ve
cells with Her-2 gene −ve breast cancer subtype against that
these active compounds (5c, 5g, 5h, and 5i) showed signicant
antitumor effect. However, MDA-MB-231 is an ER, PR, and Her-
2 gene −ve cell lines represent triple −ve subtype of breast
cancer is known as highly aggressive subtype where these
compounds are not effective.
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