{ LIVERPOOL

JOHN MOORES
UNIVERSITY

LJMU Research Online

Kelly-Hunt, AE, Mehan, A, Brooks, S, Leanca, MA, McKay, JED, Mahamed, N,
Lambert, D, Dempster, NM, Allen, RJ, Evans, AR, Sarker, SD, Nahar, L,
Sharples, GP, Drew, MGB, Fielding, AJ and Ismail, FMD

Synthesis and Analytical Characterization of Purpurogallin: A
Pharmacologically Active Constituent of Oak Galls

http:/Iresearchonline.ljmu.ac.uk/id/eprint/16051/

Article

Citation (please note it is advisable to refer to the publisher’s version if you
intend to cite from this work)

Kelly-Hunt, AE, Mehan, A, Brooks, S, Leanca, MA, McKay, JED, Mahamed, N,
Lambert, D, Dempster, NM, Allen, RJ, Evans, AR, Sarker, SD, Nahar, L,
Sharples, GP, Drew, MGB, Fielding, AJ and Ismail, FMD (2021) Synthesis
and Analvtical Characterization of Purouroaallin: A Pharmacoloaicallv

LJMU has developed LUMU Research Online for users to access the research output of the
University more effectively. Copyright © and Moral Rights for the papers on this site are retained by
the individual authors and/or other copyright owners. Users may download and/or print one copy of
any article(s) in LUIMU Research Online to facilitate their private study or for non-commercial research.
You may not engage in further distribution of the material or use it for any profit-making activities or
any commercial gain.

The version presented here may differ from the published version or from the version of the record.
Please see the repository URL above for details on accessing the published version and note that
access may require a subscription.

For more information please contact researchonline@ljmu.ac.uk

http://researchonline.ljmu.ac.uk/


http://researchonline.ljmu.ac.uk/
mailto:researchonline@ljmu.ac.uk

http://researchonline.ljmu.ac.uk/



Synthesis and analytical characterization of purpurogallin - a

pharmacologically active constituent of oak galls

Alexandra E. Kelly-Hunt!, Aman Mehan?, Sarah Brooks!, Miron A. Leancal, Jack E. D. McKay!, Nashad
Mahamed!, Daniel Lambert!; Nicola M. Dempster!, Robert J. Allen!, Andrew R. Evans!, Satyajit D
Sarker, Lutfun Nahar!-3, George P. Sharples!, Michael G. B. Drew*, Alistair J Fielding!*, Fyaz M. D.

Ismailt*

1Centre for Natural Products Discovery, School of Pharmacy and Biomolecular Sciences, Liverpool John
Moores University, Byrom Street, Liverpool, L3 3AF, United Kingdom.

2School of Clinical Medicine, University of Cambridge, Cambridge CB2 OSP, United Kingdom.
SLaboratory of Growth Regulators, Institute of Experimental Botany ASCR & Palacky University,

Slechtitelt1 27, 78371 Olomouc, Czech Republic.
4Department of Chemistry, The University of Reading, Whiteknights, Reading RG6 6AD, United
Kingdom.
ABSTRACT

Purpurogallin (PPG), an orange-red crystalline compound from nutgalls and oak bark, is an
exemplar of numerous, ubiquitous natural colorants, biosynthesized through oxidative dimerization-
decarboxylation of phenolic compounds. It possesses antioxidant, anticancer, and anti-inflammatory
effects. Herein, a robust method is presented to allow students to expediently make this interesting
compound that contains a tropolone ring, whose identity initiated a paradigm shift in the
understanding of aromaticity. 1D and 2D nuclear magnetic resonance (NMR) spectroscopic data 'H,
13C DEPT-Q, HSQC, HMBC) were used to identify which protons are connected to carbon atoms, in
contrast, to those that are exchangeable with D,O. Fourier transform Infrared spectroscopy (FT-IR),
mass spectrometry X-ray diffraction were used to provide complimentary information. Importantly,
sufficient historical detail is provided to provide a useful narrative that highlights the shift from

deductive and synthetic proof of structural identity to modern methods of structural elucidation. As a
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minor, but important aspect of iron gall inks, PPG links the work of important western historical
documents from Da Vinci's Vitruvian Man to the Declaration of American independence. In the
experience of the authors, such a pedagogic approach enlivens students with practical exercises which
place them within the historical arc and reasoning of notable scientists, adding a sense of scientific
discovery.

KEYWORDS

Graduate Education/Research, Hands-On Learning / Manipulatives, Organic chemistry, Synthesis,

Natural Products, NMR spectroscopy

INTRODUCTION
The history of science provides a resource from which to learn the thought processes dictating the

previous steps of scientific inquiry. It is common for teachers to draw on the history of chemistry! as a
way to engage their students and state scientific facts. Many studies have confirmed the efficacy of
the historical approach in chemistry teaching and especially its importance for the qualitative
understanding of concepts.2-¢ The purpose of this laboratory exercise is to provide students with
organic synthetic chemistry and structural elucidation skills, set alongside historic imaginative
problems. Here, an organic synthetic chemistry practical is placed in context of aromaticity and the
development of inks using galls.

In 1942, the noted natural product chemist Harold Raistrick, a protégé of F. Gowland Hopkins?,
together with his coworkers, detailed the isolation of the fungal metabolite stipitatic acid 1 (CgHe¢Os)
from Penicillium stipitatum (Figure 1).8.° Michael J. S. Dewar,10 then working with Sir Robert
Robinson!! was drawn to their work and correctly deduced that Raistrick’s results pointed to a

hitherto unrecognized non-benzenoid aromatic system.12
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Figure 1. Various tropolones. 1: Stipitatic acid; 2: 2-Hydroxy-tropolone; 3: Colchicine; 4: Puberulic acid; 5: Ethyl stipitate; 6: Puberulonic acid;
7: Stipitatonic acid; all of which except 2 are found naturally.

Dewar named this seven-membered ring system tropolone 2 (2-hydroxycyclohepta-2,4,6-trien-1-
one) and shortly thereafter, he also postulated a structural revision of the natural product colchicine 3
(ex. Colchicum autuminale).!® This quickly led to solving the structures of all five mould tropolones 1,4-
7, as well as other natural products possessing the tropolone ring. Additionally, working at Oxford was
the talented chemist John A. Baltrope, who also did his initial work under the tutelage of Sir Robert
Robinson. He was interested in the structure of purpurogallin 8 (C;:HsOs; Figure 2), a synthetic
analogue!4 of natural red coloring matter dryophantin 9 known to exist in various galls.15.16.17 These
"oak apples" are produced by various plants during wasp infestation and egg-laying and can be found
in a variety of shapes and colors. After a detailed chemical investigation, including synthesis and
chemical transformations, and also referring to the ideas of Dewar, Baltrope and Nicholson, revised
the previously postulated structures 10 and 11 to a troplone 8 a hydrolysis product of dryophantin

(Figure 2, 9).18
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Barltrop & Nicholson,1948 Nierenstein, 1919; Cerny, 1959
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Figure 2. Purpurogallin 8 and its precursor dryophantin 9. The two structures postulated to be 8 were 10: 2,5,6,7-tetrahydroxy-4-
methylenenaphthalen-1(4H)-one and 11: 2-hydroxy-3-(3,4,5-trihydroxyphenyl)cyclopenta-2,4-dien-1-one. Although much of Baltrope’s work
was never published,'® ¢ he suggested that 8 could demonstrate anticancer properties and with subsequent investigations it and similar
molecules possess such properties.”*® Note that Nierenstein® published a method for isolating dryophantin 9 in 1919, it was not until 40

years later that the structure was confirmed by Cerny.?

As a molecule 8, also constitutes a minor but important component of iron gall inks that have
been used to write some of the most important western historical documents including: The Domesday
Book, the Charter of Liberties (i.e. The Magna Carta), Leonardo da Vinci's notebooks, The American
Declaration of Independence, and many others.21-22 Gallic acid produced from fermentation of oak
galls produces a pure black colour ink used on these papers and today in fountain pens. Before a
fermentation step with a mold, oak galls release other tannins such as gallotannic acid which
produces a darker brown pigment.23 Ironically, in some cases, such inks have eroded the material on
which they have been written.24 Research towards the preservation and understanding of old
manuscripts has necessitated the development of non-destructive spectroscopic imaging.25

In other areas, the use of oak galls has predated this work right back to the 1300s, when ground,
powdered gall nuts were used to test the iron concentration in spa waters. Physicians at the time
believed the iron ions present in such waters were vital as a therapy for different conditions with the

source of the therapy to be spa water. Different depictions of the test have been noted throughout
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history but most credited was the chemist Sir Robert Boyle (1627-1691) who quantified the method.
The iron (II) ions react with the gall nut producing a colour change test — a deep purple solution.26

Polyphenols are now a rich class of compounds, particularly having been identified as
phytochemicals. For example, the theaflavins from the leaves of Camellia sinensis, have a tropolone
ring that originated from the oxidation of polyphenols.2?

In this paper, we present an expeditious and robust synthesis of 8 suitable as a laboratory exercise
for undergraduates and postgraduates, which can be adapted for high school level. Scripts for different
ages are supplied in the Supporting Information. Previously, van Opstal et al. have described the use
of oak gall extract to quantitatively determine the amount of iron present in a water sample using a
historically contextualized laboratory for undergraduates.2¢ Also, Martin-Gil et al. have placed galls in
historical context in a practical experiment for undergraduates studying the stability of fountain pen
ink.28
EXPERIMENTAL OVERVIEW

The experiment for undergraduates is designed for an introductory, apparently “simple”, exercise
in structural determination utilizing Fourier transform infrared spectroscopy (FT-IR) spectroscopy,
mass spectrometry (MS), one and two-dimensional nuclear magnetic resonance (NMR) spectroscopy
and the use of X-ray diffraction data, for students who already have some knowledge of solving
structures using a variety of spectroscopic and spectrometric data. It specifically presents the
synthesis in the historical context of early pioneers of natural product synthesis which highlights the
methods which were originally used to ascribe structures before the widespread adoption of powerful
structural determination methods such as magnetic resonance (i.e. spectroscopic) and electrospray
methods (spectrometric methods) signaling a paradigm shift in structural elucidation methodology.2°
The experiment works as a guided inquiry experiment where the students are given an academic paper
and they devise the protocol. The experiment has run over 10 years with a class of around 15
undergraduate or MSc students. The learning outcomes are as follows:

1. Laboratory procedure derivation and basic synthetic skills.

2. Analysis using NMR, FT-IR, MS, and X-ray diffraction.

3. Structural determination and comparison of methods.
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Numerous preparations have been reported for the synthesis of 8 with varying quality.
“Purpurogallin” from one commercial vendor (Aldrich) was similar to the crude, brown, material
synthesized by the method reported here, whereas, our purified material is orange, consistent with the
work of Scharpenseel.30 This is a definitive indicator for an instructor seeking to determine whether
students have completed the purification steps with competence. Having investigated various methods
to ascertain reproducibility for a previous industrial study that required 5 kg of 8, as an advanced
pharmaceutical intermediate, in our hands, the method of Evans and Dehn!4 was found to be the
most convenient, expedient and, importantly, reproducible. The experiment requires neither
sophisticated apparatus nor complex regents. It can be used as a synthetic exercise which includes a
dramatic production of color (see Video#1, Supporting Information) and can be coupled with a simple
melting point determination and/or TLC.

Before a pre-lab class, students were asked to read the undergraduate handout (Supporting
information) which poses the question: Where do we get ink from? The students are also asked to
download and read the paper by Evans and Dehn3! and are asked to design the experiment
themselves, including a suitable scale, list of equipment, required chemicals, and an environmental
assessment of any waste generated. During the pre-lab classroom session, the students are
encouraged to share their thoughts on the history of inks followed by discussion of the experimental
procedure. They are asked by the instructors if the information they have provided is sufficiently
detailed to replicate the preparation. In line with modern practice, students fill a safety evaluation
(COSHH form) and identify any hazards/toxicity and plan to take suitable precautions including lab
coat, safety glasses and/or visor and nitrile gloves.

The experimental synthetic procedure is fully explained in the Notes for Instructors in the
Supporting Information. The experiment consists of the oxidation of pyrogallol by sodium iodate

(Equation 1).

OH OH QO 44

HO HO
2 + Nalog — O + Nal + 2H,0
HO

HO (Equation 1)
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The students add the oxidant slowly i.e. drop-by-drop from a dropping funnel under rapid
magnetic stirring, causing the triol to oxidize and self-dimerise. The unstable compound then
undergoes a complex series of tautomerizations and also expels a gas (CO,), and forms both sodium
iodide and water. Students should note a red brown precipitate (see Supporting Information,
Videos#2&#3). They are then asked to filter off the precipitate under vacuum, wash and dry to form a
solid cake. Students were then instructed to dissolve the filter cake in boiling 95% per
ethanol/distilled water (v/v). This solution was filtered and then precipitated with 2.5 volumes of
distilled water. Students were advised to take further purification steps with precipitation from
ethanol. The average yield was 78% (+5) and high-resolution mass spectrometry data was obtained:
(ESI*) Caled. for C11HoOs ([M+H]*), 221.0445; found, 221.0442), which corresponded to literature
values.32

In an additional lab, students were asked to prepare and perform a series of different analytical
procedures on their samples to confirm their own synthetic accuracy, reproducibility of the method
and structural identity of the compound. These included thin layer chromatography (TLC), FT-IR,
mass spectrometry and several types of NMR.

The full experimental procedure was advised to be conducted in two, three-hour lab classes
including the analysis segment. For analysis lab, it was preferred that the labs were conducted on the
same day, so samples were fresh for analysis. The students were encouraged to work independently or
in pairs. One instructor per fifteen students (or as school policy follows). Students were advised to
carry out mass spec on their own as sufficient training would be given earlier in the semester,
however, a technician was on-hand to help supervise when needed.

All students were expected to record their observations in a hardback book. All data was
exported from instruments such as infra-red in ASCII format and plotted in graphical software. The
students were also expected to produce a written report that utilised a professional template from a
major scientific publisher such as American Chemical Society. This type of format allowed the student
to place artwork and tables close to the point where they were discussed in the text. This ensureed
that the students were prepared for a future career either in academia, further study or industry. The

template facilitated the marking process and standardises the work. Submission was anonymous and
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electronically. Marking used an electronic platform and rubric: the normal format used no more than
four pages and correspondedto a typical communication.
The following marking scheme has been successfully used:
Abstract 10%:
Introduction 20%
Materials and methods 5%
Results and discussion 40%
Figures 15%
Conclusion 5%
References 10%
Production 5%

The written report counted 40% towards the module and the remainder was by written
examination where one question was on structural determination. Although we tried a peer review
process by allowing students to mark one another this has never proved consistent and consequently
marking was completed by one educator alone since the cohort has been sufficiently small. A
consistent problem has been variation in the quality of references and students are advised not to rely

on internet sites and all papers must be original. The use of a referencing program was encouraged.

HAZARDS
On the basis of the available animal and clinical data pyrogallol is safe as a cosmetic ingredient in

the present practices of use and concentration.3? This compound has a good safety profile [Pyrogallol
LDso = 300 mg/kg (Mouse)]3* but can be corrosive to the skin or when inhaled at high concentrations.
Sodium iodate is considered toxic. It should be noted that younger children may be less careful in
handling the oxidant. With trials of different solvents for a “greener” method, we noted a small
explosion through simple dry grinding and mixing of pyrogallol with sodium periodate in a mortar and
pestle. Consequently, we strongly discourage everyone to avoid the mechanochemical grinding variant
of these experiments. No problems have ever been encountered when solutions are slowly mixed and

there is only a minor exotherm (up to 30 °C). The oxidant is always added to the pyrogallol to maintain
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an excess of reducing agent. Inverting the addition is not dangerous but only produces a very small
amount of purpurogallin dissolved within a black tar which cannot be extracted.

Depending on the age of the participant, the synthetic protocol is slightly modified in terms of scale.
However, all students (including children) have to wear gloves, refrain from wearing contact lenses and
wear safety glasses and be accompanied with a lecturer/demonstrator. Experiments are normally
carried out in a fume hood but demonstrations have been carried out on the bench provided solutions

are dosed either with dropping funnel or a titration burette for smaller scales.

RESULTS AND DISCUSSION
This experiment was performed as an introduction to the concept of synthesizing natural products

from simple precursors that self-dimerize and expel gas. In laboratory, the students were able to set-
up the experimental apparatus and mix the reagents with little help from the instructors. During the
experiment it is not obvious that it is a dimerization and the visual change provides a

dramatic illustration of reaction progress. The students are asked to carefully record all their
observations and some failed to observe the evolution of gas; as Pasteur noted in his inaugural lecture
to The faculty of sciences at Lille (France, 1854); “In the field of observation, chance favors only the
prepared mind” [La chance ne sourit qu'aux esprits bien préparés]. The released gas can be trapped
and reacted with limewater to demonstrate that it is carbon dioxide. Overall, the pre-class appeared to
work to make the students decide on the correct course of actions in most instances. This was
supported by student survey results that showed a majority of students felt that being allowed to
design the experimental protocol had positively impacted their learning.

Comparison of the student 'H NMR spectra (Figures 4) reveals experimental consistency between
students and similar impurity profiles. The students were successful in realizing that not all molecules
can be identified from !'H spectra alone and they were encouraged to examine the 2D (DEPT)-Q
experiments to determine the multiplicity of each peak and correlations, which allowed them to deduce
it was some form of unsymmetrical dimerization and with some prompting, that the loss of CO, would
produce an unsymmetrical compound. Figure 3 illustrates our approach of first working out the
multiplicity using Distortionless Enhancement by Polarization Transfer (DEPT)-Q and then linking to

the 13C to 'H nuclei through the use of heteronuclear multiple bond correlation (HMBC) and
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heteronuclear single quantum coherence (HSQC). This was then followed by cross examination with

the IR and mass spectrometry data.

Our Approach

Conventional Approach

“Dimension Jump”

o DEPT-Q-135
Position "
Position

Integration )
Splitting Pattern i IntenSIty -
: ) Phase = Multiplicity
Coupling Constant Check consistency of L e
" " (i.e. 4°C, CH, CH,, CH,) y
deductions/assignments / f
between 3C and 'H ;
dimension from 1 bond
to 3 bond couplings

-

COSY/DQF COSY
Vicinal/geminal
Interaction

(oo + i)

- HSQC (+ HMBC)

Yo+ ™Mep)
Propose Structure Tabulgtzcouple?:pins
Cross calibration of DEPT-
Q-135 multiplicity and
1D-'H spectrum integrals.
Cross calibrate with
MS/IR/UV data

Find H to '3C connections

Connect 3C to H nuclei

Figure 3. Diagram of different NMR approaches used by students to solve structure. A full set of NMR spectra are found in the Supporting

Information (Figures S1-13).

The DEPT-Q and HSQC data allowed clear determination of four methine carbons (Figure 5), which
the students were able to appreciate as building blocks of certainty to build up a structure. This
approach was developed in part from past post-lecture surveys that showed for students either
attempting to initially assign and deduce the structure using 'H NMR spectra they were faced with the
difficulty of resonance overlap from a relatively narrow 0-10 ppm diamagnetic chemical shift range. A
further obstacle to analysis was the 'H homo-nuclear coupling present in the multiplets, which the
students found difficult to understand, despite being taught the n+1 rule. Consequently, those new to
spectroscopic analysis preferred to interrogate 'H multiplets using 'H by using DEPT-Q, cross-
correlating each peak through HSQC experiments and using these to interrogate proton spectroscopy,
and then confirming assignments using integral values of each assigned proton. Students who
attempted structural elucidation were more satisfied with this teaching approach using 13C NMR first

because it reduced cognitive load.
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The students had little difficulty in correlating all protons to the respective C-1, C-7, C-8 & C-9
protons using the DEPTQ 13C spectrum. In this instance, the use of ChemDraw was encouraged to
predict both the 13C and 'H spectrum of which the former closely resembled the shift positions found
in DMSO0-de (see Supporting Information). They all concluded that HMBC NMR data as the most useful
of the spectra available to them because they themselves could deduce connectivity patterns. Since
INADEQUATE spectroscopy is taught35 within the student courses as the closest alternative to X-ray
crystallography, where they can directly trace out the carbon skeleton by NMR in solution, their
request to acquire this data was noted but denied as HMBC was considered sufficient to solve the
problem at hand.

Students had to deduce from the 2D NMR that the molecule contains three consecutive vicinal
linked methines; that a singlet resonance in the 1H NMR shows that the rest of that ring does not
contain methines groups and must, therefore, be phenolic. The interpretation of the 'H NMR spectrum
requires a minimal number of assumptions. Generally, in protic solvents the -OH groups appear at
room temperature as broad signals due to fast, on the NMR time scale, exchange of the OH protons
with protons of the solvents.36.37 [f it is assumed that the proton situated at position 7 (adjacent to the
hydroxyl group within the tropolone ring) will be the more deshielded of the two doublets (predicted
from the (n+1) rule) it will resonate downfield of the only pair of doublets present. In this case at this
concentration, it is found around 7.3 ppm. The correlated spectroscopy (COSY) spectrum served to
support the assignments of illustrating 3J H-H (vicinal) interactions within the tropolone ring (Figure
0). Consequently, the students were able to assign each of the protons in the spin system detected for
the protons attached to carbons. The assignment of individual HO peaks was less obvious but the
presence of a strong hydrogen bond at 15.3 ppm was assigned by most students since it is known to
resonate at a position typical of that found in molecules containing a structural motif commonly found
in flavonoids and related compounds. For MSc/PhD students, an incredible natural abundance double
quantum transfer experiment (INADEQUATE) spectrum was also provided that allowed them to readily

identify the presence of both a benzenoid and tropolone ring and deduce their points of ring fusion.
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Figure 4.'H NMR (600 MHz, DMSO-ds) spectra of purpurogallin 8 illustrated one above the other, for eight individual students demonstrating
the robust nature of the synthesis. Note shift of internally hydrogen bonding phenol-carbonyl interactions resonating downfield. A comparison
can be made to quercetin (See Figure S5). All spectra were acquired with deuterium locked automation sequences on the auto-sampler and

have not been manually shimmed. Larger versions can be found in Figure S8.
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Figure 5. HSQC (600 MHz, DMSO-ds) spectrum of 8 (Blue cross peaks) illustrating connection between methine carbons and the
corresponding protons. The DEPT-Q experiment is superimposed to allow assignment of the multiplicity of the cross peaks. A larger version

can be found in Figure S11.

Journal of Chemical Education Page 13 of 22



Apro5-2019-pacfisma 34 1 Z:\600'data\pacfismainmr

d d
dxd

T T T T T T T T T T T T T T T T T T

74 72 7.0 68 6.6 F2 [ppm]

Figure 6. *H-'H COSY (600 MHz, DMSO-ds spectrum of 8. Blue cross peaks) illustrating 2J 4 (vicinal) interactions within the tropolone ring.

The proton appended to C-1 is a singlet due to the lack of any vicinal interactions. A larger version can be found in Figure S12.

In order to demonstrate the richness of the information provided by FTIR, the students were asked
to compare a set of molecules of closely similar structure ranging from phenol, catechol, pyrogallol and
purpurogallin, data was available in house (See Supporting Information), which they compared with
their own spectra, as advised by Bellamy (1968).38 Consequently, we used closely matched series of
compounds to train students. The carbonyl groups in general were readily identified by the students
and are one of the most recognizable and prominent features but not for 8. Survey results showed that
in general the students were confused as to which peaks were important and many, if not warned,
tried to assign every peak as is the practice in NMR spectroscopy. Charts are often used by students to
interpret spectra that tabulate a functional group adjacent to the highest wavenumber and moving to
functional groups assigned downwards to lower numbers. We have found that this has not always
proved useful for less experienced students who remain uncertain as to which groups to assign

first. Student were asked to cover a print of the spectrum of 8 (and that of an authentic
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recrystallized 8) with a blank opaque sheet of paper and moving it upwards to allow them to focus on
the most intense bands. Further guidance was given by asking students to assign major peaks using
labels A to G, which also facilitated marking. According to Le Fevre et al.39 8 shows strong absorption
at 1590 cm as well as weaker absorption at 1627 cm’. Students did not manage to deduce that the
later was assigned to a carbonyl but were completely and correctly convinced it was there from the
DEPT-Q 13C spectrum. Disappointingly, students were unable to identify the 1,2,3-

trisubstitution within purpurogallin, using infra-red tables that can be used to detect such
substitution patterns*® since the presence of the carbonyl group overrode such aromatic interactions.
The major difficulty found in FT-IR analysis by all students was that some bands overlapped and the
carbonyl was weaker in intensity than expected, making it difficult to be certain when making this
assignment. However by the end of the course they all became adept in using triangulation between
spectroscopy and spectrometry, to affirm or refute a deduction (e.g. NMR shift, IR frequency and a
fragment detected in Electron Impact or Ionisation data). A useful alternative was to use an online
wizard site designed by Steffen St. Thomas which empirically assigns the five most intense bands as
strong (s); medium (m) ; weak (w); variable (v).#! It uses robust data from important compendia.*2-43
Student FTIR spectra and an interpretive guide can be found in Figures S14-18.

Students were encouraged to run their own mass spectrum independently since training is
provided at the onset of the semester; this type of "Buy-in" empowers the student to prepare their own
samples and take responsibility for their research. Direct infusion in the electrospray experiment is
sufficient to obtain satisfactory spectra (Figure 7) in the negative ionization mode. Training was given
in sample preparation which involved three serial dilutions of their product in methanol, all of the
students managed to acquire their own spectrum in positive ion mode to obtain a low resolution
electrospray experiment using a Waters LCT classic. Only one student (from a group of 20) flooded the
instrument, and unable to keep the ion count sufficiently low to prevent saturation and potential
damage. Students were trained to always run a nominal or low-resolution experiment before migrating
to high-resolution electrospray mass spectrometry experiments. However, the later instrument had an

interface that proved challenging (MassHunter) so was only operated by the specialist technical staff.

Journal of Chemical Education Page 15 of 22



SJM65 [Purpurogallin (PC5)] CV 3§ ES-

100 21918

439.01

140.02

20.07
1 40324 474.98
y

125.03 25524 48296 96287 g9 49 62599 66585

R i P " o
0 .[.._ Al ) Al .1-..& ool sdikse eithi

T T ' T y Y T T Y ) y T 1 T y T y y y ) y

-0 50 100 150 200 250 300 350 400 450 500 550 600 650 700 75‘10 860 850

Figure 7. a) The nominal —ve ion electrospray mass spectrum illustrating the presence of the monomer as the dominant species and the anion
of the dimeric complex (magnified x24). In all spectra it is assumed that these are anions and not radical anions. A larger version can be found

in Supplementary Figure S19.

Figure 7 gives what may at first sight, be inconsistent with 8 and can be used to make the
students understand that complexes and adducts are often encountered in contrast to electron
ionization experiments. Student results slightly varied here because notably impure or samples stored
in soda-glass vials can incorporate sufficient sodium into the sample to give only the sodiated dimeric
adduct (See Figure S14). The metal binding ability of 8 is well known** and ranges from transition
metals to aluminium and has been exploited within medicinal chemistry for targeting a range of
metalloenzyme drug targets.45 Furthermore, this allows students to become familiar with the National
Institute of Standards and Technology (NIST) library as well as Spectral Database for Organic
Compounds (SDBS) and adds to their structural determination experience.*¢ In this case, the
students were asked to do a search and found that 8 is not currently in the NIST database but present
in SDBS.

All the students ran their own NMR ['H, 13C-DEPT-Q, HMBC, HSQC], FT-IR and MS. This gave
these students a sense of ownership and buy-in when compared to a cohort that was simply provided
with spectra previously ran. Clearly in terms of education collection of data themselves has proved

more beneficial. The practical was also followed by a guided workshop in structural determination and
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the students enjoyed understanding the application of logic in deducing structures and using a
combination of techniques. However, if the molecular formula was not provided, students floundered
and about half failed to link the facts together. None failed to solve the structure given the molecular
formula or through use of -ve ion mass spectrometry using their own sample. Having been given an
accurate molecular formula all students managed to calculate the unsaturation index. This was
followed by determination of the presence of a carbonyl peak using 13C NMR and also that there were
four OH groups with one strongly hydrogen-bonded using 'H NMR. It was clear to the students the
power of 2D NMR to link all the structural pieces of information together. The students always felt
engaged when this experiment was presented both in a historical context and that previously the

problem had been solved by the application of chemical logic alone and without spectroscopy.

A comparison of structural determination methods

The practical was designed to provide examples of spectroscopic, spectrometric and using single-
crystal X-ray data allowing undergraduates to reconstruct and understand bonding arrangements.
Integral to the teaching experience was the students understanding of "what constitutes structural
determination?" and to compare and contrast various techniques which have an element of
assignment approach [NMR, FT-IR, ultra-violet (UV) etc]. This allowed comparison between methods
that require combining data to "deduce connectivity" with those that allow direct determination such
as X-ray and more recently cryogenic electron microscopy (cryo-EM) which students were asked to
read about and has proven useful in structural elucidation of small molecules,*” as a powerful new
tool for confirming difficult structures and revising miss-assignments.48

Consequently, students were provided with the published X-ray structures of 849 (provided in
Supporting Information) to ascertain using “text wall" software if they could cross relate the data
shown with that deduced from their NMR structures. When surveyed during a post-lab class, only a
minority of students understood the convention that hydrogen bonding (Figure 8) was depicted by
dotted lines (2/20). Comparison was made to another compound containing an intramolecular

hydrogen bond, quercetin, to emphasize the point and to indicate the broader scope.
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Figure 8. Ortep representations from the crystal structure of 8.4° Hydrogen bonding interactions are shown as dotted lines in the monomer and

dimer. The C-4 OH and the C=0 group is the least exchangeable. See Figure S23 for a computationally derived presentation.

In the same survey, it was determined that all students believed that X-ray structures provided
direct evidence of bonding arrangement’s but failed to know that the positions of protons are normally
assigned, but none provided an answer as to how these positions of protons could be determined; this
information had not been given directly in lectures (but in further reading as a pre-practical exercise).
When questioned further, finding sufficient study time was a critical factor. Consequently, in recent
years, lecture material has been rewritten such that the advantages and limitations of each technique
are also critically discussed in a group session using a Socratic method.30 Also, a reference was made
to the seminal work of Dorothy Hodgkin and her work on vitamin B12 and the use of neutrons in
determining the position of covalently attached hydrogens and protonation sites as well as more
modern investigations comparing X-ray and neutron diffraction studies.5! One post-course survey in
2018 showed that the women in the cohort appreciated the inclusion of a reference to not only a
notable woman in Science who was also a Nobel laureate but one who also encouraged other women
into science.5?

Student Survey

After each group workshop session, a mini student survey was conducted, and any problems
were addressed. A final student survey (Example survey questions are in Supporting Information) at
the end of the course has consistently generated 80-100% satisfaction (5 year survey, 2014-2019)
since the course addresses any shortfalls in knowledge by continuously maintaining a blog inside the

course management system. High levels of student satisfaction are found and since all experiments
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and instrumentation are hands-on whilst supervised by the senior scientific office and the educator,

this has prepared many students for both industry and further postgraduate study.

CONCLUSION
The undergraduate practical experiment is a basic organic synthetic practical employing a one-step

basic oxidation of a triol to produce a tropone. It is taught using a assisted inquiry approach whereby
the students must devise their own laboratory script. In general we found that the overall engagement
of the student was high; the students were satisfied that they could create a full protocol from an
academic paper. It provides a range of practical and structural elucidation skills allowing transition to
more complex problems such as quinine. All students reported that the complexity of the compound
was sufficient to allow a deduction in a 2-hour workshop and understood that 2D-NMR spectra were a
vital tool in rapid deduction of natural product spectra.

Overall, students enjoyed both elements of the practical, initially learning the history of gall inks
and how important they are in history, as well as today, without fully comprehending where the ink
came from or how easily it can be produced. Secondly, the analysis segment gave students a first-
hand experience using sophisticated analytical instruments such as the NMR, providing them with
independence and motivation in their work. Implementing skills, they had previously learnt as well as
applying theory of the instruments.

The experiment encouraged students to think how different results can be obtained with small,
careful, adjustments to reagents and conditions. Most students struggled at first with the depiction of
the NMR spectra, yet this challenged them to conduct further reading outside of lectures and lab
classes to complete these tasks, an objective of the instructors.

The experiment gave them valuable laboratory skills even though they used simple synthetic
laboratory apparatus, the key to this experiment is its easy adaptability for unexperienced groups and
with an interesting color can captivate any audience young or older. Finally, the presence of such
compounds in historical documents helped to draw in many students and very few had not heard of
Leonardo da Vinci, making this synthesis and spectroscopy conundrum experiment an enjoyable

experience.

Journal of Chemical Education Page 19 of 22



ASSOCIATED CONTENT

Supporting Information
The Supporting Information is available on the ACS Publications website at DOI:

Spectra data (PDF)
Notes for Instructors (DOCX)
X-ray data for purpurogallin and quercetin (PDB)
Handouts for Masters, undergraduates and high school (DOCX)
Videos of preparation (MOV)
Assignment flow diagram (EMF)
IR chart (PNG)
Student survey questionnaire (DOCX)
AUTHOR INFORMATION

Corresponding Authors
*E-mails: F.M.Ismail@ljmu.ac.uk and A.J.Fielding@ljmu.ac.uk

ACKNOWLEDGMENTS
Dr Fyaz M. D. Ismail thanks the School of Natural science for some teaching remission to pursue

outreach activities. He is also most grateful to his fellow colleagues within the history of Chemistry
Society-ACS. This report is part of "The Da Vinci's Ink Project" for high school outreach activities
located at the Centre for Natural Product Discovery at the School of Pharmacy & Biomolecular
Sciences, Liverpool John Moores University. We thank RORO & Waters for the donation of a Quatro
premier mass spectrometer. Dr Nahar gratefully acknowledges the financial support of the European
Regional Development Fund — Project ENOCH (No. CZ.02.1.01/0.0/0.0/16_019/0000868). Dr Ismail
and N Parik thank the British Mass Spectrometry Society/Royal Society of Chemistry Analytical

Division for a summer studentship to NP (2015).

REFERENCES

1. Jaffe, B., Using the History of Chemistry in Our Teaching. Journal of Chemical Education 19585,
183-185.

2. Lin, H., The effectiveness of teaching chemistry through the history of science. J Chem Educ
1998, 75 (10), 1326-1330.

3. Solbes, J.; Traver, M., Against a Negative Image of Science: History of Science and the Teaching

of Physics and Chemistry. Science & Education 2003, 12, 703-717.

Journal of Chemical Education Page 20 of 22



4, Lin, H. S.; Chen, C. C., Promoting preservice chemistry teachers' understanding about the
nature of science through history. J Res Sci Teach 2002, 39 (9), 773-792.

S. Viana, H. E. B.; Porto, P. A., The Development of Dalton's Atomic Theory as a Case Study in the
History of Science: Reflections for Educators in Chemistry. Science & Education 2010, 19 (1), 75-90.
6. McComas, W. F.; Kampourakis, K., Using Anecdotes from the History of Biology, Chemistry,

Geology, and Physics to Illustrate General Aspects of Nature of Science. Review of Science,
Mathematics and ICT Education 2015, 9 (1), 47-76.

7. Dale, H. H., Frederick Gowland Hospital 1861-1947. Royal Society 1948, 6 (17).

8. Birkinshaw, J. H.; Chambers, A. R.; Raistrick, H., Studies in the biochemistry of micro-
organisms: Stipitatic acid, C(8)H(6)O(5), a metabolic product of Penicillium stipitatum Thom. 1942, 36
(1-2), 242-251.

9. Birkinshaw, J. H., Harold Raistrick 1890-1971. Biogr. Mem. Fellows R Soc. 1972, 18, 489-509.
10. Michl, J.; Fox, M. A., Biographical Memoirs. National Academy of Sciences Washington, DC.,
1999; Vol. 77, pp 191-2009.

11. Todd, A. R.; Conforth, J. W.; Robinson, R., 13 September 1886-8 February 1975. Biographical
Memoirs of Fellows of the Royal Society 1976, 22, 414-527.

12. Dewar, M. J. S., Structure of Stipitatic Acid. 1945, 155 (3924), 50-51.

13. Bentley, R., Biosynthesis of tropolones in Penicillium stipitatum. III. Tracer studies on the
formation on stipitatonic and stipitatic acids. J Biol Chem 1963, 238, 1895-902.

14. Evans, T. W.; Dehn, W. M., Organic oxidations by iodic acid. J. Am. Chem. Soc. 1930, 52 (9),
3647-3649.

15. Nierenstein, M., CXXIII.—The colouring matter of the red pea gall. J. Chem. Soc., Transactions.
1919, 115 (0), 1328-1332.

16. Cerny, J., Glycosides of purpurogallin. Chemicke Listy pro Vedu a Prumysl 1958, -52, 1762-
1767.

17. Wu, T. W., Purpurogallin and its glycosides as an antioxidant and cytoprotective agent. T.LP.
System 1992.

18. Dewar, M. J. S., Tropolone. Nature 1950, 166 (4227), 790-791.

19. Nierenstein, M., CXXIII.—The colouring matter of the red pea gall. Journal of the Chemical
Society, Transactions 1919, 115 (0), 1328-1332.

20. Cerny, J., Uber glykoside des purpurogallins. Collect. Czech. Chem. Commun. 1959, 24, 24-30.
21. Mitchell, C. A.; Hepworth, T. C., Inks: Their Composition and Manufacture. Charles Griffin &
Company, Ltd.: London, UK, 1904.

22. Gambaroab, A.; Ganzerlac, R.; Fantina, M.; Cappellettoc, E.; Piazzaab, R.; Cairnsb, W. R. L.,
Study of 19th century inks from archives in the Palazzo Ducale (Venice, Italy) using various analytical
techniques. Microchemical Journal 2009, 91 (2), 202-208.

23. José-Yacaman, M.; Martin-Gil, J.; Ramos-Sanchez, M. C.; Martin-Gil, F. J., Chemical
Composition of a Fountain Pen Ink. Journal of Chemical Education 2006, 83 (10), 1476.

24. Zamorano, G. M. C., The presence of iron in inks used in Valencian manuscripts from the 13th
to 17th century. Microchem. 2018, 143, 484-492.
235. Burgio, L.; Clark, R. J. H.; Hark, R. R., Raman microscopy and x-ray fluorescence analysis of

pigments on medieval and Renaissance Italian manuscript cuttings. Proc Natl Acad Sci USA 2010, 107
(13), 5726-5731.

26. van Opstal, M. T.; Nahlik, P.; Daubenmire, P. L.; Fitch, A., Physicians as the First Analytical
Chemists: Gall Nut Extract Determination of Iron lon (Fe2+) Concentration. J Chem Educ 2018, 95 (3),
456-462.

27. Valduga, A. T.; Goncalves, I. L.; Magri, E.; Delalibera Finzer, J. R., Chemistry, pharmacology
and new trends in traditional functional and medicinal beverages. Food Res Int 2019, 120, 478-503.
28. Martin-Gil, J.; Ramos-Sanchez, M. C.; Martin-Gil, F. J.; Jose-Yacaman, M., Chemical
composition of a fountain pen ink. J Chem Educ 2006, 83 (10), 1476-1478.

29. Morris, P. J. T., Classical to Modern Chemistry: The Instrumental Revolution. The Instrumental
Revolution. Royal Society of Chemistry: 2002; p 376.

30. Scharpenseel, H. W., Herstellung und Reinigung von tritiummarkierten Grau- und
Braunhuminsaurepréparaten sowie von Tritium-Purpurogallin. Zeitschrift fiir Pflanzenernéihrung,
Diingung, Bodenkunde 1960, 91 (2), 131-146.

Journal of Chemical Education Page 21 of 22



31. Evans, T. W.; Dehn, W. M., ORGANIC OXIDATIONS BY IODIC ACID. J. Am. Chem. Soc. 1930,
52 (9), 3647-3649.

32. Souto, J. A.; Sarno, F.; Nebbioso, A.; Papulino, C.; Alvarez, R.; Lombino, J.; Perricone, U.;
Padova, A.; Altucci, L.; de Lera, A. R., A New Family of Jumonji C Domain-Containing KDM Inhibitors
Inspired by Natural Product Purpurogallin. Front Chem 2020, 8.

33. Berndt, W. O.; Bergfeld, W. F.; Boutwell, R. K.; Carlton, W. W.; Hoffmann, D. K.; Schroeter, A.
L.; Shank, R. C., Final Report on the Safety Assessment of Pyrogallol. J Am Coll Toxicol 1991, 10 (1),
67-85.

34. Lewis, R. J. S., Sax's Dangerous Properties of Industrial Materials. 11 ed.; Wiley Interscience,
Wiley & Sons Inc: Hoboken, NJ, 2004.

35. Ismail, F. M. D.; Nahar, L.; Sarker, S. D., Application of INADEQUATE NMR techniques for
directly tracing out the carbon skeleton of a natural product. Phytochem Analysis 2021, 32 (1), 7-23.
36. Exarchou, V.; Troganis, A.; Gerothanassis, I. P.; Tsimidou, M.; Boskou, D., Do strong
intramolecular hydrogen bonds persist in aqueous solution? Variable temperature gradient 1H, 1H-
13C GE-HSQC and GE-HMBC NMR studies of flavonols and flavones in organic and aqueous
mixtures. Tetrahedron 2002, 58 (37), 7423-7429.

37. Charisiadis, P.; Kontogianni, V.; Tsiafoulis, C.; Tzakos, A.; Siskos, M.; Gerothanassis, I., 1H-
NMR as a Structural and Analytical Tool of Intra- and Intermolecular Hydrogen Bonds of Phenol-
Containing Natural Products and Model Compounds. Molecules 2014, 19 (9), 13643-13682.

38. Bellamy, L. J., Advances in infra-red group frequencies. Springer US: 1968; p XII, 304.

39. Le Fevre, R. J. W.; Maramba, F.; Werner, R. L., The dipole moment and infra-red spectrum of
diosphenol. J. Chem. Soc. 1953, 2496-2498

40. Cross, A. D.; Jones, R. A., An Introduction to Practical Infra-red Spectroscopy. 3rd ed.; Springer
US: 1969.

41. St Thomas, S. https://www.science-and-fun.de/tools/ (accessed 19/10/21).

42. Socrates, G., Infrared and Raman Characteristic Group frequencies. John Wiley & Sons: 2004.
43. M. Hesse, H. M., B. Zeeh, Spektroskopische Methoden in der organischen. 4. tiberarbeite. Georg-
Thiem Verlag Stuttgart- New York: 1987.

44, O’Coinceanainn, M.; Astill, C.; Baderschneider, B., Coordination of aluminium with
purpurogallin and theaflavin digallate. Journal of Inorganic Biochemistry 2003, 96 (4), 463-468.

45. Ononye, S. N.; VanHeyst, M. D.; Oblak, E. Z.; Zhou, W.; Ammar, M.; Anderson, A. C.; Wright,
D. L., Tropolones As Lead-Like Natural Products: The Development of Potent and Selective Histone
Deacetylase Inhibitors. ACS Medicinal Chemistry Letters 2013, 4 (8), 757-761.

46. NIST Mass Spectrometry Data Center, NIST. - https://chemdata.nist.gov/.

47. Jones, C. G.; Martynowycz, M. W.; Hattne, J.; Fulton, T. J.; Stoltz, B. M.; Rodriguez, J. A.;
Nelson, H. M.; Gonen, T., The CryoEM Method MicroED as a Powerful Tool for Small Molecule
Structure Determination. ACS Central Science 2018, 4 (11), 1587-1592.

48. Kim, L. J.; Xue, M.; Li, X.; Xu, Z.; Paulson, E.; Mercado, B.; Nelson, H. M.; Herzon, S. B.,
Structure Revision of the Lomaiviticins. J Am Chem Soc 2021, 143 (17), 6578-6585.

49, Wu, T.-W.; Zeng, L.-H.; Wu, J.; Fung, K.-P.; Weisel, R. D.; Hempel, A.; Camerman, N.,
Molecular structure and antioxidant specificity of purpurogallin in three types of human
cardiovascular cells. Biochemical Pharmacology 1996, 52 (7), 1073-1080.

S0. Heeren, J. K., Teaching chemistry by the Socratic method. J. Chem. Educ. 1990, 67 (4), 2.
51. Blum, M. M., Mustyakimov, M., Riterjans, H., Kehe, K., Schoenborn, B. P., Langan, P., &
Chen, J. C, Rapid determination of hydrogen positions and protonation states of diisopropyl
fluorophosphatase by joint neutron and X-ray diffraction refinement. Proc. Natl Acad. Sci. USA 2009,
106, 713-718.

S2. Howard, J. A. K., Dorothy Hodgkin and her contributions to biochemistry. Nat Rev Mol Cell Biol
4, 891-896 (2003). https://doi.org/10.1038/nrm1243]. 2003, 4, 5.

Journal of Chemical Education Page 22 of 22


ttps://www.science-and-fun.de/tools/
ttps://chemdata.nist.gov/
https://doi.org/10.1038/nrm1243

