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A variety of oligonucleotide-based probes have been developed for specific and selective sensing of
RNA and DNA. Among these, FIT-PNAs (forced intercalation-peptide nucleic acids) and FIT probes
(DNA- and RNA-based sensors) have been studied for a variety of RNA biomarkers in cell culture and
tissues, and in vivo. FIT-PNAs and FIT probes are RNA/DNA sensors that exhibit fluorescence upon
sequence-specific RNA/DNA hybridization. Several synthetic approaches have been successfully applied
to increase the brightness and selectivity of these molecules, including the introduction of cyclopentane
(cp) modified PNA monomers (cpPNA) as well as locked nucleic acids (LNAs—for FIT probes). In this
report, we have explored the biophysical properties of FIT-PNAs that are modified with gamma-L-serine
PNAs (yPNAs). We found that introducing a single y-PNA flanking the fluorophore (BisQ) in the FIT-PNA
sequence is sufficient to achieve a 46-fold increase in fluorescence for the PNA:RNA duplex, similarly to
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DOI: 10.1039/d5cb00292¢ cpPNA. Interestingly, when two y-PNAs flank BisQ on both sides, a significant increase in RNA affinity is

observed (over an 8 °C increase in melting temperature, T,,). Altogether, y-PNAs are a beneficial
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Introduction

Peptide nucleic acids (PNAs), discovered over three decades
ago, are synthetic nucleic acid analogs obtained by replacing
the ribose sugar and phosphate groups of the DNA/RNA back-
bone with a pseudopeptide backbone.”” PNAs contain repeat-
ing units of uncharged N-(2-aminoethyl) glycine (aeg) units as a
backbone. Nucleobases such as adenine, thymine, cytosine,
and guanine (A/T/C/G) are attached via a carboxy-methylene
linker to the secondary amine of the PNA backbone (Fig. 1a).
The non-natural backbone of PNA contributes to its unique
enzymatic stability while maintaining resistance to both pro-
teases/peptidases and nucleases.® Furthermore, PNAs can bind
to the target DNA or RNA with high affinity and specificity via
Watson-Crick-Franklin base pairing even in the presence of low
salt concentrations. Due to these properties, PNAs have been
extensively used to target both single-stranded and duplex DNA
and RNA for gene regulation, and other diverse biomedical
applications like RNA biosensing,*” polymerase chain reaction
(PCR),® and genomic barcoding.” However, classical PNAs are
limited by numerous challenges such as poor aqueous
solubility,® aggregation, non-specific interactions with macro-
molecules, low cellular uptake, and fast in vivo elimination half-
life.° Hence, efforts have been made to overcome these chal-
lenges for PNAs through chemical modifications to the PNA
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chemical modification that leads to brighter FIT-PNAs with improved binding affinities to targeted RNA.

backbone.'® Several appended ring systems on the PNA back-
bone have shown favorable binding and cellular uptake. Exam-
ples include cyclopentane- (cp)'* and THF-modified backbones
(thyclotides),"* as well as cis-cyclohexyl’®> and pyrrolidinyl
backbones.'*® In addition, since PNAs are synthesized by
solid-phase peptide chemistry, a variety of cell-penetrating
peptides have been conjugated to these oligomers for improv-
ing solubility and cellular uptake.'”® Some notable examples
include Tat,'® NLS,***" and poly-i-lysine,”>** as well as bacteria-
targeting peptides.>® For the same reason, further chemical
modifications on the PNA backbone have been made at the o-,
- or y-position, resulting in numerous novel PNAs, some with
higher specificity to duplex DNA'®**7 and duplex RNA."828732
Chemical diversity at the gamma position is further exemplified
by the characteristics of these modifications that include a
negative charge,”* a positive charge,*® and hydrophilic** and
hydrophobic residues.**** Notably, y-MP (mini-PEG) PNA* and
y-i-serine PNA* (Fig. 1b) have been extensively studied in a variety
of applications, such as antisense® " and antigene>*** thera-
peutics as well as biosensing.**>*

FIT-PNAs (forced intercalation-peptide nucleic acids
are a type of PNA-based fluorescent probes in which a dye
molecule (e.g. thiazole orange, a.k.a. the surrogate base) is built
directly into the PNA strand (instead of a nucleobase). When
the probe binds its complementary DNA or RNA target, the dye
intercalates between the bases, leading to a strong increase in
fluorescence. Forced-intercalation (FIT) probes have since been
extended to 2’-O-methyl RNA and DNA backbones.®>”" Incor-
poration of a locked nucleic acid (LNA)—a sugar-modified,
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Fig. 1 Chemical structures of Fmoc-protected PNAs and the BisQ-FIT-PNA monomer: (A) unmodified, amino-ethyl-glycine (aeg)-PNA monomers
(APhoc/CPNoc/T/GPRO%) (B) gamma-maodified, v-(1)-serine PNA monomers (AP°S/CP°¢/T/GP°°), (C) cyclopentane, cpT monomer, and (D) BisQ monomer.

conformationally restricted nucleotide—flanking the FIT surro-
gate base quinoline blue (QB) or bis-quinoline (BisQ) in PNA,
markedly enhances probe brightness.®” More recently, we demon-
strated that placing a cyclopentane-modified monomer—cpT
(Fig. 1c) or cpC—adjacent to the BisQ-monomer (Fig. 1d), in the
FIT-PNA oligomer, particularly at the 3’ position, further increases
-the brightness and quantum yield.”> These optimized probes
were successfully applied for the detection of the highly expressed
long non-coding RNA FLJ22447 in ovarian cancer cells.”®

It has been reported that the y-(1)-serine-modified PNA has
been shown to increase binding affinity to complementary
DNA/RNA, presumably by a preformed alpha-helical fold of
the single-stranded PNA.** As such, we hypothesized that both
the rigidity of the y-PNA monomer and its higher affinity to
complementary RNA, as corroborated by melting temperature
(Tw) analysis,”* would result in brighter FIT-PNA probes as RNA
sensors. This report examines the impact of chemical modifi-
cation at the gamma position in FIT-PNA-based probes, focus-
ing on biophysical properties with complementary RNA,
including thermal melting, fluorescence emission, mismatch
discrimination, and overall cellular uptake in ovarian cancer
cells (OVCA433).

Results and discussion
Design and synthesis of gamma-i-serine FIT-PNA oligomers

In this study, we have designed and synthesized a series of y-.-
serine-modified FIT-PNAs based on an 11-mer model system
(Table 1). Four p-lysine residues were attached at the C-
terminus to afford water solubility and cellular uptake of these

molecules.>””*>”? In our previous studies, the incorporation of a
cyclopentane (cp) moiety adjacent to BisQ (the fluorophore,
a.k.a. the surrogate base) revealed that the position of the
modification/s affects the (enhanced) fluorescence emission
upon binding to complementary RNA, likely due to increased
structural stability and rigidity of the formed duplex.”>”® In
those studies, c¢pT and cpC bases were introduced at either side
of BisQ. In general, the introduction of ¢pT at the 3’ position to
BisQ was effective in increasing quantum yields and brightness
(BR) compared to the unmodified FIT-PNA. The addition of cpC
or cpT at the 5’ position to BisQ had a very modest effect on the
observed photophysical parameters.”” Accordingly, in the pre-
sent study, we employed these y-modifications, which are known
to improve duplex stability and increase water solubility.*?

We therefore introduced the y-modified PNA monomers at
different positions to examine the effect of the number and
position of these modifications (Table 1). FIT-PNA 2 contained
a cpT PNA modification adjacent to BisQ and served as a
control. For direct comparison, this cpT was substituted with
a single y-modification in FIT-PNA 3. The BisQ unit was flanked
by two y-modifications introduced by FIT-PNA 4, whereas FIT-
PNA 5 had five y-modifications (50% y-modified) but had only
one y-modified monomer flanking BisQ. The FIT-PNA 6 oligo-
mer was entirely y-modified (100%, Scheme 1). All six FIT-PNA
oligomers were successfully synthesized using a manual solid-
phase method, purified via RP-HPLC (Fig. S1-510), and char-
acterized by MALDI-TOF MS (Table 1 and Fig. S11-S15). Their
thermal stabilities were subsequently assessed in the presence
of the complementary synthetic 11-mer RNA sequence
(Table S1).

Table 1 Solid-phase synthesis and MALDI-TOF MS characterization of FIT-PNAs (1-6)

S. no. ID FIT-PNA (C-N terminus) Cal. M.W. Obs. M.W.
1 aeg-BisQ 4Ky, ATA CAT BisQ CA AC 3619.8 [M + H]" 3619.9
2 aeg-cpT-BisQ 4Ky, ATA CA cpT BisQ CA AC 3657.7 [M]" 3657.7
3 (y-Ser),-BisQ 4Ky, ATA CAT BisQ CA AC 3649.8 [M + HJ" 3650.0
4 (y-Ser),-BisQ 4Ky, ATA CAT BisQ CA AC 3679.8 [M + H]|" 3680.6
5 (y-Ser)s-BisQ 4Ky, ATA CAT BisQ CA AC 3768.9 [M]" 3766.4
6 (v-Ser)1-BisQ 4Kp ATA CAT BisQ CA AC 3919.0 [M]" 3918.4

4Kp: 4-(p)-lysine, with the underline denoting the gamma-(1)-serine modification and cpT indicating the cyclopentane T-modification in the FIT-

PNA oligomer.
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Scheme 1 Chemical structure of the (y-Ser)io-FIT-PNA oligomer.

Thermal melting stability and brightness of RNA:gamma-FIT-
PNAs

It has been known that, regardless of the overall charge of the
PNAs (unmodified, negative or positive), they form duplexes
with complementary DNA or RNA strands in 10 mM PBS buffer
across a wide range of NaCl concentrations.>® In the current
study, 1x PBS buffer (10 mM phosphate, 138 mM NacCl and
2.7 mM KCl) was chosen as it balances the maintenance of
physiological ionic strength with compatibility for biophysical
measurements and cell culture studies. The thermal stability of
FIT-PNAs (1-6) to complementary RNA was assessed by increas-
ing the temperature from 20 to 90 °C at a rate of 1 °C per
minute, monitoring the absorbance at 260 nm (Fig. S16).
Brightness (BR) was calculated from the duplex extinction
coefficient maximum (e, = 586 nm), which is derived from
the linearly fitted UV-dilution experiments at Am.x = 586 nm
(Fig. S17) multiplied by the corresponding quantum yield value.
The Ty, and BR values of the unmodified FIT-PNA vs. gamma-
FIT PNA:RNA duplexes are summarized in Table 2. The average
thermal melting (Ty,) stability of the FIT-PNA:RNA duplex was
measured by multiple thermal melting experiments, with stan-
dard deviations summarized in Table S2 (SI). In this study, we
have observed that the FIT-PNA 1 (unmodified) duplex with
complementary RNA exhibits a melting temperature (Ty,) of
43.0 °C (Fig. S16a) and a brightness (BR) of 12. In contrast, FIT-
PNA 2 (with cpT) exhibits a Ty, of 45.2 °C (Fig. S16b), which is
stabilized by +2.2 °C. FIT-PNA 3, which has a single y-T PNA
monomer at the same position as cpT, demonstrated thermal
stability comparable to that of the unmodified FIT-PNA 1:RNA
duplex (Fig. S16¢), and its brightness (in the duplex form)
increased by 1.5-fold (BR = 18). FIT-PNA 4 exhibited a thermal
stability of +2.7 °C (Fig. S16d) and increased brightness by
about 2.1-fold (BR = 24.6). This improvement may be attributed
to the symmetrical alignment of the nucleobase pairing in the

duplex due to the y-modification on both sides of the BisQ unit.
This advantage is further demonstrated by the installation of
the y-modification far from BisQ in FIT-PNA 5. In this case,
adding five y-modifications but having only one monomer
flanking BisQ results in a thermal stability of +1.6 °C, which
is nearly identical to that of the unmodified duplex (Fig. S16e),
with an increased brightness by 1.9-fold (BR = 23.3). Under
identical conditions, the thermal stability of the fully v-
modified FIT-PNA 6 duplex (Fig. S16f) exhibits a +8.0 °C
increase in stability and enhanced brightness by 2.3-fold
(BR = 27.6), highlighting the stabilization effect for a fully
modified y-L-serine FIT-PNA. It is interesting to note that, in
comparison to a single c¢pT modification on the cpFIT-PNA,
adding two flanking cpPNA monomers around BisQ led to
either no increase in Ty, or an increase of only 1 °C.”> In the
case of the y-modifications, having two flanking y-PNA mono-
mers (FIT-PNA 4) had a more stabilizing effect (ATy, = +2.7 °C).

Fluorescence emission of FIT-
PNA:RNA duplexes

Our previous report demonstrated that the introduction of a
cyclopentane unit adjacent to the BisQ moiety enhanced
fluorescence emission relative to the unmodified FIT-PNA.”?
The present investigation compares fluorescence emission
between cyclopentane- and y-L-serine-modified derivatives at
identical positions and further investigates the impact of
y-modification at different positions (Table 2, Fig. 2, and
Fig. S18). The fluorescence emission of the unmodified aeg-
FIT PNA 1 demonstrated a 24-fold increase in fluorescence
when hybridized to complementary RNA (I/I, = 24). The addi-
tion of a cyclopentane unit adjacent to BisQ in FIT-PNA 2 led
to a 39-fold increase in fluorescence (I/I, = 39), yielding a ca.

Table 2 Summary of the photophysical and thermal stability of RNA hybridized with FIT-PNAs (1-6) at pH 7.0 (in PBS)

S. no. RNA duplex Jmaxs abs (nm) 536 (MM ' cm™) ¢ BR (mM ' cem ™) I, Tm (°C) ATy, (°C)
1 aeg-BisQ-PNA 586 59.8 0.20 12.0 24 43.0 + 0.6 —

2 aeg-cpT-BisQ-PNA 586 78.4 0.32 25.1 39 45.2 + 1.0 +2.2

3 (y-ser);-BisQ-PNA 586 48.7 0.37 18.0 46 44.0 £ 0.4 +1.0

4 (y-ser) -BisQ-PNA 586 72.3 0.34 24.6 41 45.7 £ 0.9 +2.7

5 (y—ser) -BisQ-PNA 586 63.0 0.37 23.3 40 44.6 + 0.3 +1.6

6 (y-ser) o-BisQ-PNA 586 83.5 0.33 27.6 41 51.0 £ 0.4 +8.0

I/I, = fluorescence ratios for FIT-PNA:RNA/FIT-PNA (n = 3).
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Fig. 2 Fluorescence emission of FIT-PNA:RNA duplexes (1-6). (A) Normalized fluorescence emission for complementary RNA:FIT-PNA duplexes. (B) A

bar plot showing emission a maximum at 602 nm. [FIT-PNA] = 3 uM, [RNA]

1.6-fold increase in intensity compared to the unmodified
duplex. Substituting cyclopentane with a y-modification at the
same position in FIT-PNA 3 resulted in a 46-fold enhancement
(/I = 46) compared to the single strand and a 1.9-fold increase
relative to the unmodified duplex. All other y-modified FIT-PNAs
(FIT-PNAs 4-6) led to similar I/I, values (Table 2 and Fig. 2).

In addition to cpPNA monomers, a well-studied FIT probe is
based on DNA or 2’-OMe RNA sequences with either TO®® or
QB® as the surrogate base, which are modified with LNA to
increase the brightness of these RNA/DNA sensors. In most
cases, introducing an LNA-T modified base flanking QB (BisQ)
results in a 3-fold increase in I/I, and a ca. 2-fold increase in
quantum yields.®® These effects are greater than those in cp-
and gamma-modified FIT-PNAs but are, nonetheless, compar-
able. With TO,*” a similar trend is observed. Introducing a
single LNA-T or LNA-A monomer flanking TO results in a ca. 2-
fold increase in quantum yields. Moreover, a heavily modified
LNA FIT probe (8 LNAs out of the 16 bases/50%) resulted in a
greater increase in quantum yield (ca. 2.7-fold vs. unmodified
FIT probe). This was not observed in our case (50% gamma-
modified PNA, FIT-PNA 5), as we did not observe a change in

= 4.5 uM. 1x PBS buffer, pH = 7. Aex = 580 nm and Ae¢yy = 588 nm (n = 3).

quantum yields compared to the single y-modified gamma FIT-
PNA (FIT-PNA 3). This may be related to the fact that we are
looking at a much shorter sequence (11-mer).

The binding selectivity of FIT-PNAs for RNA was further
elucidated using mismatched RNA. We conducted mismatch
selectivity based on fluorescence readout for single y-modified
FIT-PNA 3, double y-modified FIT-PNA 4, and fully y-modified
FIT-PNA 6, and compared these with cpFIT-PNA 2 (Fig. 3). As
anticipated, this experiment revealed a decrease in fluorescence
emission intensity attributable to mismatch discrimination
between perfectly matched and all types of single-mismatch
FIT-PNA:RNA duplexes (TG, TC, and TU). In summary, v-
modified FIT-PNAs demonstrated mismatch discrimination
comparable to that of cp-modified FIT-PNA 2.

Cellular uptake of FIT-PNAs (1-6) in OVCA433 cells

To gain a better understanding of the impact of gamma
modifications on cellular uptake, we conducted a comparative
cellular uptake study. The measurement of the cellular uptake
of FIT-PNA (1-6) oligomers into OVCA433 cells was conducted
using fluorescence-activated cell sorting (FACS) as illustrated in
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Fig. 3 Mismatch selectivity of y-FIT-PNAs (3, 4, and 6) in comparison to cpFIT-PNA 2. Panels (A)—(D) show the normalized fluorescence emission
spectra of FIT-PNA:RNA duplexes with individual mismatches. Fluorescence measurements were conducted using FIT-PNA:RNA at a 1:1.5 ratio (1 uM
FIT-PNA) in 1x PBS buffer (pH = 7). lex = 580 nm and Jem = 588 nm (n = 3); PM = perfect match.
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Fig. 4 and Fig. S19, S20. These FIT-PNAs target many RNA 3 and FIT-PNA-5; Fig. 4a and b). In addition, we compared FIT-
sequences in the cell milieu (being short 11-mers). As such, we PNAs with the 2-gamma modification affixed to both sides of
assume that fluorescence in cells is primarily a feature of BisQ (FIT-PNAs 4 and 6; Fig. 4c and d). It is assumed that
cellular uptake and, to a lesser extent, RNA targeting/binding. FIT-PNAs with comparable affinities to their complementary
We compared fluorescence in cells for unmodified FIT-PNA 1, RNA would produce comparable fluorescence readouts when
single modified cpFIT-PNA 2, and gamma modified FIT-PNAs subjected to FACS analysis. Therefore, variations in fluores-
that have only one gamma modification flanking BisQ (FIT-PNA cence readouts between FIT-PNAs with comparable T, values
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utilizing FlowJo v10.10 software; error bars represent mean + SEM (***p < 0.001).
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may indicate variations in cellular uptake. Fig. 4a and b present
the outcomes for a series of FIT-PNAs with comparable T,s. We
observed that the uptake levels of FIT-PNA 2 (with a cpPNA)
were comparable to those of FIT-PNA 1 (unmodified), whereas
FIT-PNAs 3 and 5 (with 1 and 5 y-modifications, respectively)
showed a slight decrease in fluorescence (Fig. 4a and b). The
two other gamma FIT-PNAs, FIT-PNA-4 and FIT-PNA-6, exhibit
Tm values of 45.7 °C and 51.0 °C (respectively), while differing
in the number of y-substitutions (2 vs. 10). Our observations
indicate that fully y-modified FIT-PNA 6 exhibits a larger
fluorescence signal than that of doubly y-modified FIT-PNA 4,
as shown by the histogram plot and mean fluorescence inten-
sity in the FACS results (Fig. 4c and d). This may be related to
the enhanced structural rigidity of the FIT-PNA that may
promote more effective interactions with cellular components
and/or cell membranes. It is also interesting to note that the
FACS profile for y-modified FIT-PNAs flanking both sides of
BisQ (FIT-PNA 4 and FIT-PNA 6; Fig. 4d) is narrower than all
other profiles (Fig. 4b). Altogether, it can be speculated that a
fully y-modified FIT-PNA may offer improved RNA sensitivity,
binding affinity, and cellular uptake. However, for the latter,
further studies on longer y-modified FIT-PNAs are needed to
confirm this hypothesis—a direction we are currently pursuing.

Conclusions

In summary, we have systematically examined the effect of y-1-
serine-modified FIT-PNA on the photophysical and hybridiza-
tion properties with synthetic RNA as well as the cell perme-
ability of these FIT-PNAs by FACS analysis (using the ovarian
cancer cell line OVCA433).

Incorporation of y-PNA monomers adjacent to BisQ in the
2-gamma-FIT-PNA resulted in an increase in duplex stability
(AT, ~ +2.8 °C) and a significant increase in brightness (BR =
24.6) and fluorescence turn-on (I/I, = 41) compared to the
unmodified duplex (aeg-FIT-PNA, BR = 12 and /I, = 24.0).
Interestingly, the 5-gamma-BisQ-PNA:RNA duplex exhibits a
thermal stability of 44.2 °C and a BR of 23.3, although its
stability is comparable to that of the unmodified aeg-PNA
duplex (Ty, = 43.9 °C). This similarity in thermal stability may
be attributed to the gamma-modification positioned away from
BisQ in FIT-PNA design. In addition, we observed a trend for all
gamma-modified FIT-PNA, namely, higher thermal stability
coinciding with greater brightness, with the fully y-modified
FIT-PNA (FIT-PNA 6) leading the series with AT}, = +7.5 °C and
BR = 27.6 (Table 2).

The mismatch selectivity of FIT-PNA:RNA to a single nucleo-
base mismatch adjacent to BisQ was evaluated using 1, 2, and
10-gamma-BisQ-PNA:RNA duplexes by testing all possible mis-
matches (TG, TC, and TU). These were compared to our previously
reported mono-substituted cp-FIT-PNA:RNA duplex.”” It was
observed that all gamma-FIT-PNAs demonstrate comparable dis-
crimination to that of the cpFIT-PNA 2:RNA duplex (Fig. 3).

According to FACS results (Fig. 4), following cellular uptake
of y-modified FIT-PNAs in OVCA433 cells, we observed similar
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fluorescence intensities for all probes. Thus, a clearer understand-
ing of the alignment of the gamma modification and the arrange-
ment of BisQ in the helix of modified gamma-FIT-PNA:RNA
duplexes may be achieved through future studies using single-
crystal structures or by exploring longer FIT-PNA sequences.

These results indicate that the y-modification serves as a
structural motif for designing next-generation RNA-sensing
probes with improved brightness and thermal stability. By
using a peptide conjugation strategy combined with targeted
v-FIT-PNAs to specific RNA biomarkers, we may enhance the
diagnostic potential of such RNA sensors.

Experimental procedure
Solid-phase synthesis of FIT-PNA oligomers

FIT-PNA oligomers (1-6) were synthesized using manual Fmoc
solid-phase synthesis on a Nova-Syn TGA resin (0.25 mmol gm %),
in accordance with the standard synthesis protocol and a resin
cleavage method.”® This was followed by purification using RP-
HPLC and characterization via MALDI-TOF MS (for further
details, see the experimental section).

Ty, analysis

The melting temperatures (7y,) of the FIT-PNA/RNA duplexes
were determined using the sigmoidal UV melting curves
obtained using an Evolution One Plus UV-Vis spectrophot-
ometer (Thermo Fisher Scientific, Waltham, USA). FIT-PNAs
and their complementary RNAs were prepared in 1x PBS buffer
(pH 7.0) at a 1:1 ratio, achieving a final duplex concentration of
2.0 uM. Before analysis, the samples were heated from 20 °C to
90 °C at a rate of 5 °C min~ " and subsequently cooled to the
initial temperature at a rate of 2 °C min~'. The absorbance
change was observed at 260 nm while increasing the tempera-
ture to 90 °C at a rate of 1 °C min~?, and the T,, data were
analyzed using Origin 2024 software.

Fluorescence quantum yield determination

We used a reported procedure to calculate the fluorescence
quantum yield of FIT-PNA:RNA duplexes.”® The reference dye
used for the BisQ-FIT-PNA:RNA (1:1.5) duplex was cresyl violet,
which was chosen based on the absorbance range of the FIT-PNA
duplex. To verify that the spectral shape was consistent, serial
dilutions of FIT-PNA:RNA duplexes were prepared to ensure
optical density (OD) values below 0.1 at the absorbance max-
imum (Fig. S17). The reference dye solutions and the FIT-PNA
duplexes were both kept at ODs below 0.1 at their respective
highest wavelengths (4max = 586 nm for FIT-PNA duplexes and
592 nm for cresyl violet) to determine the cut-point/excitation
wavelength. Cresyl violet solutions and FIT-PNA duplexes were
excited at 580 nm and fluorescence emission spectra were
recorded between 588 to 750 nm. Using the equation reported
in the literature,”® the relative fluorescence quantum yields of
the FIT-PNA:RNA duplexes were determined from the integrated
emission intensities, absorbance at excitation wavelength, and
solvents’ refractive indexes with respect to the known dye.

© 2026 The Author(s). Published by the Royal Society of Chemistry
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Fluorescence measurements

Fluorescence spectra of FIT-PNAs with and without synthetic
RNA were recorded using a Jasco FP-6500 spectrofluorometer
(Jasco Inc., Co., Ltd, Tokyo, Japan) with a bandwidth of 2.5 nm
and a response time of 0.2 s. For FIT-PNAs, excitation was
determined at 580 nm, and the emission spectra were recorded
from 588 to 750 nm. Solutions of FIT-PNAs and synthetic RNA
in a 1:1.5 ratio were prepared in 1x PBS. The hybridization of
FIT-PNAs with synthetic RNA was conducted by annealing at
65 °C for 5 minutes, followed by incubation at 37 °C for
2-3 hours. The used RNA sequence was 5-UAUGUAUGUUG-3’.
RNAs showing mismatches were as follows: TU mm: 5'-
UAUGUUUGUUG-3’; TC mm: 5-UAUGUCUGUUG-3'; and TG
mm: 5'-UAUGUGUGUUG-3'.

Cell lines and culture conditions

The ovarian cancer cell line OVCA433 was purchased from the
American Type Culture Collection (ATCC) and maintained
according to the guidelines provided by the repository.
OVCA433 cells were maintained in EMEM (ThermoFisher
Scientific, Waltham, USA) augmented with 10% fetal bovine
serum (FBS) (Sigma-Aldrich, St. Louis, MO, USA). The cell
culture was maintained at 37 °C with 5% CO,.

Flow cytometry analysis

FACS investigation of FIT-PNA intake was conducted by cultur-
ing OVCA433 (150 x 10°) to around 80% confluency in 6-well
plates. Following two washes with 1x PBS, the cells were
treated with 5 uM of FIT-PNA oligomer for 5 h at 37 °C.
Following extensive washing, the cells were collected with
0.25% Trypsin-EDTA, centrifuged at 1500 rpm, and resus-
pended in 300 pL of 1x PBS, which was subsequently filtered
and analyzed using a Fortessa FACS analyzer (Core Research
Facilities, The Hebrew University of Jerusalem, Jerusalem,
Israel). The cells were gated based on the mCherry positivity
observed in those treated with FIT-PNAs relative to their
untreated controls. A minimum of 10000 events, defined by
gating on forward and side scatter plots, were obtained for each
sample. The findings were analyzed using FlowJo v10.10 soft-
ware, and the histogram was shown on a logarithmic scale.

Statistical analysis for FACS analysis

FACS data from experiments are presented as mean + SD. Two
independent experiments were performed per assay, each with
three technical replicates. Statistical significance was deter-
mined using a one-way ANOVA test with P < 0.001 considered
extremely significant (***), P < 0.01 highly significant (**), and
P < 0.05 statistically significant (*).
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