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Regulating ferredoxin electron transfer using
nanobody and antigen interactionst

Albert Truong® and Jonathan J. Silberg (2 *°<¢

Fission and fusion can be used to generate new regulatory functions in proteins. This approach has been
used to create ferredoxins (Fd) whose cellular electron transfer is dependent upon small molecule
binding. To investigate whether Fd fragments can be used to monitor macromolecular binding
reactions, we investigated the effects of fusing fragments of Mastigocladus laminosus Fd to single
domain antibodies, also known as nanobodies, and their protein antigens. When Fd fragments arising
from fission were fused to green fluorescent protein (GFP) and three different anti-GFP nanobodies, split
proteins were identified that supported Fd-mediated electron transfer from Fd-NADP reductase (FNR) to
sulfite reductase (SIR) in Escherichia coli. However, the order of nanobody and antigen fusion to the Fd
fragments affected cellular electron transfer. Insertion of these anti-GFP nanobodies within Fd had
differing effects on electron transfer. One domain-insertion variant was unable to support cellular
electron transfer unless it was coexpressed with GFP, while others supported electron transfer in the
absence of GFP. These findings show how Fds can be engineered so that their electron transfer is
regulated by macromolecules, and they reveal the importance of exploring different nanobody

rsc.li/rsc-chembio

Introduction

Iron-sulfur (Fe-S) cluster containing ferredoxins (Fds) are
abundant across the tree of life, with individual species fre-
quently containing multiple paralogs." Fds have evolved to
support electron transfer (ET) between biochemical pathways
important for energy transduction, such as hydrogen and
alcohol production, carbon and nitrogen fixation, and sulfur
assimilation.>* These low potential iron-sulfur proteins are
thought to function as central energy-conserving ET hubs,
distributing electrons to various metabolic pathways through
protein-protein interactions with over a hundred classes of
partner proteins.>® Biophysical studies have revealed that
these oxidoreductases evolved sequences that fold into a variety
of structures and coordinate either 2Fe-2S, 3Fe—4S, or 4Fe-4S
clusters,®> and electrochemical studies have shown that
Fds present a range of midpoint potentials.”™*" In addition,
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homologs and fusion strategies when engineering biomolecular switches.

biochemical studies have found that Fds present a range of
efficiencies when coupling with different partner proteins.'>
While Fds play a central role in controlling energy flow across
the electron fluxome, we cannot yet easily control the propor-
tion of electrons relayed by Fds among different pathways
in cells.

The large array of Fd partners and ability to transfer low
potential electrons has led to their use in a variety of synthetic
biology applications, including metabolic engineering,"®™"
light-driven biosynthesis,>>* optogenetics,*® fluorescent repor-
ting,”” and bioelectronic reporting.>® Fds have also been tar-
geted for protein engineering to test theories about their
evolution.”® In vitro studies have shown that small iron-sulfur
cluster-containing peptides can be synthesized and used to
support multiple oxidation-reduction cycles.**** In addition,
iron-sulfur binding sites have been incorporated into synthetic
coiled-coil structures,*” and these proteins have been shown to
acquire iron-sulfur clusters in cells. Further, Fds have been
designed to mimic ancestral Fds arising from a peptide-duplication
event.>> When expressed in bacteria, these computationally-
designed Fds can provide the reductive power needed for
nutrient assimilation.*® Chimeric Fds have also been created
to understand how structure controls midpoint potential and
thermostability.>** Finally, Fds have been modified to create
protein switches that regulate cellular ET for fast sensing appli-
cations. These efforts have identified numerous Fd designs that
present ligand-dependent ET in cells.>**” To date, these protein
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design efforts have only generated Fd switches that respond to
small molecule analytes.

One strategy used to engineer proteins whose activities are
controlled by macromolecular binding is to generate single
domain antibodies, referred to as nanobodies (Nbs),*® and to
fuse those Nbs to other proteins. Through this process, protein
activities have been regulated, such as luminescence***° and
transcription.*>*? Central to the success of these design efforts
is understanding how to fuse Nbs in a way that makes the
activity of the modified protein conditional upon antigen
binding. To better understand how such regulation can be
accomplished with a protein electron carrier, we investigated
how three different anti-GFP Nbs can be fused to Fd fragments
to regulate cellular ET. We identify Nb and GFP fusions
strategies that support Fd-fragment complementation. We also
discover a Nb-inserted Fd whose ET can be switched on by GFP
expression in Escherichia coli.

Experimental section
Materials

Chemicals for growth medium were from VWR, Millipore-
Sigma, Fisher, Apex Biosciences, Research Products Inter-
national, or BD Biosciences. Chloramphenicol, streptomycin
sulfate, kanamycin, and isopropyl pB-p-1-thiogalactopyranoside
(IPTG) were from Research Products International. Anhydrote-
tracycline (aTc) and 3-oxododecanoyl-i-homoserine lactone
(AHL) were from Sigma-Aldrich. Enzymes and molecular biology
kits were from Zymo Research, Qiagen, and New England Biolabs.

Plasmid construction

All plasmids are listed in Table S1 (ESIt). Plasmids encoding
Mastigocladus laminosus Fd (pFd007), a C42A Fd mutant
(pFd007-C42A), a split Fd fused to FKBP/FRB (pRAP007.35),
and Zea mays FNR and SIR (pSACO01) were previously
described.’” A plasmid for AHL-inducible expression of GFP
(pSHO001) was generated, which uses LasR to regulate GFP
expression.*® Plasmids for expressing Fds split after residue
35 were made by replacing the FKBP and FRB coding sequences
in pRAP007.35 with GFP and the anti-GFP Nbs LaG-2, (pAT020
and pATO021), LaG-16 (pAT022 and pAT023), and LaG-41
(pAT024 and pAT025).*® The genes encoding the Nbs were
synthesized commercially by Integrated DNA Technologies,
while the gene encoding GFP was PCR amplified from
PSHO01. Plasmids for expressing Fds split after residue 55
(pAT026 to pAT0031) were made by amplifying the DNA inserted
into the Fd gene from pAT020 to pAT025 and cloning these
amplicons after the codon encoding Fd residue 55 in pFd007.
Vectors for expressing split Fds with different linker lengths
(pAT032 to pAT039) were created by linearizing pAT020 and
PATO021 through PCR amplification using primers that altered
the linker sequences and circularizing the amplicons using
Golden Gate cloning.** Vectors for expressing Fds having Nb
domains inserted (pAT040, pAT041, and pAT042) were made
by PCR amplifying pAT020, pAT022, and pAT024 in a way that

© 2025 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Chemical Biology

deletes the GFP and regulatory sequences and circularizing the
amplicons. A vector for inducible GFP expression (pAT019) was
made that is compatible with pAT040, pAT041, and pAT042 by
cloning a pSC101 origin in place of ColE1 origin. All plasmids
were sequence verified using Sanger sequencing (Azenta Life
Sciences).

Growth medium and strains

E. coli XL1-Blue (Agilent, Inc.) was used for all cloning, while
E. coli EW11 was used assay Fd electron transfer.*> For mole-
cular cloning, cells were grown in lysogeny broth (LB). For the
complementation studies, M9 complete (M9c) and M9 selective
(M9sa) media were made as described.*® E. coli EW11 can grow
in the absence of Fd in M9c, but it cannot grow in M9sa in the
absence of a Fd that mediates ET from Fd-NADP reductase
(FNR) and sulfite reductase (SIR).*®

Growth complementation

To measure growth complementation of E. coli EW11, cells
were transformed using electroporation with plasmids expres-
sing different Fds and pSACO01, a plasmid that constitutively
expresses Zea mays FNR and SIR.>” With plasmids expressing
split Fds, protein fragments were expressed using aTc- and
IPTG-inducible promoters. Cells were grown on LB-agar plates
containing 34 pg mL ™" chloramphenicol and 100 pg mL ™’
streptomycin. Individual colonies were then picked into M9c
(1 mL) containing antibiotics (34 pg mL™"' chloramphenicol
and 100 pg mL™" streptomycin) and the indicated inducer
concentrations. After growing cultures overnight at 37 °C while
shaking at 250 rpm, cultures were diluted 1:500 into M9sa
medium (1 mL) containing antibiotics and inducers. These
cultures were then grown at 37 °C under similar shaking
conditions for 96 hours. Every 24 hours, an aliquot (100 pL)
was removed to read optical density (absorbance at 600 nm)
and green fluorescence (excitation: 488 nm, emission: 507 nm)
using shallow 96-well plates with a TECAN Spark. Data is shown
at the earliest time points where the positive controls presented
robust complementation, which varied across experiments.

GFP-regulated electron transfer

To identify optimal GFP induction conditions, E. coli EW11
transformed with pAT019 was grown in M9c (500 pL) contain-
ing kanamycin (50 ug mL ™) and 3-oxo-C12-homoserine lactone
(0, 0.1, 1, 10, 100, and 1000 nM). After 20 hours at 37 °C, with
shaking at 600 rpm, OD and green fluorescence was measured.
To assess the effect of GFP expression on the activity of Fds
with nanobody insertions, E. coli EW11 was transformed with
three plasmids, including a plasmid that expresses Fds with
Nb insertions (pAT040, pAT041, or pAT042), a plasmid that
expresses GFP (pAT019), and a plasmid that expresses FNR and
SIR (pSACO1). Cells were grown on LB-agar medium containing
34 pg mL™' chloramphenicol, 100 pug mL™* streptomycin,
and 50 pg mL~' kanamycin. Individual colonies were used
to inoculate M9c cultures (0.5 mL) containing antibiotics
(17 pg mL~" chloramphenicol, 50 pg mL~" streptomycin, and
25 pg mL~ ' kanamycin) and varying concentrations of aTc
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(0, 25, 50, and 100 ng mL™") and AHL (0, 1, 10, 100 nM).
Cultures were grown for 4.5 hours at 37 °C while shaking at
600 rpm. These cultures were diluted 1:167 into M9sa medium
(0.5 mL) containing the same antibiotics and inducers. Cul-
tures were grown at 37 °C for 48 hours, with similar shaking,
and every 24 hours, absorbance and fluorescence were
measured.

Statistics

In all experiments, three or more biological replicates were
measured. Growth complementation data is plotted as the
mean and standard deviation. To assess significance of growth
complementation, a two-tailed Welch’s t-test was used.

Results & discussion
Fd-Fragment complementation

In a prior study, fragments of M. laminosus Fd were identified
that are unable to support ET from Z. mays FNR to SIR unless
the Fd fragments are fused to proteins that assist with fragment
complementation.?” In those studies, a Fd split after residue 35
(sFd-35) was unable to support cellular ET unless it was fused to
peptides that associate into a coiled coil structure, SYNZIP-17

A Ptet
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and SYNZIP-18,"” and proteins whose association is stabilized
by rapamycin, FKBP12 and the FKBP-rapamycin binding
domain of mTOR.*® To test if Nb and antigen interactions
can assist with Fd-fragment complementation, we created con-
structs for expressing sFd-35 fragments as fusions to GFP and
Nbs that bind to different GFP epitopes, including LaG-2,
LaG-16 and LaG-41.>® The three Nbs were fused to the
C-terminus of a Fd fragment containing residues 1 to 35,
designated Fd-f1, and GFP was fused to the N-terminus of a
Fd fragment containing residues 36 to 99, designated Fd-f2
(Fig. 1A). A flexible peptide linker having the sequence
(GGGGS),AAA was used to fuse Fd-f1 to GFP and Nbs to Fd-
f2. In all constructs, Fd-f1 expression was regulated using an
aTc-inducible promoter, while Fd-f2 expression was regulated
by an IPTG-inducible promoter.

To assay whether Nb-antigen interactions can support sFd-35
fragment complementation, each split protein was expressed in
E. coli EW11.*> We found that M. laminosus Fd complements
growth on selective medium containing sulfate as the only
sulfur source after 48 hours, while a mutant Fd (C424A) that
cannot coordinate a 2Fe-2S cluster does not complement growth
(Fig. 1C). In addition, sFd-35 complemented E. coli EW11 growth
in selective medium when the N-terminal fragment was fused to
Nbs LaG-2 and LaG-16, and the C-terminal fragment was fused to GFP.
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Fig. 1 Nb-antigen interactions can assist with Fd-fragment complementation. Protein fragments Fd-fl and Fd-f2 were created by subjecting the

M. laminosus Fd to fission after residue 35. The genes encoding these fragments were then fused to the genes encoding anti-GFP Nbs and GFP in two
orientations. (A) With the first orientation, Fd-fl was expressed as a fusion to the different Nbs, while Fd-f2 was expressed a fusion to GFP. (B) With the
second orientation, Fd-fl was expressed as a fusion to GFP, while Fd-f2 was expressed a fusion to different Nbs. All constructs used Pt and P to
regulate the expression of Fd-fl and Fd-f2, respectively. (C) Fd-f1-Nbs and GFP-Fd-f2 and (D) Fd-f1-GFP and Nbs-Fd-f2 were expressed in E. coli EW11
and growth complementation was measured after 48 hours at 37 °C in selective medium containing (top) or lacking (bottom) the inducers aTc
(100 ng mL™Y and IPTG (100 nM). As controls, M. laminosus Fd and a C42A Fd mutant were expressed using Py and assayed for growth
complementation in the presence and absence of 100 ng mL™! aTc. Data represent the mean and standard deviation of three biological replicates. In
panel C, Fd-f1-LaG-2 complements growth significantly more than C42A (p < 0.02; two-tailed Welch's t-test). In panel D, Fd-f2-LaG-41 complements
growth significantly more than C42A (p < 0.002).
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In contrast, the Nb LaG41 and GFP could not support
sFd-35 ET when fused in a similar way. When cells were incubated
for longer durations (Fig. Sla, ESIT), the optical density of cells
expressing the LaG-2 and LaG-16 designs increased, while there was
no change in the cells expressing the LaG-41 design. In all cases,
growth complementation was only observed in the presence of the
inducers aTc and IPTG. When growth was assayed on non-selective
growth medium, strains expressing all designs grew to similar
extents in the presence and absence of the inducers (Fig. S2, ESIt).
These findings show that Nbs vary in their ability to support sFd-35
fragment complementation when the anti-GFP Nb is fused to Fd-f1
and the GFP antigen is fused to Fd-f2.

To investigate if the fusion orientation affects sFd-35 frag-
ment complementation, an alternative split protein design was
studied. In the second design, GFP was fused to the C-terminus
of Fd-f1, while the Nbs were fused to the N-terminus of
Fd-f2 (Fig. 1B). After 48 hours, growth complementation was
observed with sFd-35 fragments when fused to LaG-41 and GFP
(Fig. 1D). This complementation required the addition of the
inducers aTc and IPTG. In contrast, growth complementation
was not observed after 48 hours when sFd-35 fragments were
fused LaG-2 and LaG-16 in either the presence or absence of
inducers. After 96 hours, an increase in growth complementa-
tion by the LaG-16 design was observed in the presence of
inducers (Fig. S1b, ESIf). In non-selective medium, no growth

% linker
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defects were observed (Fig. S3, ESIT). Thus, the LaG-41 design
presents the strongest protein-fragment complementation
when the Nbs are fused to Fd-f2 and the antigen is fused to
Fd-f1. This can be contrasted with sFd-35 designs having the
Nbs fused to Fd-f1, where LaG-2 and LaG16 exhibited the
strongest complementation.

Varying the fission site and linkers

To determine if the trends observed arise because of the Fd
fragments used for protein design, we targeted a second Fd
backbone location for fission. For this design, we subjected
M. laminosus Fd to backbone fission after residue 55 to create
sFd-55. This site was chosen because a prior combinatorial
design study found that this split Fd presents strong growth
complementation when fused to the termini of a ligand-
binding domain.*® As with sFd-35, two types of designs were
created. First, constructs were created for expressing Nbs as
fusions to the C-terminus of Fd-f1 (residues 1 to 55), and GFP
was fused to the N-terminus of Fd-f2 (residues 56 to 99) (Fig. 2A).
With these split proteins, E. coli EW11 growth was only comple-
mented after 24 hours in selective medium when Fd-f1 was fused
to Nbs LaG-2 and LaG-16, and Fd-f2 was fused to GFP (Fig. 2C).
Growth complementation was not observed when sFd-55 frag-
ments were fused to LaG-41 and GFP. As with sFd-35, sFd-55
was fused to each Nb and GFP in a second orientation (Fig. 2B).
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Fig. 2 Nb-antigen interactions can be used with a second split Fd to support cellular ET. (A) and (B) Fd-fl and Fd-f2 created by subjecting M. laminosus
Fd to fission after residue 55 were fused to anti-GFP Nbs and GFP in two orientations. All constructs used Pt and P4 to regulate the expression of Fd-f1
and Fd-f2, respectively. (C) Fd-f1-Nb and GFP-Fd-f2 and (D) Fd-f1-GFP and Nb—Fd-f2 were expressed in E. coli EW1l and complementation was
measured after 24 hours at 37 °C in selective medium containing (top) or lacking (bottom) the inducers aTc (100 ng mL™%) and IPTG (100 nM). As controls,
M. laminosus Fd and a C42A Fd mutant were expressed using Py and assayed for growth complementation in the presence or absence of 100 ng mL™*
aTc. Data represent the mean and standard deviation of three biological replicates. In panel C, Fd-f1-LaG-2 (p < 0.0002) and Fd-f1-LaG-16 (p < 0.01)
complement growth significantly more than C42A (two-tailed Welch's t-test). In panel D, Fd-f2-LaG-41 complements growth significantly more that
C42A (p < 0.0001).
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With these designs, growth complementation was strongest after
24 hours when the sFd-55 fragments were fused to LaG-41
(Fig. 2D). In contrast, growth complementation was not observed
in selective medium with the constructs containing LaG2 and LaG-16.
With all sFd-55 designs, growth complementation was dependent
upon the presence of inducers. Also, all cells grew to a similar density
in non-selective medium (Fig. S4 and S5, ESIt). These growth
complementation trends are identical to those observed with
sFd-35, illustrating how the fusion strategy determines which anti-
GFP Nbs can support Fd-fragment complementation.

In our initial sFd designs, identical linkers were used to fuse
Fd-f1 and Fd-f2 to the Nbs and GFP, respectively. This linker
had the sequence (GGGGS),AAA. Because prior studies have
found that linker design can affect the stability and folding of
proteins,*”® we investigated whether changes in linker length
alter growth complementation by the sFd-35 fragments having
LaG-2 and GFP fused in both orientations. For these constructs,
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we tested linkers that had been shortened by five residues, having
the sequence (GGGGS);AAA, and linkers that had been extended
by five residues, with the sequence (GGGGS);AAA. With the
designs having the Nbs fused to the C-terminus of Fd-f1 and
GFP fused to the N-terminus of Fd-f2, every design complemen-
ted the growth of E. coli EW11 after 24 hours (Fig. 3A). In contrast,
the designs having Nbs and GFP fused in the second orientation
were unable to complement cell growth on selective medium
after similar incubations (Fig. 3B). Longer incubation times
increased the optical density of the cultures that displayed growth
complementation but did not affect the trends. These results
show that Fd-fragment complementation does not vary when
using linkers that vary in length from eight to eighteen residues.

Nanobody-domain insertion

Domain insertion has been used to create Fd switches whose
cellular ET is regulated by endocrine disruptors.>®*” These
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Fig. 3 Nb-antigen interactions support Fd-fragment complementation across a range of linker lengths. Growth complementation of E. coli EW11 by
split Fd designs having (A) Fd-f1 fused to LaG-2 and GFP fused to Fd-f2 and (B) Fd-f1 fused to GFP and LaG-2 fused to Fd-f2. For each split protein, the
linkers used for Fd-f1 (left) and Fd-f2 (right) are shown. With all constructs, growth complementation was assayed in selective medium containing
100 ng mL~* aTc and 100 nM IPTG. Growth complementation was assayed after incubation at 37 °C for 24 hours. As controls, M. laminosus Fd and Fd
C42A were expressed using P and assayed for growth complementation in the presence and absence of 100 ng mL™* aTc. Data represent the mean
and standard deviation of three biological replicates. In panel A, designs having all three linkers complemented growth significantly more than C42A
(p < 0.002; two-tailed Welch's t-test). In panel B, the average values for each variant were slightly lower than the C42A mutant.
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Fig. 4 GFP can be used to regulate the ET mediated by a Nb-inserted Fd. (A) The Nbs LaG-2, LaG-16, and LaG-41 were inserted into M. laminosus Fd
after residue 35 to create three different Fd—Nb domain insertion variants. The expression of each Fd—Nb variant was regulated using Py, While GFP
expression was regulated using P,s. Growth complementation was assessed for E. coli EW11 containing expression vectors for (B) Fd-LaG-2, (C) Fd-LaG-
16, and (D) Fd-LaG-41. Cells were incubated at 37 °C for 48 hours in selective medium containing varying concentrations of aTc (0, 25, 50, and
100 ng mL™Y) and AHL (0, 1, 10, and 100 nM). Data represent the mean of three biological replicates. With Fd-LaG-2 and Fd-LaG-16, in the absence of
AHL, a significant increase in growth complementation was induced by aTc (two-tailed Welch's t-test, p < 0.05) compared with the no aTc condition;
aTc did not significantly alter Fd-LaG-41 complementation (o = 0.41) in the absence of AHL. When Fd-LaG-41 expression was induced with 50 ng mL™* aTc, 100 pM

100

AHL led to a significant increase in growth complementation compared cells grown in the absence of AHL (two-tailed Welch's t-test, p < 0.05).

ligand-inducible switches were created by inserting the estro-
gen receptor ligand-binding domain after residue 35 in
M. laminosus Fd, which undergoes a large conformational change
upon binding estrogen antagonists.>® To explore whether Nb
insertion at the same site can be used to create Fds whose ET is
regulated by a macromolecule, we created constructs for expres-
sing this Fd with LaG-2, LaG-16, and LaG-41 inserted after residue
35 and examined the ability of these proteins to support ET in the
absence and presence of GFP. For these experiments, GFP was
expressed using an AHL-inducible promoter (Fig. S6, ESI{), while
Fds were expressed using an aTc-inducible promoter (Fig. 4A).
Fd complementation of E. coli EW11 growth was first
examined in the presence of different GFP-induction condi-
tions. When cells were grown for 48 hours in the presence of a
range of aTc concentrations (Fig. S7, ESIT), Fd complemented
E. coli EW11 growth in selective growth medium to similar
extents. Co-induction of GFP expression using AHL had no
effect on Fd growth complementation. When similar experiments
were performed using Fd variants having LaG-2 and LaG-16
inserted after residue 35, designated Fd-LaG-2 and Fd-LaG-16,
growth complementation was observed when protein expression
was induced with aTc alone (Fig. 4B and C). In contrast, the Fd
variant having LaG-41 inserted, Fd-LaG-41, did not complement
E. coli EW11 growth at any aTc concentration in the absence of
AHL (Fig. 4D). When experiments were performed in the presence
of both aTc and AHL, Fd-LaG-41 complemented cell growth when
100 nM AHL was added to the growth medium. With Fd-LaG-2 and
Fd-LaG-16, addition of 1 and 10 nM AHL decreased growth
complementation, while 100 nM AHL increased growth comple-
mentation. Growth in non-selective medium was similar across all

© 2025 The Author(s). Published by the Royal Society of Chemistry

samples (Fig. S8, ESIT). These results show that insertion of the Nb
LaG-41 abolishes Fd ET following insertion, while the other Nbs
have more modest effects on Fd-mediated growth complementa-
tion. Also, these findings show that Fd-LaG-41 ET can be induced
in cells by expressing the GFP antigen for the anti-GFP Nb.

Conclusions

This study shows for the first time that a low potential Fd can
be engineered to present cellular ET that is dependent upon
expression of another protein. Given that Nbs can be created
that bind to a wide range of molecules,’ this finding suggests
that the domain insertion location targeted in M. laminosus Fd
can be used for fusion to other Nbs to diversify the molecular
recognition that is used to regulate Fd ET. In the future, it will
be interesting to explore whether the stability of the Nbs
and the Fds targeted for protein design affect the switching
activities observed with Fd-Nb fusion proteins. Protein thermo-
stability has been found to affect protein tolerance to topo-
logical mutations like fission and permutation,®>® suggesting
both Nb and Fd thermostability could affect the function of the
Fd-Nb switches and their activities upon binding antigens.
Additionally, it will be interesting to investigate the mechanism
that underlies the conditional function of Fd-Nb switches.
These engineered proteins may present activity that is depen-
dent upon GFP because antigen binding increases Fd-Nb
stability and the cellular concentration of the protein electron
carrier. Alternatively, antigen binding could allosterically regu-
late the Fd-Nb without affecting the cellular concentration.
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Finally, the approach described for regulating cellular ET
herein could be used to diversify components for creating living
electronics.’® To create components for fast electron sensing
applications, the protein design approaches described herein
could be applied to other classes of protein electron carriers,
such as flavodoxins and cytochromes.?*%*”
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