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Abstract: Recently, we have described novel pyridyl indole esters and peptidomimetics as potent
inhibitors of the severe acute respiratory syndrome coronavirus type 2 (SARS-CoV-2) main protease.
Here, we analysed the impact of these compounds on viral replication. It has been shown that some
antivirals against SARS-CoV-2 act in a cell line-specific way. Thus, the compounds were tested in Vero,
Huh-7, and Calu-3 cells. We showed that the protease inhibitors at 30 pM suppress viral replication
by up to 5 orders of magnitude in Huh-7 cells, while in Calu-3 cells, suppression by 2 orders of
magnitude was achieved. Three pyridin-3-yl indole-carboxylates inhibited viral replication in all
cell lines, indicating that they might repress viral replication in human tissue as well. Thus, we
investigated three compounds in human precision-cut lung slices and observed donor-dependent
antiviral activity in this patient-near system. Our results provide evidence that even direct-acting

antivirals may act in a cell line-specific manner.

Keywords: SARS-CoV-2; protease inhibitors; cell line specificity pyridyl indole carboxylates;
azapeptide nitriles; peptidomimetics

1. Introduction

Since the end of 2019, SARS-CoV-2, the virus that causes the coronavirus disease of
2019 (COVID-19), has become a pandemic threat, with more than 1.7 million deaths after
one year and more than 6.7 million deaths by January 2023 [1]. Despite the fast development
of vaccines, which can prevent severe outcomes even in high-risk patients, the number
of lethal infections still increases. While all countries implemented vaccination programs,
only some reached levels for the first vaccination above 90%. Seven countries including
Yemen, Haiti, and Cameroon, could still not vaccinate more than 10% of their population.
Seventy-four countries have failed to vaccinate 50% of their population, leaving the need to
develop effective antiviral therapies [1].

In the past, the development of antivirals has led to drugs that prolonged the lifespan
of infected patients, e.g., in the case of human immunodeficiency virus-1 (HIV-1) by
decades, or even cured infected patients entirely within weeks, as in hepatitis C virus
(HCV) infections. Direct-acting antivirals inhibit viral entry or essential viral enzymes such
as proteases, polymerases, integrases, terminases, and helicases (reviewed in [2,3]). In both
HCV and HIV-1, mono- or dual-therapies resulted in the generation of resistant viral strains.
For HIV-1, the selection of resistant viruses was due to incomplete suppression of viral
replication [4]. This indicates that viruses replicating with high viral loads require antiviral
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combination therapies, suppressing viral loads by 6 or more orders of magnitude [4].
Unfortunately, SARS-CoV-2 belongs to the group of viruses where more than 10® genome
copies can be found in samples from infected patients.

Recently, we and others have reported the development of compounds inhibiting the
SARS-CoV-2 main protease (MP™) with ICsy values in the low nanomolar to micromolar
range [5,6]. These protease inhibitors (Figure 1) bear an electrophilic warhead, susceptible to
the nucleophilic attack of the active-site cysteine residue of the main protease, which leads to
covalent enzyme-inhibitor complexes. Compounds 1-10 are pyridyl esters whose mode of
action involves the acylation of the active site cysteine residue, whereupon a pyri-din-3-olate
acts as a leaving group. The resulting acyl-enzyme undergoes slow hydrolysis, which may
lead to a pseudo-irreversible inhibition of the protease [5,7,8]. Crystallographic evidence
for such a covalent mechanism has been obtained for structurally related MP™ inhibitors [9].
Compounds 11-20 were designed based on the peptidic structure of substrates of the
SARS-CoV-2 main protease [10] and equipped with a nitrile warhead as part of an aza-
amino acid. The strong and irreversible inhibition of human [11], schistosomal [12], and
viral cysteine proteases [5] by azapeptide nitriles is based on the formation of covalent
isothiosemicarbazide adducts.
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Figure 1. Chemical structures of the investigated protease inhibitors.

Here, we analyse whether our protease inhibitors block SARS-CoV-2 replication in
cell culture. Since recent experiments have indicated that the sensitivity of SARS-CoV-2
to antiviral compounds depends on the employed cell line [13], we sought to analyse the
compounds’ efficiencies on the three most common cell lines, namely Vero cells, Huh-7
cells, and Calu-3 cells infected with human SARS-CoV-2, and compare the results with
precision-cut lung slices (PCLS), a patient-near assay system for SARS-CoV-2 testing.

2. Results and Discussion

Because antiviral compound screens against SARS-CoV-2 are sensitive to the cell lines
used for the assays, we initially decided to determine the influence of our protease inhibitor
library against SARS-CoV-2 in Vero and Huh-7 cells first. In a second step, all positive
compounds were re-analysed in Calu-3 cells. The inhibition of SARS-CoV-2 was assessed
by incubating Vero cells with the protease inhibitors at decreasing concentrations.

Before analysing the effects of the protease inhibitors on the SARS-CoV-2 replication,
the potential cell toxicity of the compounds was investigated. Vero and Huh-7 cells were
incubated with the compounds, and the cell growth rate was compared to untreated
cells. In addition, we performed viability assays using 3-(4,5-dimethylthiazol-2-yl1)-2,5-
diphenyl-tetrazolium bromide (MTT) on these cell lines and Calu-3 cells, as described
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previously [14-17]. Concentrations reducing cell growth or catabolism by 15% or more
were excluded from further analyses (Table 1). The highest sensitivity was observed with
Calu-3 and Huh-7 cells, where six more compounds could not be used at concentrations
of 10 uM or more, indicating that Vero cells tolerate higher concentrations (Table 1). The
pyridin-3-yl indole-carboxylates 1 and 2 were toxic to Calu-3 cells but not to the other two
cell lines.

Table 1. Inhibition of SARS-CoV-2 dependent on the infected cell line.

c . c q Antiviral Activity #P ECs ©
ompoun ass ompoun Vero p— Calus3 [uM]
Disulfiram 1.5+0.7 20+04 0.2+£0.1
1 0.6 +0.2 0.84+0.2 n.a.
Pyridin-3-yl 2 1.6+04 28+13 tox
1H-indole-2-carboxylates 3 02+02 20+02 11+04
and analogs 44 01+01 05+03 na.
5d 0.1+0.1 0.0 0.0
6 3.2+0.6 42400 1.0+ 0.7 5.8
1. . 7 2.8+1.0 53+0.1 1.2+03 9.9
Pyridin-3-yl-1H-indole-4-, 5-,
ory7—carbo>2;1ates and analogs 8 0.6+03 24401 2006
9 3.8+0.3 3.6 05 1.7+ 0.7
10 ¢ 0.0 0.3 n.a.
11 33+14 3.2+0.8 0.0
12 46+02 tox 24+10
13 n.a. tox tox
14 n.a. tox tox
Azapeptide 15 0.0 05 +£0.1 0.0
nitriles 16 41+07 1.0£0.1 n.a. 2.4
17 0.0 0.0 0.0
18 0.0 1.6 + 0.6 0.1
19 0.0 0.0 0.3
20 0.0 0.8 0.1

2 Reduction in logarithmic scale compared to the control. Depicted is the mean from at least three independent
experiments performed in triplicate assays. Tox: substance showed toxicity; n.a.: not analysed. ® Compounds
were tested at a concentration of 30 uM. ¢ The ECs, was determined on Vero cells. 4 Benzo[b]thiophene and
benzofuran derivatives, respectively. € 2,3,4,9-Tetrahydro-1H-carbazole derivative.

Next, the inhibition of viral replication by the protease inhibitors was analysed. The cells
were incubated with the compounds and subsequently infected with SARS-CoV-2 at a mul-
tiplicity of infection (MOI) of 1 and incubated for three days, as described before [14,15,17].
Viral stocks contain non-infectious viruses that remain in the supernatant and influence
the quantification of the viral genome. Thus, the medium was replaced 24 h after infection
by a medium containing the respective test compounds to remove these defective viruses,
which would influence the determination of viral genome copies. The cell culture super-
natants were collected 72 h after infection, the viral RNAs were isolated, and genome copy
numbers were determined by quantitative reverse transcriptase polymerase chain reaction
(RT-qPCR). As expected, the observed suppression of viral replication did not correlate
with the ICs( values determined in the in vitro enzyme assays (Table 1 and data in [5] since
uptake and export limit intracellular drug concentrations.

The protease inhibitors 4 and 5, which contain a fused thiophene or furan ring
(Figure 1), failed to suppress SARS-CoV-2 replication in all three cell lines (Table 1). The
analogous indole derivative 1 was only moderately active. In contrast, the chloro-substituted
inhibitors 2 and 3 showed better antiviral activity, indicating the advantageous electron-
withdrawing effect of the substituents, which increases the electrophilicity at the ester
carbonyl carbon (Figure 1 and Table 1). Disulfiram, used as a control, was effective in
Vero and Huh-7 cells, similar to the recently published data with 293T-ACE2 and Vero E3
cells [18].
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Of note, among the pyridin-3-yl indole-carboxylates, we identified three protease
inhibitors to be active as antiviral compounds in the three different cell lines. They inhibited
viral replication in Vero, Huh-7, and Calu-3 cells at a concentration of 30 uM by up to
5.3 orders of magnitude (Table 1). The common feature of the compounds 6, 7, and 9 is
the presence of an unsubstituted indole core with the halopyridinyl carboxylate moiety at
the 4- or 7-positon of the indole. The structurally related halopyridinyl indole esters 3 and
8, connected in the 2- or 5-position of the indole ring system, prevented viral replication
in Huh-7 and Calu-3 cells but could not reduce genome copies by more than one order of
magnitude in Vero cells. These results underline the importance of characterising antiviral
compounds in more than one cell line. The tricyclic tetrahydro-1H-carbazole ester 10 did
not reduce viral loads in any of the applied cell lines.

The cell line dependency of viral inhibition is surprising but might be explained by
different bioavailability in the different cell lines. Since certain indole esters were found to
inhibit SARS-CoV-2 in several cell lines, those inhibitors might serve as new lead structures
for further development, including animal experiments.

Next, the protease inhibitors with a peptide-like structure were analysed. Again, the
first step was to determine the cytotoxicity of the candidates in the different cell lines. The
peptidomimetic compounds 13 and 14 exhibited a cytotoxic effect on two cell lines tested
and were excluded from further analyses. The compound 12 inhibited the viral replication
in Vero and Calu-3 cells but was cytotoxic on Huh-7 cells. The azapeptide nitriles 11, 16,
and 18 suppressed viral replication in Huh-7 cells. Inhibitors 15, 17, 19, and 20 did not
reduce viral replication in all three cell lines.

Since the dipeptide derivative 16 reduced viral titers in Vero cells by more than four
orders of magnitude, it was selected for further investigation, together with the potent
indole esters 6 and 7, which suppressed viral titers by more than 2 log units in Vero and
Huh-7 cells. We evaluated these three inhibitors at different concentrations and determined
ECs5g values of 5.8 uM for 6, 9.95 uM for 7, and 2.4 uM for 16 in Vero cells (Table 1). The
value for 6 was consistent with a published ECsy value for this compound of 2.8 uM,
previously determined in VeroE6 cells [19].

Next, we sought to confirm the results of selected active protease inhibitors, 7, 8,
and 16, in human precision-cut lung slices (PCLS) since they represent a patient-near
infection system. PCLS from two individual donors were incubated with the compounds
and subsequently infected with SARS-CoV-2 (MOI 10) for 72 h. The viral infectivity was
quantified by infecting Vero cells with the cell culture supernatants for 72 h. The viral
replication was determined by RT-qPCR (Figure 2). In donor 1, compounds 7 (a pyridyl
ester) and 16 (a peptidomimetic) suppressed viral replication by approximately 4.5 orders of
magnitude. However, the inhibition by the compounds was donor-dependent, and one of
the inhibitors, compound 16, which could be tested in a second patient sample, was much
less active in the case of donor 2. Pyridyl ester 8, which could only be tested in patient 2,
was somewhat more active than 16. These results prove that the analysed inhibitors could
suppress viral replication in patients, but the effect may be patient-dependent. The selection
of inhibitors active in more than one cell line led to active compounds in human tissue.

In summary, we have shown that the characterisation of antiviral drugs directed
against SARS-CoV-2 relies on the cell culture system. In Calu-3 cells, viral replication
was less susceptible to inhibition by several compounds compared to the effects in Vero
and Huh-7 cells. This could be the reason for a better predictive value of the Calu-3 cells
regarding active drugs in vivo. If Calu-3 cells exhibit a lower drug uptake, which resembles
the in vivo tissue, the selection of compounds in these cells more likely leads to active
compounds in patients. However, this hypothesis needs to be evaluated in the future.



Int. . Mol. Sci. 2023, 24, 3972 5o0f7

A. Compound Virus PCLS Vero cells
.L . . . @ —_ —~RTQPCR
B. C.
Donor 1 Donor 2
100,000,000,000 100,000,000
10,000,000,000 10,000,000
7 g
2 a
o ) z
8 1,000,000,000 S 1,000,000
& €
@]
(o] [
< )
& 100,000,000 82 100,000
° B
© o
o =
© 10,000,000 £ 10,000
= >
1,000,000 1000
100,000 100
7 16 - 8 16 .

Figure 2. The protease inhibitors block SARS-CoV-2 replication in human PCLS of two different
donors. (A) Scheme of the experimental setup. (B,C) Human PCLS were incubated with 30 uM
of selected protease inhibitors and infected with SARS-CoV-2. All infections were performed in
triplicates. Viral infectivity was determined by infecting Vero cells in duplicates with the supernatants.
Viral loads were determined by RT-qPCR.

3. Materials and Methods
3.1. Viral Infection and RNA Quantification

The virus isolate has been described before [14,20]. The cells were seeded in 48-well
plates (Vero, 15,000/well; Huh-7, 30,000/ well; Calu-3, 100,000/ well). The next day the cells
were incubated with the compounds and, after 10 to 15 min, infected with SARS-CoV-2. Af-
ter 24 h, the medium was exchanged to remove inactive viruses since they would influence
the genome copy determination. All infection experiments were performed in triplicate
assays and repeated at least twice in independent experiments. After 72 h, 200 uL of the
medium was collected, and viral genomes were purified with the High Pure Viral Nucleic
Acid kit (Roche, Mannheim, Germany). SARS-CoV-2 RNA genomes were quantified with
the dual-target SARS-CoV-2 RARP RTqPCR assay kit, containing universal SARS-CoV-2
primers and with viral RNA multiplex master kit (Roche, Mannheim, Germany) with the
LightCycler 480 II (Roche, Mannheim, Germany). The provided standard was used for
genome copy-number quantification using the LightCycler 480 II Software Version 1.5
(Roche, Mannheim, Germany). The PCR reactions were performed in triplicates. Quantifi-
cations were performed with the respective cycler software. EC5 values were calculated
using GraphPad Prism Version 6 (GraphPad Software; Boston, MA, USA).

3.2. Cytotoxicity and Cellular Proliferation Assays

The proliferation of cells was determined by direct automatic cell counting. Cells were
seeded on optical plates (Vero, 3500/ well; Huh-7, 5000/ well) (CellCarier-96, Perkin-Elmer,
Waltham, MA, USA) and counted before the experiments. The compounds were added at
decreasing concentrations from 60 uM, and the cells were incubated for 72 h, similar to the
infection time. The cell numbers per well were determined using the PerkinElmer Ensight
reader. The numbers were compared to those of the solvent controls. All experiments were
performed in six independent assays in parallel, and the standard deviation was calculated.
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Cytotoxicity of the compounds in Calu-3 cells was determined by MMT assays
(Promega, Mannheim, Germany) since Calu-3 cells cannot be reliably counted with the
PerkinElmer Ensight reader. Calu-3 cells (20,000/well) were seeded in 96-well plates. The
next day, the compounds were added, and the cells were incubated for 72 h. Then, 10 pL of
the MTT substrate was added, and the absorbance was measured after 1 h of incubation at
37 °C.

3.3. Human Precision-Cut Lung Slices

Infection of human precision-cut lung slices (PCLS) and determination of viral infec-
tions were performed as described before [14]. After the transport, human PCLS were
incubated for 1 h at 37 °C in DMEM/F12 medium (Life Technologies, Darmstadt, Germany)
supplemented with 1% Penicillin/Streptomycin (Lonza, Verviers, Belgium) and separated
on a 48-well dish. The compounds were added, and the PCLS were infected with SARS-
CoV-2 with a high MOI of approximately 10 for 3 days. Viral infectivity was determined
by infecting Vero cells with 100 pL of the cell culture supernatants in duplicates. Viral
genomes were determined after 72 h of infection by RTqPCR.

Author Contributions: Conceptualization, K.S., M.G., C.E.M. and ].B. (Jochen Bodem); methodology,
K.S., M.G., CEM. and ].B. (Jochen Bodem); investigation, N.G., V.D., VR,, E-M K., H.O., ].B. (Julian
Breidenbach) and T.P.; writing—original draft preparation, M.G., C.E.M. and ].B. (Jochen Bodem);
writing—review and editing, all authors; supervision, K.S., M.G., C.E.M. and ].B. (Jochen Bodem);
project administration, K.S., M.G., C.E.M. and ].B. (Jochen Bodem); funding acquisition, K.S., M.G.,
C.E.M. and ].B. (Jochen Bodem). All authors have read and agreed to the published version of
the manuscript.

Funding: M.G. and C.E.M. were supported by the Volkswagen Foundation (9A894). This publication
was supported by the Open Access Publication Fund of the University of Wiirzburg.

Institutional Review Board Statement: Human lung lobes were acquired from patients undergoing
lobe resection for cancer at Hannover Medical School. The use of the tissue for research was approved
by the ethics committee of the Hannover Medical School and complies with the Code of Ethics of the
World Medical Association (number 2701-2015).

Informed Consent Statement: All patients gave written informed consent to use explanted lung
tissue for research and publish the results. No sample tissues were procured from prisoners. Written
informed consent for publication must be obtained from participants who can be identified (including
by the patients).

Data Availability Statement: Not applicable.
Acknowledgments: We would like to thank the members of the Bodem lab. for their support.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Dong, E.; Du, H.; Gardner, L. An interactive web-based dashboard to track COVID-19 in real time. Lancet Infect. Dis. 2020, 20,
533-534. [CrossRef] [PubMed]

2. Kemnic, T.R.; Gulick, P.G. HIV Antiretroviral Therapy. In StatPearls; StatPearls Publishing, Treasure Island: Tampa, FL, USA, 2022.

3. Manns, M.P,; Maasoumy, B. Breakthroughs in hepatitis C research: From discovery to cure. Nat. Rev. Gastroenterol. Hepatol. 2022,
19, 533-550. [CrossRef] [PubMed]

4. Shen, L.; Peterson, S.; Sedaghat, A.R.; McMahon, M.A.; Callender, M.; Zhang, H.; Zhou, Y; Pitt, E.; Anderson, K.S.; Acosta, E.P;
et al. Dose-response curve slope sets class-specific limits on inhibitory potential of anti-HIV drugs. Nat. Med. 2008, 14, 762-766.
[CrossRef] [PubMed]

5. Breidenbach, J.; Lemke, C.; Pillaiyar, T.; Schikel, L.; Al Hamwi, G.; Diett, M.; Gedschold, R.; Geiger, N.; Lopez, V.; Mirza, S.;
et al. Targeting the main protease of SARS-CoV-2: From the establishment of high throughput screening to the design of tailored
inhibitors. Angew. Chem. Int. Ed. Engl. 2021, 60, 10423-10429. [CrossRef] [PubMed]

6.  Citarella, A.; Scala, A.; Piperno, A.; Micale, N. SARS-CoV-2 M(pro): A potential target for peptidomimetics and small-molecule

inhibitors. Biomolecules 2021, 11, 607. [CrossRef] [PubMed]


http://doi.org/10.1016/S1473-3099(20)30120-1
http://www.ncbi.nlm.nih.gov/pubmed/32087114
http://doi.org/10.1038/s41575-022-00608-8
http://www.ncbi.nlm.nih.gov/pubmed/35595834
http://doi.org/10.1038/nm1777
http://www.ncbi.nlm.nih.gov/pubmed/18552857
http://doi.org/10.1002/anie.202016961
http://www.ncbi.nlm.nih.gov/pubmed/33655614
http://doi.org/10.3390/biom11040607
http://www.ncbi.nlm.nih.gov/pubmed/33921886

Int. . Mol. Sci. 2023, 24, 3972 70of7

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Zhang, ].; Pettersson, H.I.; Huitema, C.; Niu, C.; Yin, J.; James, M.N.; Eltis, L.D.; Vederas, J.C. Design, synthesis, and evaluation of
inhibitors for severe acute respiratory syndrome 3C-like protease based on phthalhydrazide ketones or heteroaromatic esters.
J. Med. Chem 2007, 50, 1850-1864. [CrossRef]

Ghosh, A K;; Gong, G.; Grum-Tokars, V.; Mulhearn, D.C.; Baker, S.C.; Coughlin, M.; Prabhakar, B.S.; Sleeman, K.; Johnson,
M.E.; Mesecar, A.D. Design, synthesis and antiviral efficacy of a series of potent chloropyridyl ester-derived SARS-CoV 3CLpro
inhibitors. Bioorg. Med. Chem. Lett. 2008, 18, 5684-5688. [CrossRef] [PubMed]

Pillaiyar, T.; Flury, P; Kriiger, N.; Su, H.; Schiékel, L.; Barbosa Da Silva, E.; Eppler, O.; Kronenberger, T.; Nie, T.; Luedtke, S.; et al.
Small-molecule thioesters as SARS-CoV-2 main protease inhibitors: Enzyme inhibition, structure-activity relationships, antiviral
activity, and X-ray structure determination. . Med. Chem. 2022, 65, 9376-9395. [CrossRef] [PubMed]

Rut, W.; Groborz, K.; Zhang, L.; Sun, X.; Zmudzinski, M.; Pawlik, B.; Wang, X.; Jochmans, D.; Neyts, J.; Mlynarski, W.; et al.
SARS-CoV-2 M(pro) inhibitors and activity-based probes for patient-sample imaging. Nat. Chem. Biol. 2021, 17, 222-228.
[CrossRef] [PubMed]

Frizler, M.; Lohr, E; Liilsdorff, M.; Giitschow, M. Facing the gem-dialkyl effect in enzyme inhibitor design: Preparation of
homocycloleucine-based azadipeptide nitriles. Chemistry 2011, 17, 11419-11423. [CrossRef]

Jilkova, A.; Horn, M.; Fanfrlik, J.; Kiippers, J.; Pachl, P.; Rezacova, P.; Lepsik, M.; Fajtova, P.; Rubesova, P.; Chanova, M.; et al.
Azanitrile inhibitors of the SmCB1 protease target are lethal to schistosoma mansoni: Structural and mechanistic insights into
chemotype reactivity. ACS Infect. Dis. 2021, 7, 189-201. [CrossRef]

Hoffmann, M.; Mosbauer, K.; Hofmann-Winkler, H.; Kaul, A.; Kleine-Weber, H.; Kriiger, N.; Gassen, N.C.; Miiller, M.A.; Drosten,
C.; Pohlmann, S. Chloroquine does not inhibit infection of human lung cells with SARS-CoV-2. Nature 2020, 585, 588-590.
[CrossRef]

Zimniak, M.; Kirschner, L.; Hilpert, H.; Geiger, N.; Danov, O.; Oberwinkler, H.; Steinke, M.; Sewald, K.; Seibel, J.; Bodem, J. The
serotonin reuptake inhibitor fluoxetine inhibits SARS-CoV-2 in human lung tissue. Sci. Rep. 2021, 11, 5890. [CrossRef] [PubMed]
Friedrich, M.; Pfeifer, G.; Binder, S.; Aigner, A.; Vollmer Barbosa, P; Makert, G.R.; Fertey, J.; Ulbert, S.; Bodem, ]J.; Konig, E.M.; et al.
Selection and validation of siRNAs preventing uptake and replication of SARS-CoV-2. Front. Bioeng. Biotechnol. 2022, 10, 801870.
[CrossRef] [PubMed]

Geiger, N.; Kersting, L.; Schlegel, J.; Stelz, L.; Fahr, S.; Diesendorf, V.; Roll, V.; Sostmann, M.; Kénig, E.M.; Reinhard, S.; et al. The
acid ceramidase is a SARS-CoV-2 host factor. Cells 2022, 11, 2532. [CrossRef] [PubMed]

Geiger, N.; Konig, E.M.; Oberwinkler, H.; Roll, V.; Diesendorf, V.; Fahr, S.; Obernolte, H.; Sewald, K.; Wronski, S.; Steinke, M.;
et al. Acetylsalicylic acid and salicylic acid inhibit SARS-CoV-2 replication in precision-cut lung slices. Vaccines 2022, 10, 1619.
[CrossRef] [PubMed]

Chen, H.F,; Hsueh, PR;; Liu, Y.Y,; Chen, Y,; Chang, S.Y.; Wang, W.J.; Wu, C.S,; Tsai, Y.M,; Liu, Y.S.; Su, W.C,; et al. Disulfiram
blocked cell entry of SARS-CoV-2 via inhibiting the interaction of spike protein and ACE2. Am. ]. Cancer Res. 2022, 12, 3333-3346.
[PubMed]

Hattori, S.I.; Higshi-Kuwata, N.; Raghavaiah, J.; Das, D.; Bulut, H.; Davis, D.A.; Takamatsu, Y.; Matsuda, K.; Takamune, N.;
Kishimoto, N.; et al. GRL-0920, an indole chloropyridinyl ester, completely blocks SARS-CoV-2 infection. mBio 2020, 11, €01833-20.
[CrossRef] [PubMed]

Schmidt, N.; Lareau, C.A.; Keshishian, H.; Ganskih, S.; Schneider, C.; Hennig, T.; Melanson, R.; Werner, S.; Wei, Y.; Zimmer, M.;
et al. The SARS-CoV-2 RNA-protein interactome in infected human cells. Nat. Microbiol. 2021, 6, 339-353. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1021/jm061425k
http://doi.org/10.1016/j.bmcl.2008.08.082
http://www.ncbi.nlm.nih.gov/pubmed/18796354
http://doi.org/10.1021/acs.jmedchem.2c00636
http://www.ncbi.nlm.nih.gov/pubmed/35709506
http://doi.org/10.1038/s41589-020-00689-z
http://www.ncbi.nlm.nih.gov/pubmed/33093684
http://doi.org/10.1002/chem.201101350
http://doi.org/10.1021/acsinfecdis.0c00644
http://doi.org/10.1038/s41586-020-2575-3
http://doi.org/10.1038/s41598-021-85049-0
http://www.ncbi.nlm.nih.gov/pubmed/33723270
http://doi.org/10.3389/fbioe.2022.801870
http://www.ncbi.nlm.nih.gov/pubmed/35309990
http://doi.org/10.3390/cells11162532
http://www.ncbi.nlm.nih.gov/pubmed/36010608
http://doi.org/10.3390/vaccines10101619
http://www.ncbi.nlm.nih.gov/pubmed/36298484
http://www.ncbi.nlm.nih.gov/pubmed/35968340
http://doi.org/10.1128/mBio.01833-20
http://www.ncbi.nlm.nih.gov/pubmed/32820005
http://doi.org/10.1038/s41564-020-00846-z
http://www.ncbi.nlm.nih.gov/pubmed/33349665

	Introduction 
	Results and Discussion 
	Materials and Methods 
	Viral Infection and RNA Quantification 
	Cytotoxicity and Cellular Proliferation Assays 
	Human Precision-Cut Lung Slices 

	References

