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EXCLUSIVE

EXC: The Infamous Wuhan Lab Recently Assembled Monkeypox
Strains Using Methods Flagged For Creating ‘Contagious
Pathogens’.

ARE WE HERE BECAUSE OF CHINA'S EXPERIMENTS AGAIN?
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Beszsarch Article

Efficient assembly of a large

fragment of monkeypox virus
genome as a QPCR template
using dual-selection based
transformation-associated
recombination
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“Since [Monkey pox viruses] infection has
never been associated with an outbreak in
China, the viral genomic material required

for gPCR detection is unavailable.
In this report, we employed dual-selective




“[Monkey pox viruses have strains
that are] more pathogenic and [have]
been reported to infect humans in
various parts of the world...

[transformation-associated
recombination] TAR to assemble a 55-kb
| Monkey pox viruses| genomic fragment

that encompasses E9L and C3L,




As an efficient tool for assembling large
DNA fragments up to 592 kb in length,
|[transformation-associated recombination]

assembly has become essential for preparing
infectious clones of large DNA/RNA viruses.”
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“applied in virological research
could also raise potential security = assembled product contains a fu

concerns, especially when the set of genetic material that can be
recovered into a contagious pathogen.”
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Since mid-2016, the low pathogenic H7N9 influenza virus has evolved into a highly pathogenic (HP) phenotype in
China, raising many concerns about public health and poultry industry. The insertion of a “KRTA” motif at
hemagglutinin deavage site (HACS) occurred in the early stage of HP H7N9 variants. During the co-drculation,
the HACS of HP-H7N9 variants were moare polymorphic in birds and humans. Although HP-H7N9 variants, unlike
the H5 subtype virus, exhibited the insertions of basic and non-basic amino acids, the underlying function of those
msertions and substitutions remains unclear. The results of bicinformatics analysis indicated that the
PEVPKRKRTAR/G motif of HACS had become the dominant motif in China. Then, we genemted six H7NO viruses
bearing the PEIPKGR/G, PEVPKGR/G, PEVPKRKRTAR/G, PEVPKGERTAR/G, PEVPKGKRIAR/G, and
PEVPKRKRR/G motifs. Interestingly, after the deletion of threonine and alanine (TA) at HACS, the H7N9 viruses
manifested decreased thermostability and virulence in mice, and the PEVPKRKRTAR/G-motif virus is prevalent in
birds and humans probably due to its increased transmissibility and moderate virulence. By contrast, the insertion
of non-basic amino acid isoleucine and alanine (IA) decreased the transmissibility in chickens and virulence in
mice. Remarkably, the I335V substitution of H7N9 virus enhanced infectivity and transmission in chickens,
suggesting that the combination of mutations and insertions of amino adds at the HACS promoted replication and
pathogenicity in chickens and mice. The ongoing evolution of H7N9 increasingly threatens public health and
poultry industry, so, its comprehensive surveillance and prevention of H7N9 viruses should be pursued.
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Research Article

Combined insertion of basic and non-basic amino acids at hemagglutinin
cleavage site of highly pathogenic H7N9 virus promotes replication and
pathogenicity in chickens and mice
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ARTICLEINFO ABSTRACT

Keywords: Since mid-2016, the low pathogenic H7N9 influenza virus hasevolved into a highly pathogenic (HP) phenotype in
HND ‘ China, raising many concerns about public health and poultry industry. The insertion of a “"KRTA" motif at
l.hghly pathogenic hemagglutinin deavage site (HACS) occurred in the early stage of HP H7NO variants. During the co-drculation,
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The 1335V substitution of H7N9 virus enhanced
infectivity and transmission in chickens, suggesting

that the combination of mutations and insertions
of amino acids at the HACS promoted replication
and pathogenicity in chickens and mice.”
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“highly transmissible in ferrets,
posing the threats of pandemic

potential in humans.”
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“Surprisingly, the monobasic mutants
showed clear symptoms of infection,
including shaggy hair and abdominal

breathing, after the second day of infection,

followed by 15% of weight loss compared
to the initial weight and death, with a
mortality rate of 35%. In addition, each
H7N9 viruses can replicate efficiency
in lungs of the infected mice...

significantly increased viral titers in the lungs
of mice compared to that of the [the control]
group, indicating that the insertion of KRTA
increased the pathogenicity of mice.”
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“Notably, we observed that the insertion
of non-basic amino acids TA and IA in
H7N9 viruses caused death in mice
despite having the same viral titer,

which suggested that HPAIV H7N9S
inserted with a non-basic amino acid
posed a potential threat to humans.”
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