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KEY PO INT S

� Dose- and time-
dependent effects of
siFga allow tailored
fibrinogen knockdown.

� Administration of LNP-
encapsulated siFga is a
promising strategy to
modulate multiple
fibrin(ogen)-dependent
pathologies.

Fibrinogen plays a pathologic role in multiple diseases. It contributes to thrombosis and
modifies inflammatory and immune responses, supported by studies in mice expressing
fibrinogen variants with altered function or with a germline fibrinogen deficiency. However,
therapeutic strategies to safely and effectively tailor plasma fibrinogen concentration are
lacking. Here, we developed a strategy to tune fibrinogen expression by administering lipid
nanoparticle (LNP)-encapsulated small interfering RNA (siRNA) targeting the fibrinogen a

chain (siFga). Three distinct LNP-siFga reagents reduced both hepatic Fga messenger RNA
and fibrinogen levels in platelets and plasma, with plasma levels decreased to 42%, 16%,
and 4% of normal within 1 week of administration. Using the most potent siFga, circulating
fibrinogen was controllably decreased to 32%, 14%, and 5% of baseline with 0.5, 1.0, and
2.0 mg/kg doses, respectively. Whole blood from mice treated with siFga formed clots with
significantly decreased clot strength ex vivo, but siFga treatment did not compromise

hemostasis following saphenous vein puncture or tail transection. In an endotoxemia model, siFga suppressed the acute
phase response and decreased plasma fibrinogen, D-dimer, and proinflammatory cytokine levels. In a sterile peritonitis
model, siFga restored normal macrophage migration in plasminogen-deficient mice. Finally, treatment of mice with siFga
decreased the metastatic potential of tumor cells in a manner comparable to that observed in fibrinogen-deficient mice.
The results indicate that siFga causes robust and controllable depletion of fibrinogen and provides the proof-of-concept
that this strategy can modulate the pleiotropic effects of fibrinogen in relevant disease models.

Introduction
Fibrinogen is synthesized by the liver and circulates in plasma
at a concentration of 2 to 4 g/L, with a half-life of 3 to 5 days in
plasma.1 Fibrinogen contributes to multiple pathologies by
modifying inflammatory and malignant processes.1-4 Depending
on the context, the immunomodulatory effects of fibrin(ogen)
may be beneficial or detrimental. Extravascular fibrin(ogen)
deposits at sites of tissue damage recruit leukocytes to limit
pathogen dissemination and promote pathogen clearance and
contribute to tissue repair.4-6 In contrast, fibrin(ogen) contrib-
utes to the metastasis of tumor cells by inhibiting the activity of
natural killer cells.7,8 The hepatic expression of fibrinogen is
significantly upregulated during acute phase response to

inflammatory challenges, such as in COVID-19,9,10 cancer,11,12

sepsis,13,14 and obesity.15,16 Although fibrinogen is essential for
hemostasis, elevated fibrinogen (hyperfibrinogenemia) is an
independent risk factor for thrombosis, through increased blood
viscosity and resistance to fibrinolysis.2,10,17

Controllably decreasing circulating fibrinogen without com-
promising hemostasis has both experimental and therapeutic
applications. However, strategies to safely decrease the concen-
tration of fibrinogen in plasma for long durations do not exist.
Fibrinogen-depleting proteases isolated from snake venom have
been used for reperfusion therapy on rare occasions, but their
efficacy has not been clearly demonstrated.18,19 This treatment
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also results in increased levels of circulating fibrinogen degrada-
tion products, which also contribute to inflammation.4,18,20

Single-stranded antisense oligonucleotides (ASOs) decrease cir-
culating fibrinogen in mice.21 However, as a therapeutic plat-
form, ASOs face broad challenges to clinical use, including liver
and kidney toxicity, and thrombocytopenia.22 These effects likely
occur as a result of frequent administration of large doses of
ASO to achieve sufficient messenger RNA (mRNA) knockdown.
Long-term knockdown of mRNA and proteins using small inter-
fering RNA (siRNA) typically requires lower doses of nucleic acid
than ASOs, particularly when delivered using lipid nanoparticles
(LNPs) to knock down mRNA in hepatocytes.23 Here, we tested
the hypothesis that LNP delivery of siRNA targeting the fibrino-
gen a chain (Fga) mRNA could achieve controlled and sustained
fibrinogen knock down in blood and modulate fibrin(ogen)-
dependent disease processes.

Materials and methods
Preparing LNP-siRNA targeting mouse Fga
Three 29O-methylated siRNA sequences targeting different
regions of murine Fga mRNA (siFga) were designed in silico in
consultation with Integrated DNA Therapeutics (IDT), using
Smith-Waterman analysis to identify sequences that do not
cross-react with other genes in the host transcriptome.24 An
siRNA sequence targeting luciferase (siLuc) was used as negative
control. Each siRNA sequence, synthesized by IDT, was pack-
aged into LNPs with the same lipid composition as the first
Food and Drug Administration–approved siRNA therapeutic,
Onpattro, consisting of an ionizable cationic lipid (DLin-MC3-
DMA), a phosphatidylcholine, cholesterol, and a polyethylene
glycol lipid.25 siRNA-LNPs were produced and analyzed as previ-
ously described,26 then diluted to the desired concentration and
administered to mice at the indicated dose. When siRNA-LNPs
were used within a week of formulation, they were stored at
4�C, and dilutions were made with phosphate-buffered saline
(PBS). If longer storage was needed, dilutions were made with a
buffer containing 10 mM L-histidine and 10% sucrose (pH 7.4)
and stored at 280�C until ready to use.

Preparing LNP-siRNA targeting human FGA
Five siRNA sequences targeting different regions of human FGA
mRNA (hsiFga) were designed in silico in consultation with IDT
as described above. Empty LNPs were formulated by combining
lipids (a cationic lipid, a phosphatidylcholine, cholesterol, and a
polyethylene glycol lipid) and 25 mM sodium acetate (pH 4.0)
via microfluidic mixing, then dialyzing against 25 mM sodium
acetate (pH 4.0). The cholesterol content of the empty LNPs
was measured by using a Cholesterol E Assay Kit (Wako Chemi-
cals, Mountain View, CA) to calculate the total lipid concentra-
tion. Empty LNPs and hsiFga were mixed at the desired
concentrations and hsiFga:lipid ratios. The resulting LNP-siRNA
was diluted to 3 mg/mL in Dulbecco9s Modified Eagle Medium
(plus 10% heat inactivated fetal bovine serum) before transfect-
ing the cells as described below.

Mice
Procedures performed at each institution were approved by the
local Animal Care Committee, including The University of British
Columbia (UBC), Michigan State University (MSU), University of
North Carolina (UNC) at Chapel Hill, University of Cincinnati

(Cincinnati Children's Hospital Medical Center), and National
Institutes of Health (National Institute of Dental and Craniofacial
Research). Wild-type (WT) C57BL/6J mice (The Jackson Labora-
tory) aged 8 to 14 weeks were used unless otherwise indicated.

Determination of plasma and platelet fibrinogen
levels after siRNA treatment
Male and female WT mice were treated with siFga or siLuc
(1 mg siRNA per kg body weight) via tail vein injection at UBC.
Blood samples were collected 1 and 3 weeks later via intracar-
diac puncture into a syringe containing sodium citrate (0.32%
final), and platelets and plasma fractions were isolated. Whole
blood was centrifuged at 1500g for 10 minutes twice to obtain
platelet-poor plasma. To isolate platelets, 300 mL Tyrode's
buffer (pH 6.5) was added to whole blood and then centrifuged
at 600g for 3 minutes to obtain platelet-rich plasma (PRP). Pros-
taglandin E1 (10 mg/mL; Sigma) was added to PRP and all sub-
sequent spin steps to minimize platelet activation. PRP was
centrifuged again at 400g for 2 minutes to remove remaining
red blood cells. PRP was subsequently centrifuged at 800g for
10 minutes to isolate the pelleted platelets. Plasma fibrinogen
was measured using a Mouse Total Fibrinogen ELISA kit (Innova-
tive Research) or using a matched-pair antibody set for murine
fibrinogen antigen (MFG-EIA; Enzyme Research Laboratories).
To quantify platelet fibrinogen levels, western blotting was
performed as previously described.26 In brief, samples were sep-
arated by sodium dodecyl–sulfate polyacrylamide gel electro-
phoresis and transferred to a nitrocellulose membrane (GE
Healthcare). The membrane was incubated with rabbit anti-
human fibrinogen antibody (1:10000; A0080; Agilent Dako) or
platelet factor 4 (PF4; 1:1000; SAPF4-AP; Affinity Biologicals).
After incubating with horseradish peroxidase–conjugated goat
anti-rabbit secondary antibody (1:20000; ab7090; Abcam), spe-
cific bands were detected using enhanced chemiluminescence
substrate (Bio-Rad) using a Sapphire Biomolecular Imager (Azure
Biosystems). Quantification of fibrinogen bands was performed
using ImageJ software and expressed as relative intensity to the
PF4 loading control.

Determining hepatic fibrinogen knockdown after
siRNA treatment
Liver tissue was excised at endpoint and further processed as
previously described.26 Detection and quantification of fibrino-
gen gene expression by SYBR Green real-time polymerase chain
reaction was performed using primers (IDT) against murine Fga
(F: TGTGGAGAGACATCAGAGTCAATG, R: CGTCAATCAA
CCCTTTCATCC) and Ppia (F: GCGTCTCCTTCGAGCTGTT, R:
TGTAAAGTCACCACCCTGGC) mRNA. Fibrinogen gene expres-
sion was quantified using the DDCt method, relative to the
expression of the housekeeping gene (Ppia).

Determining human FGA mRNA knockdown in
human hepatoma (HUH7) cells transfected
with hsiFga
HUH7 cells were seeded at 1 3 105 cells per well 1 day prior to
transfection. Cells were then transfected with the 5 different
LNP-hsiFga at a dose of 3 mg/mL of siRNA, or empty LNPs as a
negative control. The following day, cells were lysed, and the
RNA was extracted using the PureLink RNA Mini Kit (Thermo
Fisher) following the manufacturer’s protocol. Fibrinogen gene
expression was then detected and quantified using SYBR Green
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real-time polymerase chain reaction. Primers were designed
against human Fga (F: GCTCTGATGAAGACTGGAA, R:
ACGAATGAGAATCCTTATTGTTC) and actin (Act; F: CAC-
CAACTGGGACGACAT, R: ACAGCCTGGATAGCAACG) mRNA.
Fibrinogen gene expression was quantified using the DDCt
method, relative to the expression of the housekeeping gene
(Act).

Determining suitability of frozen siRNA-LNP
formulations
WT mice were injected retro-orbitally with either fresh siFga or
frozen siFga at 1 mg/kg at MSU. Fresh siLuc (1 mg/kg) was used
as control. Blood was collected under isoflurane anesthesia by
exsanguination from the caudal vena cava into a syringe contain-
ing sodium citrate (0.38% final). Samples were centrifuged at
4000g for 10 minutes to obtain plasma. Plasma fibrinogen levels
were determined as described above.

Dosing studies with siFga
Male WT mice were injected retro-orbitally with 0.1, 0.5, 1.0, or
2.0 mg/kg siFga at MSU. Blood was collected into sodium cit-
rate (0.38% final) via retro-orbital bleed 3 days prior to siFga
injections to obtain baseline fibrinogen plasma levels, and then
once weekly after injection for a total of 4 weeks. Samples were
processed, and plasma fibrinogen levels were determined as
described above.

Thromboelastography (TEG) analysis
Coagulation and fibrinolytic properties of mouse whole blood
were evaluated by TEG (Hemostasis Analyzer System 5000; Hae-
monetics) at 37�C at UBC. Citrated whole blood collected by
intracardiac puncture was mixed with a calcium-saline buffer (50
mM CaCl2 and 90 mM NaCl) and recombinant tissue factor
(Innovin; 10 pM; MedCorp).

Saphenous vein bleeding model
Male and female WT mice were injected with siFga (1 mg/kg) or
vehicle control (PBS) via tail vein 1 week prior to the bleeding
challenge at UBC. Mice were anesthetized by isoflurane inhala-
tion. Saphenous vein bleeding was initiated and monitored in a
simplified version of an injury model previously described.27

Briefly, the saphenous vein was isolated, and a puncture was
made in the medial wall of the vein using a 23-gauge needle.
Blood loss over time was measured by gently absorbing blood
at the puncture site with preweighed filter paper until bleeding
stopped. Bleeding was monitored for 40 minutes.

Tail transection bleeding model
Male and female WT mice were injected with siFga or siLuc
(1 mg/kg) 1 week prior to the bleeding challenge at UBC. Mice
were anesthetized by isoflurane inhalation. Tails were transected
4 mm from the tip and immediately immersed in a 0.9% NaCl
solution (saline) to monitor bleeding for 20 minutes. To quantify
blood loss, the blood-saline samples were treated with a red
blood cell lysis solution (1.5 M NH4Cl, 0.1 M NaHCO3, 0.01 M
EDTA), incubated at room temperature for 10 minutes while
gently shaking; then, absorbance was measured at 509 nm
(Tecan microplate reader). The absorbance was converted to
amount of blood loss, using a standard curve with known
amounts of mouse blood collected by intracardiac puncture,
and normalized to body weight.

siFga in an endotoxemia model
Male WT mice were injected with siFga or siLuc (1 mg/kg) via tail
vein 1 week prior to intraperitoneal injection with 10 mg/kg of
lipopolysaccharide (LPS; Sigma) at UNC Chapel Hill. Mice were
euthanized 24 hours after LPS injection, and blood and livers were
collected for analysis. Hepatic mRNA expression levels of Fga,
fibrinogen b chain (Fgb), and fibrinogen g chain (Fgg) were deter-
mined using TaqMan gene expression assays (Applied Biosystems)
on an ABI StepOne Plus sequence detection system (Applied Bio-
systems). The expression of each gene was normalized relative to
b2-microglobulin (B2m) expression levels, and relative expression
level was determined using the Pfaffl method.28 Plasma levels of
fibrinogen, and D-dimer were quantified by enzyme-linked immu-
nosorbent assay (ELISA; Immunology Consultants Laboratory Inc,
Siemens Healthcare Diagnostics, and Diagnostica Stago, respec-
tively). Cytokines in platelet-poor plasma, including tumor necrosis
factor-a (TNF-a), interleukin-1b (IL-1b), IL-17, monocyte chemoat-
tractant protein-1 (MCP-1), and macrophage inflammatory protein-
1a (MIP-1a), were measured using a multiplex cytokine analysis by
the Advanced Analytics Core at UNC Chapel Hill.

siFga in thioglycollate-induced peritonitis
Male and female plasminogen-deficient (Plg2/2) mice were
injected with siFga or siLuc (1 mg/kg) 1 week prior to inducing
peritonitis at the National Institute of Dental and Craniofacial
Research. Plasminogen-sufficient (Plg1/1) mice were not treated
with siRNA prior to peritonitis. Peritonitis was induced by intra-
peritoneal injection of 500 mL 4% Brewer thioglycollate medium
(BD Difco). Seventy-two hours after challenge, the peritoneal
cavity was lavaged with 5 mL PBS. Lavage fluid was analyzed by
differential cell count and flow cytometry by a blinded investiga-
tor as previously described.29 Blood was collected, and plasma
fibrinogen levels were quantified as described above.

siFga and experimental metastasis
Female WT mice were injected via tail vein with siFga or siLuc
(2 mg/kg) 21, 14, 7, and 0 days prior to tumor cell inoculation at
Cincinnati Children's Hospital Medical Center. Thirty minutes after
the last siRNA-LNP injection, mice were injected with 300 mL of
GFP-expressing Lewis lung carcinoma (LLCGFP) cells (3.0 3 105

cells) via tail vein and then euthanized 14 days later. The cells
were grown in complete medium (Dulbecco’s modified Eagle
medium, 10% FBS, 2 mM L-Glut, 2% Pen/Strep) for at least 1
passage and reached 70% confluency. The cells were harvested
by brief exposure to trypsin/EDTA, washed, and resuspended in
ice-cold PBS. Fourteen days after tumor inoculation, lungs were
harvested, and pulmonary LLCGFP foci were counted by a blinded
investigator using a fluorescent microscope. Blood was collected
from a subset of mice 14 days after LPS challenge, and plasma
fibrinogen levels were determined as described above.

Statistical analyses
A Shapiro-Wilkes test was performed to determine whether data
were normally distributed. Pairwise comparisons were performed
with 2-tailed unpaired Student t test or Mann-Whitney U test.
Comparisons between multiple groups with 1 variable were per-
formed by regular 1-way analysis of variance (ANOVA) followed
by Tukey’s multiple comparison test for normally distributed and
unpaired data. Data not normally distributed were compared by
Kruskal-Wallis (unpaired) or Friedman (paired) test, followed
by Dunn’s multiple comparison tests. Two-way ANOVA followed
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by Tukey’s multiple comparison test was used to compare data
sets with 2 variables. All statistical comparisons were performed
with Graphpad Prism 9 (Graphpad Software). For cytokine data
sets, values that were out of range of the standard curves were
treated as partially observed values (censored observation
approach) using R to obtain imputed values.30

Results
LNP delivery of siFga controllably depletes
plasma fibrinogen in mice and knocks down
human FGA mRNA in vitro
Three siRNA sequences targeting different regions of murine
Fga mRNA were designed in silico (Seq-1, Seq-2, and Seq-3),

encapsulated in LNPs, and administered to mice at a dose of 1
mg/kg. One week after injection, significant knockdown of
hepatic Fga mRNA was observed for each sequence (Figure
1A). This was associated with a significant decrease in plasma
fibrinogen levels for all 3 sequences compared with mice
treated with siLuc (Seq-1 5 0.22 6 0.06 g/L, Seq-2 5 0.05 6
0.02 g/L, Seq-3 5 0.57 6 0.20 g/L, and siLuc 5 1.37 6 0.26 g/L)
(Figure 1B). Decreased fibrinogen levels were still evident 3
weeks after injection, although both hepatic Fga mRNA levels
and plasma fibrinogen began to recover at this time point (Figure
1A-B). Fibrinogen levels in platelets were also significantly
decreased 1 week after administering the siRNAs (Figure 1C-D).
The most potent sequence, Seq-2 (hereafter referred to as siFga),
was used in all subsequent studies. We also developed a
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Figure 1. siFga controllably decreases plasma concentration of fibrinogen in mice and knocks down human FGA mRNA in vitro. (A-E) Mice were injected with a
single dose of siRNA targeting mouse Fga mRNA (Seq-1, Seq-2, and Seq-3) or siLuc as control. (A) Hepatic Fga mRNA levels 1 and 3 weeks postinjection, normalized to a
housekeeping gene (Ppia) and graphed relative to Fga mRNA levels in siLuc-treated mice (n 5 3). (B) Seq-1-3 all significantly knocked down plasma fibrinogen, measured by
ELISA (n 5 5; 1 week) and (n 5 3; 3 weeks). (C) Representative western blots of fibrinogen and PF4 in platelets from mice 1-week postinjection with siLuc, Seq-1, Seq-2, or
Seq-3. (D) Quantifying densitometry of bands in panel C (n 5 3). (E) Mice were treated with fresh (red) or frozen (blue) formulation of siFga and plasma fibrinogen was
quantified 1 week later by ELISA (n 5 5). (F) Mice were treated with 0.1 (red), 0.5 (blue), 1.0 (green), or 2.0 (purple) mg/kg of siFga, and blood was collected retro-orbitally
weekly post injection to quantify fibrinogen levels by ELISA. Plasma fibrinogen at each week was compared with blood collected prior to siFga injection (week 0; n 5 5).
(G) HUH7 cells were transfected with human-specific siFga (hsiFga-1, -2, -3, -4, or -5), or empty LNPs as negative control. FGA mRNA was quantified a day later, normalized to
a housekeeping gene (Act; n 5 3). *P , .05, **P , .01, ***P , .001. ns, no significant difference. Error bars represent mean 6 standard error of the mean (SEM).
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formulation of siFga that could be frozen for long-term storage;
this was equally effective at depleting plasma fibrinogen as the
fresh formulation (Figure 1E).

Next, we evaluated the impact of both dose and time on fibrin-
ogen knockdown after siFga treatment. The lowest dose tested
(0.1 mg/kg siFga) had no significant effect on plasma fibrinogen
levels (Figure 1F). In contrast, mice treated with 0.5, 1.0, or 2.0
mg/kg siFga had a dose-dependent decrease in plasma fibrino-
gen levels 1 week after administering siFga (32%, 14%, and 5%
of baseline, respectively). Plasma fibrinogen levels returned to
baseline levels by the fourth week in all groups, with the highest
dose showing the slowest recovery of plasma fibrinogen levels.

Last, we tested whether human-specific siFga can knock down
FGA mRNA in vitro in a human hepatoma cell line, HUH7, a well-
established experimental substitute for human primary hepato-
cytes. FGA mRNA was significantly knocked down in cells trans-
fected with LNP containing each of the 5 tested hsiFga,
compared with cells treated with empty LNPs (Figure 1G).

Transient fibrinogen knockdown impairs
hemostasis with minimal bleeding risk
To investigate whether transient knockdown of fibrinogen
impairs hemostasis, TEG was performed on whole blood col-
lected from mice treated with 1 mg/kg siFga or siLuc 1 week
prior. Both the rate of clot formation and the clot strength were
significantly decreased in whole blood from siFga-treated mice
(Figure 2A-D). To determine if fibrinogen knockdown was associ-
ated with increased bleeding risk in vivo, we compared bleeding

times and blood loss following saphenous vein puncture and tail
transection in mice treated with 1 mg/kg siFga or control (PBS
or siLuc) 1 week prior. Both the bleeding time and the amount
of blood loss did not differ between siFga-treated or control-
treated mice, in both models (Figure 2E-F).

LPS-induced hyperfibrinogenemia is attenuated
with siFga
Mice injected with LPS develop increased levels of plasma fibrin-
ogen, and markers of activated coagulation and inflamma-
tion.31,32 To determine if fibrinogen knockdown would attenuate
proinflammatory responses following an acute inflammatory
challenge, mice were treated with 1 mg/kg siLuc or siFga and
then challenged with either 10 mg/kg LPS, or PBS, 1 week later.
Hepatic Fga mRNA levels were significantly decreased in siFga-
treated mice compared with siLuc-treated mice 24 hours after
LPS challenge, whereas hepatic Fgb mRNA levels were signifi-
cantly increased in both groups compared with their respective
PBS-treated cohorts (Figure 3A-B). Pretreatment with siFga sig-
nificantly attenuated the increase in Fgg mRNA after LPS chal-
lenge but did not knock down Fgg mRNA in the PBS control
groups (Figure 3C). siFga pretreatment resulted in a significant
decrease in plasma fibrinogen, from 3.78 6 0.17 g/L in the siLuc
control group to 1.00 6 0.21 g/L with siFga after LPS challenge
(Figure 3D). D-dimer levels increased after LPS challenge with
siLuc, but not with siFga (Figure 3E). The plasma levels of IL-1b,
IL-17, TNF-a, MCP-1, and MIP-1a were also quantified (Figure
3F). Compared with the respective siLuc pretreated groups,
mice pretreated with siFga had lower levels of each cytokine
after treatment with PBS, and except for IL-1b after treatment
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with LPS, although the differences were not statistically signifi-
cant for any particular cytokine.

Controlled fibrinogen knockdown restores
macrophage migration in plasminogen-
deficient mice
Plg2/2 mice have impaired leukocyte migration that is restored
by fibrinogen deficiency, or by mutating the integrin aMb2-bind-
ing site on fibrinogen to prevent fibrinogen-leukocyte interac-
tion.29 We tested if controlled fibrinogen knockdown could also
restore impaired macrophage migration in a model of peritoni-
tis. Plg2/2 mice were pretreated with 1 mg/kg siLuc or siFga 1
week prior to a thioglycollate injection into the peritoneal cavity.

Fibrinogen was significantly depleted in Plg2/2 mice pretreated
with siFga (Figure 4A). As expected, the peritoneal lavage fluids
from Plg2/2 mice pretreated with siLuc had significantly fewer
total leukocytes compared with Plg1/1 after stimulating with thi-
oglycollate (Figure 4B). This was predominantly due to impaired
monocyte/macrophage migration to the peritoneal cavity (0.73
6 0.07 3 105 per mL of peritoneal lavage fluids) compared with
Plg1/1 mice (2.11 6 0.29 3 105 cells per mL) (Figure 4C). Pre-
treatment with siFga restored monocyte/macrophage migration
into the peritoneal cavity (1.83 6 0.08 3 105 cells per mL) to
levels similar to Plg1/1 mice. Plg2/2 mice pretreated with siLuc
also had slightly less T cells recruited to the peritoneal cavity
compared with Plg1/1 mice, which was also restored by pre-
treatment with siFga (Figure 4D). Levels of B cells and neutro-
phils did not differ between Plg1/1 and siLuc pretreated Plg2/2

mice (Figure 4E-F).

Transient fibrinogen knockdown inhibits the
metastatic potential of circulating tumor cells
Fibrin(ogen) is an important contributor to the metastatic poten-
tial of circulating tumor cells.7,8

Using a mouse model of experimental metastasis, we deter-
mined whether transiently decreasing plasma fibrinogen levels
with siFga affects the metastatic potential of circulating tumor
cells. To significantly deplete plasma fibrinogen before inoculat-
ing the mice with tumor cells, mice were treated with 2 mg/kg
siLuc or siFga weekly starting 3 weeks prior to tumor cell injec-
tion. Two weeks after tumor cell injection, mice pretreated with
siFga had significantly lower plasma fibrinogen levels (Figure 5A)
and decreased number of pulmonary metastases (10.9 6 4
metastases) compared with siLuc-treated animals (23.2 6 6
metastases) (Figure 5B). This reduction was mostly driven by a
significant decrease in macrometastases in the lungs of siFga-
treated mice (Figure 5C-D). The number of micrometastases in
the lungs appeared to decrease in siFga-treated mice, although
not significantly at the sample size tested.

Discussion
Because fibrinogen is implicated in the pathogenesis of multiple
disease processes, strategies for decreasing circulating fibrino-
gen for long durations may have therapeutic utility. We used an
LNP-siRNA strategy to decrease hepatic Fga mRNA expression
and confirmed, in multiple cohorts of mice across 5 different
institutions, that this results in a significant decrease of plasma
fibrinogen by 1 week post-treatment. Intraplatelet fibrinogen
was also decreased by 1 week after administering siFga in mice.
Mouse platelets have a lifespan of 2 to 5 days,33,34 and this
decreased fibrinogen is consistent with receptor-mediated
endocytosis of fibrinogen from plasma into platelets.35,36 Vary-
ing the siRNA sequence, or the dose of the most potent
sequence, resulted in a range of fibrinogen knockdown for 2 to
3 weeks after a single dose. Although not shown here, extend-
ing the duration of fibrinogen knockdown can be easily
achieved by the well-established approach of repeat dosing of
LNP-siRNA at regular intervals. We had previously developed
other LNP-siRNA reagents and achieved prolonged (.5 months)
knockdown of coagulation factor XIII in mice using this
repeat dosing regimen approach.26 Onpattro, the first siRNA
therapeutic for the treatment of hereditary transthyretin-
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mediated amyloidosis in humans, is also administered at regular
intervals.25,37

Whole blood collected from mice 1 week after administering
1 mg/kg siFga formed clots with decreased stiffness, as mea-
sured by TEG ex vivo. However, this dose did not significantly
exacerbate bleeding in either a mouse saphenous vein puncture
model or a tail transection model of bleeding. The discrepancy
may be because the blood flow through the injured vessels in
both models has presumably lower shear force applied to the
forming clot compared with TEG. Another potential explanation
is compensation by other plasma or platelet proteins, such as
fibronectin.38,39 Fga knockout mice have undetectable plasma
fibrinogen, but fatal spontaneous bleeding events are rare in
adult mice.38 Fibronectin is vital to the control of bleeding with
fibrinogen deficiency, supported by increased blood loss from
mice with dual knockout of fibrinogen and fibronectin in a tail
transection model compared with fibrinogen deficient mice.40 It
is also possible that the residual plasma fibrinogen after siFga
treatment was sufficient to maintain hemostasis in both bleeding
models at the dose tested. Fibrinogen as low as 0.5 to 1 g/L
appears to be adequate for hemostasis in humans.41 In
fibrinogen-deficient patients with unprovoked bleeds, replace-
ment therapy is initiated and maintained so that fibrinogen lev-
els are .1 g/L until bleeding stops, and .0.5 g/L until the
wound is healed, whereas secondary prophylaxis to maintain a
trough level of .0.5 g/L is crucial in patients with a personal or
family history of bleeds, or severely deficient factor levels.42,43

Furthermore, 1 g/L fibrinogen is often recommended as a
threshold for initiating fibrinogen replacement therapy to treat
active bleeding or as a target level to achieve prior to surgery,
although higher target fibrinogen levels (1.5-2.0 g/L) are recom-
mended for management of patients with life-threatening hem-
orrhage.44-46 Additional experiments, such as in larger animals
and in severe bleeding models, are needed to better under-
stand the bleeding risk when fibrinogen is knocked down to
human-equivalent levels of 0.5 to 1 g/L by siFga.

Fibrinogen is an acute phase reactant that also contributes to
host inflammatory responses by affecting leukocyte biology and
trafficking, and by stimulating the secretion of proinflammatory
cytokines.2,4,47-49 In a standard model of inflammation induced
by LPS, pretreatment with siFga prevented upregulation of
hepatic Fga mRNA, leading to decreased levels of plasma fibrin-
ogen and D-dimer 24 hours following LPS challenge. Mice
treated with siFga also had lower levels of TNF-a, IL-17, MCP-1,
and MIP-1a, although the differences were not statistically signif-
icant for any particular cytokine. We measured cytokine levels
24 hours after the LPS challenge, and measuring at earlier times
may add further clarity, as the increase in levels of proinflamma-
tory cytokines usually peak at �4 hours after challenge with
LPS.50 Interestingly, lower cytokine levels were also observed in
fibrinogen-depleted mice even in the absence of inflammatory
challenge with LPS. These results warrant further investigation
but suggest that the levels of proinflammatory cytokines in other
pathological conditions could potentially be attenuated by
depletion of plasma fibrinogen with siFga. For example, COVID-
19–associated coagulopathy is associated with dramatic increase
in fibrinogen of 5 to .10 g/L, significant inflammation, and high
incidence of thrombosis in severely ill patients.9,10,51 Thrombo-
prophylaxis or treatment with thrombolytics has been challeng-
ing for patients with COVID-19 because of risks of bleeding and

only transient improvement in symptoms.52-54 Furthermore, inci-
dence of thrombosis remains high despite thromboprophy-
laxis,55 highlighting the need for additional approaches to
alleviate thromboinflammation. Given that fibrinogen is signifi-
cantly upregulated during inflammation,1,2,4 and that hyperfibri-
nogenemia increases the risk for thrombosis,10,17 depletion of
circulating fibrinogen back to normal levels could be an alter-
nate therapeutic strategy to manage thromboinflammation in
many diseases, including in COVID-19.

Fibrin(ogen) can directly bind to cell surface receptors on leuko-
cytes, such as macrophages. Plasmin-mediated fibrinolysis dis-
rupts this interaction and enables macrophages to migrate to
sites of inflammation.4,29,48,49 Plg2/2 mice have impaired macro-
phage migration, but this phenotype is rescued by fibrinogen
deficiency, or preventing fibrin(ogen)-leukocyte interaction by
mutating the leukocyte integrin binding motif on fibrinogen.29

We demonstrated that decreasing plasma fibrinogen using siFga
was sufficient to restore macrophage migration in Plg2/2 mice
following thioglycollate-induced peritonitis. In addition to estab-
lishing the efficacy of siFga in modulating another fibrinogen-
dependent disease process, this work also highlights the utility
of siFga as a research tool. Genetic fibrinogen knockout mouse
models are available, but obtaining a cohort for experiments
may be difficult because of different institutional regulations,
and maintaining a breeding colony is a time-consuming process.
Imposing fibrinogen deficiency in other genetically modified
mice requires extensive breeding, is costly and laborious, and
may not be feasible if the resulting double or triple knockouts
are not viable or fertile. Our LNP-siRNA strategy has clear bene-
fits over the traditional genetic knockout models. A simple IV
injection of LNPs containing siFga effectively results in fibrino-
gen deficiency within 1 week in both WT and transgenic mice.
The extent and duration of knockdown can be easily controlled
by tailoring the dosing regimen, which has major implications
for determining the threshold levels of fibrin(ogen) in the target
disease models. This approach can also be easily adapted for
depleting fibrinogen in other species, by identifying optimal
siFga sequences targeting the species-specific Fga mRNA; we
successfully knocked down FGA mRNA in human cells in vitro
using this LNP-siRNA strategy.

Fibrin(ogen) supports metastasis by blocking the ability of NK
cells to clear tumor cells. Consistent with this, fibrinogen-
deficient mice form less pulmonary foci in a model of experi-
mental metastasis.7,8 Using a similar model, we demonstrated
that controlled depletion of plasma fibrinogen using siFga prior
to inoculating mice with tumor cells decreased the formation of
pulmonary metastases. This finding highlights another potential
application for siFga; surgery is a common and important inter-
vention for many patients with cancer but is associated with an
increased risk of metastasis.56 Administering siFga to controlla-
bly decrease fibrinogen in the preoperative period is a potential
strategy to improve long-term outcome in patients with cancer
by minimizing metastasis in the perioperative period.

In summary, siFga was highly effective at decreasing the plasma
concentration of fibrinogen for up to 2 to 3 weeks after a single
bolus dose. Decreasing fibrinogen is expected to be safe if kept
above a concentration of 1 g/L, the target threshold for initiating
fibrinogen replacement therapy. As we have shown, the dosing
regimen of siFga can be tailored to achieve tunable knockdown
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and ensure fibrinogen remains above this target level. The work
presented here demonstrates broad applicability of this reagent
both as a powerful experimental tool to investigate the role of
fibrin(ogen) in (patho)physiological processes and as a potential
therapeutic to manage fibrin(ogen)-dependent pathologies,
although further work is needed to establish its clinical utility.

Acknowledgments
The authors thank Abdohllah Safari for help with statistical analyses
for Figure 3F.

This work was funded by the Canadian Institutes of Health Research
grants FDN-148370 and MSH-130166 (C.J.K.), the Michael Smith
Foundation for Health Research grant 16498 (C.J.K.), the Canadian
Foundation for Innovation grant 31928 (C.J.K.), the BC Knowledge
Development Fund (C.J.K.), Nanomedicines Innovation Network of
the Networks of Centres of Excellence of Canada grant 2020-T2-02
(C.J.K.), and UBC’s Centre for Blood Research (L.J.J.). This work was
also supported in part by US Department of Agriculture, National
Institute of Food and Agriculture (J.P.L.). Research reported in this
publication was supported by the National Institutes of Health (NIH),
through the National Institute of Diabetes and Digestive and Kidney
Diseases, under award numbers R01 DK122813 (J.P.L.) and
DK112778 (M.J.F.). This work was partially funded by the National
Institute of Dental and Craniofacial Research–Intramural Research Pro-
gram (T.H.B.) and grant 1K99DE030124-01A1 (L.M.S.). Cytokine mul-
tiplex analyses were performed by the Advanced Analytics Core
(UNC Chapel Hill, NIH grant P30 DK034987).

The content is solely the responsibility of the authors and does not
necessarily represent the official views of the NIH. The opinions or
assertions contained herein are the private views of the authors and
are not to be construed as official or as reflecting the views of the
Department of the Army or the Department of Defense.

Authorship
Contribution: L.J.J. designed and performed experiments, analyzed and
interpreted data, made the figures, and wrote the initial draft of the

paper; B.L.P., J.L., and E.M.C. helped perform the experiments; W.S.H.,
L.M.S., A.W.S., B.F., M.K.R., D.J.G., and J.P.L. designed and performed
experiments, analyzed and interpreted data, and edited the paper;
A.P.C. provided intellectual input on hypothesis and experimental design
and edited the paper; P.R.C., T.H.B., M.J.F., and J.S.P. helped design
the experiment, interpreted data, and edited the paper; and C.J.K.
designed experiments, interpreted data, and wrote the paper.

Conflict-of-interest disclosure: P.R.C. acknowledges financial interest in
Acuitas Therapeutics. C.J.K. and P.R.C. are directors and shareholders of
NanoVation Therapeuitcs, Inc, which is developing RNA-based therapies.
C.J.K., L.J.J., A.W.S., J.L., M.K.R., and P.R.C. have filed intellectual prop-
erty on RNA-based therapies, with the intention of commercializing these
inventions. A.P.C. is an active duty officer in the US Army and declares
no competing financial interests. The remaining authors declare no com-
peting financial interests.

ORCID profiles: L.J.J., 0000-0003-1760-3425; W.S.H., 0000-0001-
5074-6423; L.M.S., 0000-0001-6282-2657; J.L., 0000-0002-8714-
8440; M.K.R., 0000-0002-1764-0245; D.J.G., 0000-0002-1207-5769;
E.M.C., 0000-0001-7916-9308; C.J.K., 0000-0003-3644-0019.

Correspondence: Christian J. Kastrup, 8727 West Watertown Plank Rd,
Milwaukee, WI 53226; e-mail: ckastrup@versiti.org.

Footnotes
Submitted 24 October 2021; accepted 14 December 2021; prepub-
lished online on Blood First Edition 27 December 2021. DOI 10.1182/
blood.2021014559.

Requests for data sharing may be submitted to Christian J. Kastrup
(ckastrup@versiti.org).

There is a Blood Commentary on this article in this issue.

The publication costs of this article were defrayed in part by page
charge payment. Therefore, and solely to indicate this fact, this article
is hereby marked “advertisement” in accordance with 18 USC section
1734.

REFERENCES
1. Vilar R, Fish RJ, Casini A, Neerman-Arbez M.

Fibrin(ogen) in human disease: both friend
and foe. Haematologica. 2020;105(2):
284-296.

2. Esmon CT. The interactions between
inflammation and coagulation. Br
J Haematol. 2005;131(4):417-430.

3. Davalos D, Akassoglou K. Fibrinogen as a
key regulator of inflammation in disease.
Semin Immunopathol. 2012;34(1):43-62.

4. Luyendyk JP, Schoenecker JG, Flick MJ. The
multifaceted role of fibrinogen in tissue
injury and inflammation. Blood. 2019;133(6):
511-520.

5. Rao RM, Yang L, Garcia-Cardena G,
Luscinskas FW. Endothelial-dependent
mechanisms of leukocyte recruitment to the
vascular wall. Circ Res. 2007;101(3):234-247.

6. Prasad JM, Gorkun OV, Raghu H, et al. Mice
expressing a mutant form of fibrinogen that
cannot support fibrin formation exhibit
compromised antimicrobial host defense.
Blood. 2015;126(17):2047-2058.

7. Palumbo JS, Kombrinck KW, Drew AF, et al.
Fibrinogen is an important determinant of

the metastatic potential of circulating tumor
cells. Blood. 2000;96(10):3302-3309.

8. Palumbo JS, Talmage KE, Massari JV, et al.
Platelets and fibrin(ogen) increase metastatic
potential by impeding natural killer
cell-mediated elimination of tumor cells.
Blood. 2005;105(1):178-185.

9. Ranucci M, Ballotta A, Di Dedda U, et al.
The procoagulant pattern of patients with
COVID-19 acute respiratory distress syn-
drome. J Thromb Haemost. 2020;18(7):
1747-1751.

10. Maier CL, Truong AD, Auld SC, Polly DM,
Tanksley CL, Duncan A. COVID-19-
associated hyperviscosity: a link between
inflammation and thrombophilia? Lancet.
2020;395(10239):1758-1759.

11. Falanga A. Thrombophilia in cancer. Semin
Thromb Hemost. 2005;31(1):104-110.

12. Sheng L, Luo M, Sun X, Lin N, Mao W, Su D.
Serum fibrinogen is an independent prognostic
factor in operable nonsmall cell lung cancer. Int
J Cancer. 2013;133(11):2720-2725.

13. Simmons J, Pittet JF. The coagulopathy of
acute sepsis. Curr Opin Anaesthesiol. 2015;
28(2):227-236.

14. Koami H, Sakamoto Y, Sakurai R, et al. The
thromboelastometric discrepancy between
septic and trauma induced disseminated
intravascular coagulation diagnosed by the
scoring system from the Japanese
association for acute medicine. Medicine
(Baltimore). 2016;95(31):e4514.

15. Mertens I, Van Gaal LF. Obesity,
haemostasis and the fibrinolytic system.
Obes Rev. 2002;3(2):85-101.

16. Kopec AK, Abrahams SR, Thornton S, et al.
Thrombin promotes diet-induced obesity
through fibrin-driven inflammation. J Clin
Invest. 2017;127(8):3152-3166.

17. Machlus KR, Cardenas JC, Church FC,
Wolberg AS. Causal relationship between
hyperfibrinogenemia, thrombosis, and
resistance to thrombolysis in mice. Blood.
2011;117(18):4953-4963.

18. Bell WR Jr. Defibrinogenating enzymes.
Drugs. 1997;54(suppl 3):18-30, discussion
30-31.

19. Chen J, Sun D, Liu M, Zhang S, Ren C.
Defibrinogen therapy for acute ischemic
stroke: 1332 consecutive cases. Sci Rep.
2018;8(1):1-9.

1310 blood® 3 MARCH 2022 | VOLUME 139, NUMBER 9 JUANG et al

http://orcid.org/0000-0003-1760-3425
http://orcid.org/0000-0001-5074-6423
http://orcid.org/0000-0001-5074-6423
http://orcid.org/0000-0001-6282-2657
http://orcid.org/0000-0002-8714-8440
http://orcid.org/0000-0002-8714-8440
http://orcid.org/0000-0002-1764-0245
http://orcid.org/0000-0002-1207-5769
http://orcid.org/0000-0001-7916-9308
http://orcid.org/0000-0003-3644-0019
mailto:ckastrup@versiti.org
mailto:ckastrup@versiti.org
http://www.bloodjournal.org/content/139/9/1374


20. Robson SC, Shephard EG, Kirsch RE. Fibrin
degradation product D-dimer induces the
synthesis and release of biologically active
IL-1 beta, IL-6 and plasminogen activator
inhibitors from monocytes in vitro. Br J Hae-
matol. 1994;86(2):322-326.

21. Yuasa M, Mignemi NA, Nyman JS, et al.
Fibrinolysis is essential for fracture repair and
prevention of heterotopic ossification. J Clin
Invest. 2015;125(8):3117-3131.

22. Chi X, Gatti P, Papoian T. Safety of antisense
oligonucleotide and siRNA-based therapeu-
tics. Drug Discov Today. 2017;22(5):823-833.

23. Jayaraman M, Ansell SM, Mui BL, et al.
Maximizing the potency of siRNA lipid
nanoparticles for hepatic gene silencing
in vivo. Angew Chem Int Ed Engl. 2012;
51(34):8529-8533.

24. Rose SD, Collingwood MA, Behlke MA.
Optimizing knockdown of gene expression
using the TriFECTaTM Dicer-substrate RNAi
reagent system. Nat Methods. 2006;3(9):
V-VII.

25. Kulkarni JA, Witzigmann D, Chen S, Cullis
PR, van der Meel R. Lipid nanoparticle
technology for clinical translation of siRNA
therapeutics. Acc Chem Res. 2019;52(9):
2435-2444.

26. Strilchuk AW, Meixner SC, Leung J, et al.
Sustained depletion of FXIII-A by inducing
acquired FXIII-B deficiency. Blood. 2020;
136(25):2946-2954.

27. Pastoft AE, Lykkesfeldt J, Ezban M,
Tranholm M, Whinna HC, Lauritzen B.
A sensitive venous bleeding model in
haemophilia A mice: effects of two
recombinant FVIII products (N8 and
Advate(VR )). Haemophilia. 2012;18(5):
782-788.

28. Pfaffl MW. A new mathematical model for
relative quantification in real-time RT-PCR.
Nucleic Acids Res. 2001;29(9):e45.

29. Silva LM, Lum AG, Tran C, et al. Plasmin-
mediated fibrinolysis enables macrophage
migration in a murine model of
inflammation. Blood. 2019;134(3):291-303.

30. Mik�sov�a D, Filzmoser P, Middleton M.
Imputation of values above an upper
detection limit in compositional data.
Comput Geosci. 2020;136:104383.

31. Pawlinski R, Pedersen B, Schabbauer G,
et al. Role of tissue factor and protease-
activated receptors in a mouse model of
endotoxemia. Blood. 2004;103(4):
1342-1347.

32. Radulovic K, Mak'Anyengo R, Kaya B,
Steinert A, Niess JH. Injections of
lipopolysaccharide into mice to mimic
entrance of microbial-derived products after

intestinal barrier breach. J Vis Exp. 2018;
(135):1-9.

33. Liu ZJ, Hoffmeister KM, Hu Z, et al.
Expansion of the neonatal platelet mass is
achieved via an extension of platelet
lifespan. Blood. 2014;123(22):3381-3389.

34. Lebois M, Dowling MR, Gangatirkar P, et al.
Regulation of platelet lifespan in the
presence and absence of thrombopoietin
signaling. J Thromb Haemost. 2016;14(9):
1882-1887.

35. Handagama PJ, George JN, Shuman MA,
McEver RP, Bainton DF. Incorporation of a
circulating protein into megakaryocyte and
platelet granules. Proc Natl Acad Sci USA.
1987;84(3):861-865.

36. Harrison P, Wilbourn B, Debili N, et al.
Uptake of plasma fibrinogen into the alpha
granules of human megakaryocytes and
platelets. J Clin Invest. 1989;84(4):
1320-1324.

37. Adams D, Gonzalez-Duarte A, O’Riordan
WD, et al. Patisiran, an RNAi therapeutic, for
hereditary transthyretin amyloidosis. N Engl
J Med. 2018;379(1):11-21.

38. Suh TT, Holmb€ack K, Jensen NJ, et al.
Resolution of spontaneous bleeding events
but failure of pregnancy in fibrinogen-
deficient mice. Genes Dev. 1995;9(16):
2020-2033.

39. Ni H, Denis CV, Subbarao S, et al.
Persistence of platelet thrombus formation in
arterioles of mice lacking both von
Willebrand factor and fibrinogen. J Clin
Invest. 2000;106(3):385-392.

40. Wang Y, Reheman A, Spring CM, et al.
Plasma fibronectin supports hemostasis and
regulates thrombosis. J Clin Invest. 2014;
124(10):4281-4293.

41. Mannucci PM, Duga S, Peyvandi F.
Recessively inherited coagulation disorders.
Blood. 2004;104(5):1243-1252.

42. Simurda T, Stanciakova L, Stasko J,
Dobrotova M, Kubisz P. Yes or no for
secondary prophylaxis in afibrinogenemia?
Blood Coagul Fibrinolysis. 2015;26(8):
978-980.

43. Simurda T, Asselta R, Zolkova J, et al.
Congenital afibrinogenemia and
hypofibrinogenemia: laboratory and genetic
testing in rare bleeding disorders with life-
threatening clinical manifestations and chal-
lenging management. Diagnostics (Basel).
2021;11(11):1-17.

44. ACS TQIP Massive Transfusion in Trauma
Guidelines. Committee on Trauma of the
American College of Surgeons. Available at:
https://wwwfacsorg/-/media/files/quality-
programs/trauma/tqip/transfusion_

guildelinesashx. 2014. Accessed 9 August
2021.

45. Levy JH, Goodnough LT. How I use
fibrinogen replacement therapy in acquired
bleeding. Blood. 2015;125(9):1387-1393.

46. Hellstern P, Haubelt H. Indications for
plasma in massive transfusion. Thromb Res.
2002;107(suppl 1):S19-S22.

47. Szaba FM, Smiley ST. Roles for thrombin
and fibrin(ogen) in cytokine/chemokine
production and macrophage adhesion
in vivo. Blood. 2002;99(3):1053-1059.

48. Flick MJ, Du X, Witte DP, et al. Leukocyte
engagement of fibrin(ogen) via the integrin
receptor alphaMbeta2/Mac-1 is critical for
host inflammatory response in vivo. J Clin
Invest. 2004;113(11):1596-1606.

49. Flick MJ, LaJeunesse CM, Talmage KE, et al.
Fibrin(ogen) exacerbates inflammatory joint
disease through a mechanism linked to the
integrin alphaMbeta2 binding motif. J Clin
Invest. 2007;117(11):3224-3235.

50. Erickson MA, Banks WA. Cytokine and
chemokine responses in serum and brain
after single and repeated injections of
lipopolysaccharide: multiplex quantification
with path analysis. Brain Behav Immun.
2011;25(8):1637-1648.

51. Klok FA, Kruip MJHA, van der Meer NJM,
et al. Confirmation of the high cumulative
incidence of thrombotic complications in
critically ill ICU patients with COVID-19: an
updated analysis. Thromb Res. 2020;191:
148-150.

52. Barrett CD, Oren-Grinberg A, Chao E, et al.
Rescue therapy for severe COVID-19-
associated acute respiratory distress
syndrome with tissue plasminogen activator:
a case series. J Trauma Acute Care Surg.
2020;89(3):453-457.

53. Wang J, Hajizadeh N, Moore EE, et al.
Tissue plasminogen activator (tPA) treatment
for COVID-19 associated acute respiratory
distress syndrome (ARDS): a case series.
J Thromb Haemost. 2020;18(7):1752-1755.

54. Chan NC, Weitz JI. COVID-19 coagulopathy,
thrombosis, and bleeding. Blood. 2020;
136(4):381-383.

55. Llitjos JF, Leclerc M, Chochois C, et al. High
incidence of venous thromboembolic events
in anticoagulated severe COVID-19 patients.
J Thromb Haemost. 2020;18(7):1743-1746.

56. Tohme S, Simmons RL, Tsung A. Surgery for
cancer: a trigger for metastases. Cancer Res.
2017;77(7):1548-1552.

© 2022 by The American Society of Hematology

siRNA TARGETING FIBRINOGEN AMELIORATES PATHOLOGIES blood® 3 MARCH 2022 | VOLUME 139, NUMBER 9 1311

https://wwwfacsorg/-/media/files/quality-programs/trauma/tqip/transfusion_guildelinesashx
https://wwwfacsorg/-/media/files/quality-programs/trauma/tqip/transfusion_guildelinesashx
https://wwwfacsorg/-/media/files/quality-programs/trauma/tqip/transfusion_guildelinesashx

	Suppression of fibrin(ogen)-driven pathologies indisease models through controlled knockdownby lipid nanoparticle delivery of siRNA
	Introduction
	Materials and methods
	Preparing LNP-siRNA targeting mouse Fga
	Preparing LNP-siRNA targeting human FGA
	Mice
	Determination of plasma and platelet fibrinogen levels after siRNA treatment
	Determining hepatic fibrinogen knockdown after siRNA treatment
	Determining human FGA mRNA knockdown in human hepatoma (HUH7) cells transfected with hsiFga
	Determining suitability of frozen siRNA-LNP formulations
	Dosing studies with siFga
	Thromboelastography (TEG) analysis
	Saphenous vein bleeding model
	Tail transection bleeding model
	siFga in an endotoxemia model
	siFga in thioglycollate-induced peritonitis
	siFga and experimental metastasis
	Statistical analyses

	Results
	LNP delivery of siFga controllably depletes plasma fibrinogen in mice and knocks down human FGA mRNA in vitro
	Transient fibrinogen knockdown impairs hemostasis with minimal bleeding risk
	LPS-induced hyperfibrinogenemia is attenuated with siFga
	Controlled fibrinogen knockdown restores macrophage migration in plasminogendeficient mice
	Transient fibrinogen knockdown inhibits the metastatic potential of circulating tumor cells

	Discussion
	Acknowledgments
	Authorship
	Footnotes
	REFERENCES


