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Abstract: Anti-drug antibody (ADA) development is a significant complication in the treatment
of several conditions. For decades, the mainstay of hemophilia A treatment was the replacement
of deficient coagulation factor VIII (FVIII) to restore hemostasis, control, and prevent bleeding
events. Recently, new products have emerged for hemophilia A replacement therapy, including
bioengineered FVIII molecules with enhanced pharmacokinetic profiles: the extended half-life (EHL)
recombinant FVIII products. However, the main complication resulting from replacement treatment
in hemophilia A is the development of anti-FVIII neutralizing alloantibodies, known as inhibitors,
affecting approximately 25–30% of severe hemophilia A patients. Therefore, the immunogenicity of
each FVIII product and the mechanisms that could help increase the tolerance to these products have
become important research topics in hemophilia A. Furthermore, patients with inhibitors continue to
require effective treatment for breakthrough bleedings and procedures, despite the availability of
non-replacement therapy, such as emicizumab. Herein, we discuss the currently licensed treatments
available for hemophilia A and the immunogenicity of new therapies, such as EHL-rFVIII products,
compared to other products available.

Keywords: hemophilia; factor VIII; blood coagulation factors; inhibitors; immunogenicity; plasma-derived
factor VIII; recombinant factor VIII; extended half-life (EHL); emicizumab; anti-drug antibody (ADA)

1. Introduction

Hemophilia A is an inherited bleeding disorder caused by the deficiency or complete
absence of clotting factor VIII (FVIII). This disorder is characterized by recurrent bleeding,
mainly into muscles and joints, which can progress to debilitating arthropathy. Severe
hemophilia A is defined as FVIII < 1% (i.e., <1 international unit per deciliter [IU/dl]) and
can result in frequent spontaneous or excessive bleeding after injuries. In patients with
moderate (FVIII 1 to 5 IU/dL) and mild (FVIII 6 to ≤ 40 IU/dL) hemophilia A, bleeding
symptoms are usually associated with injuries and surgery [1].

For decades, replacement therapy, based on the administration of FVIII concentrates,
has been the mainstay of hemophilia A treatment [2]. However, the last few decades
have brought significant improvement to the treatment of hemophilia A. The development
of recombinant FVIII (rFVIII) products not only resolved the issue of relying on human
plasma source availability but also facilitated the development of new products. As
an example, bioengineered FVIII molecules with enhanced pharmacokinetic profiles are
currently available. Different technologies have been used to develop a new class of
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recombinant factor concentrates, the so-called extended half-life (EHL) rFVIII products [3,4].
Nevertheless, the development of inhibitors, anti-FVIII neutralizing alloantibodies, remains
the main complication of hemophilia A replacement treatment. These antibodies inhibit
the activity of FVIII and result in a lack of response to FVIII replacement therapy. The
occurrence of inhibitors affects approximately 25–30% of severe hemophilia A patients
during the first 50 exposure days (EDs) [5,6].

Several potential risk factors are associated with the development of inhibitors in
hemophilia A patients. Among the possible alternatives to avoid the development of
inhibitors, one of the most relevant topics has been the technology used to manufacture
FVIII concentrates [5,7].

More recently, a new class of products has emerged as an alternative beyond the
strategy to replace the deficient clotting factor. Non-replacement therapies, including
emicizumab and rebalancing products, are effective prophylactic options for patients,
regardless of the presence of inhibitors. These new products are user-friendly, with subcu-
taneous administration and weekly or monthly doses [4].

In this manuscript, we discuss the currently licensed treatments for hemophilia A and
review the risk of inhibitor development according to each product reported. We further
include the available information on the immunogenicity of the new therapies, such as
EHL-rFVIII products and emicizumab.

2. The Development of Anti-Factor VIII Neutralizing Antibodies (Inhibitors)

The development of inhibitors is the major drawback of replacement therapy in
patients with hemophilia A. These anti-FVIII inhibitory antibodies are polyclonal and are
generally of the immunoglobulin G (IgG)-4 subtype and are frequently associated with the
IgG1 subtype [8].

Inhibitors in the plasma are quantified using the Nijmegen modification of the Bethesda
assay for anti-FVIII inhibitory antibodies [9,10]. An inhibitor titer is represented as Bethesda
unit per milliliter (BU/mL) and is defined as the dilution of patient samples required to
achieve a 50% inactivation of FVIII in an equivalent volume of normal plasma. Patients
with inhibitors with a peak titer < 5 BU/mL, which does not increase with exposure to ad-
ditional factor products, are defined as presenting with low-responding inhibitors. In such
cases, inhibitors can frequently be transitory, disappearing within six months. High-titer or
high-responding inhibitors are defined as those with titers of 5 BU/mL or higher [2].

It is important to recognize that non-inhibitory anti-FVIII antibodies can also be present
in patients with hemophilia A and even in healthy individuals [11,12]. For some hemophilia A
patients, these non-inhibitory antibodies can influence the half-life of FVIII in circulation [13]
and impact the efficacy of replacement therapy, although to a smaller magnitude.

Inhibitor development involves a complex mechanism, including central and pe-
ripheral immune tolerance, and the understanding of this mechanism may help prevent
inhibitor formation. Replacement therapy with products containing FVIII protein can
induce an immune response. Mechanisms of anti-FVIII alloantibody development begin
with the endocytosis of the infused FVIII molecules by an antigen-presenting cell (APC)
(macrophages, dendritic cells, B cells). These FVIII molecules are proteolytically degraded
in peptides, defined by the major histocompatibility complex (MHC) class II molecules
presented for the inactive CD4+ T-helper (Th) cell via the T-cell receptor. Co-stimulatory
signals are needed to elicit the immune response and release immune-regulatory molecules
(cytokines). The activated T cell then interacts with B cells, promoting differentiation and
antibody formation. T follicular helper cells (Tfh) have recently been reported as a subset
of CD4+ T cells that aid in the activation of B cells and are responsible for generating a T
cell-dependent humoral response [14,15]. In addition, memory T and B cells of importance
for subsequent exposures are formed (Figure 1).
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Figure 1. Mechanisms of anti-FVIII alloantibody development. Infused factor VIII (FVIII) is endo-
cytosed by antigen-presenting cells (APC) and degraded into small peptides. FVIII-derived peptides
are presented through major histocompatibility complex (MHC) class II molecules to naïve FVIII-
specific CD4+ T-helper (Th) that get activated. Co-stimulatory signals are needed to elicit the immune
response and release immune-regulatory molecules (cytokines). The activated T cell then interacts
with B cells, which will differentiate into inhibitory antibody-secreting plasma cells. Memory T
and B cells of importance for subsequent exposures are formed. Tfh, T follicular helper cells; TCR,
T-cell receptor; CD40L, CD40 ligand; IL, interleukin; TNF-α, tumor necrosis factor-alpha; IFNγ,
interferon-γ; TGF-β, transforming growth factor beta; IgG, immunoglobulin G.

Several genetic and non-genetic factors have been reported to be responsible for the
risk of inhibitor formation. Among the genetic risk factors also recognized as unmodi-
fiable risks, specific FVIII gene (F8) mutations that are responsible for the occurrence of
hemophilia A, such as large deletions and nonsense mutations, are strongly correlated
with inhibitor formation [16]. Additionally, a family history of inhibitors, patients of
non-Caucasian ethnicity—particularly of African descent—and specific immune response
genes (interleukin- [IL-] 10, cytotoxic T-lymphocyte Antigen-4 [CTLA-4], tumor necrosis
factor-alpha [TNF-α]) are further responsible for a higher risk of inhibitor development [17].

The non-genetic risk factors for inhibitor development are considered potentially-
modifiable risk factors. These environmental factors can be either non-related to treatment
(i.e., concomitant events, including intense inflammatory response, such as surgery and
infection) or treatment-related [18]. Among the treatment-related risk factors, intensity of
therapy, the regimen used (on-demand or prophylaxis) [19], the source of FVIII products,
which can be either plasma-derived FVIII (pdFVIII) or rFVIII products [20], and more
recently modified FVIII concentrates, such as EHL-rFVIII, can be mentioned.

3. Immunogenicity Aspects of Factor VIII Products

After controlling blood-borne diseases through viral inactivation techniques and the
development of recombinant products, inhibitor development became the most critical
safety concern for hemophilia A treatment. Therefore, the purity of pdFVIII [20] and
characteristics related to the production of rFVIII [7,21] have been proposed as risk factors
for inhibitor development.

Most inhibitors develop during the first 50 EDs to FVIII, particularly during the first
20 EDs [6]. Based on FVIII exposure, patients can be classified into two distinct groups:
previously untreated patients (PUPs) and previously treated patients (PTPs). In order to be
considered a PUP, the patient must not have received any previous treatment with factor
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concentrates. Nevertheless, some studies analyze PUPs and minimally-treated patients
(MTPs) together. MTPs are those who were exposed to ≤4 EDs to factor concentrate or
blood products. Inhibitor development is more common in PUPs, who are considered to be
intolerant to exogenous FVIII. Thus, PUPs studies have become essential to determine the
most relevant inhibitor risk factors, such as F8 mutation, family history, and other genetic
and non-genetic factors [18]. Despite the difficulties and limitations, PUPs studies are rele-
vant for understanding the immunogenicity of a specific FVIII concentrate or class of FVIII
products. In the United Kingdom Haemophilia Centre Doctors’ Organization (UKHCDO)
Registry, the reported incidence of inhibitors among PUPs with severe hemophilia A was
64.29 per 1000 persons-year [22]. In the FranceCoag cohort, the cumulative incidence was
35% [23]. The cumulative incidence of inhibitors reported in the prospective PUPs with
severe hemophilia A studies varied between 29.9–37.6% [7,24–26].

The definition of PTPs varies according to the study and usually includes patients who
were previously exposed to FVIII concentrates for over 75 to 150 EDs [27]. However, PTPs
can additionally be defined as patients tolerant to exogenous FVIII products after more
than 150 EDs [6]. The reported occurrence of inhibitors in PTPs with severe hemophilia A
ranges from 1.47 to 5.3 per 1000 persons-year [22,26,28,29].

Several studies reported discordant results on the immunogenicity of FVIII prod-
ucts. The RODIN study design was based on an extensive registry of PUPs with severe
hemophilia A, the PedNet (Pediatric Network on haemophilia management). Despite hav-
ing shown no significant difference in the risk of inhibitor development between pdFVIII
and rFVIII users, the RODIN study showed a higher incidence of inhibitors observed
in patients exposed to a second-generation full-length rFVIII produced in baby hamster
kidney (BHK) cells [7]. A similar result was further observed in other cohorts of PUPs with
severe hemophilia A in the UK [25] and France [23].

SIPPET (Study on Inhibitors in Plasma-Product Exposed Toddlers) is the only randomized-
controlled trial designed to evaluate the immunogenicity difference between pdFVIII and
rFVIII concentrates. A higher risk of inhibitors was observed among PUPs and MTPs
with severe hemophilia A treated with rFVIII products (cumulative inhibitor incidence
for pdFVIII and rFVIII was 26.7% and 44.5%, respectively) [5]. Some methodological
issues with the SIPPET trial were heavily debated, such as the unusual geographic dis-
tribution of the study population (73% of the cohort came from India, Egypt, and Iran).
Nevertheless, there are some potential explanations for the observed results. The higher
immunogenicity of rFVIII could be related to different post-translational modifications,
production in different cell lines, and the absence of other proteins, such as von Willebrand
factor (VWF) [30].

4. Current Therapies for Hemophilia A

Nowadays, hemophilia A prophylaxis can be divided into replacement and non-
replacement therapies. Replacement therapies comprehend both pdFVIII and rFVIII prod-
ucts, including standard half-life (SHL) rFVIII and EHL-rFVIII concentrates. Until 2022,
emicizumab was the only licensed non-replacement therapy available.

4.1. Replacement Therapy: Plasma-Derived Factor VIII Concentrates

Since 1985, with the application of viral inactivation methods for manufacturing
plasma-derived coagulation factor concentrates, a drastic reduction in the risk of blood-
borne infections with these products has been observed [31]. Even though these products
are considered safe and effective treatment alternatives, a concern of a theoretical risk of
transmissible agent contamination lingered for decades. This idea boosted the perception
of recombinant products as safer alternatives. However, the use of pdFVIII has regained
space after the results of the SIPPET study, suggesting a lower risk of inhibitors with this
type of FVIII concentrates [5].

The pdFVIII products are produced with the pooled plasma from thousands of blood
donors, resulting in considerable heterogeneity in the FVIII sequence found in these prod-
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ucts. This may result in a final FVIII product with lower immunogenicity. However, each
pdFVIII concentrate can differ according to the manufacturing process used, which is
mainly related to the purification method, viral inactivation process, and the protein used
to stabilize and protect FVIII molecules.

In the manufacturing process, FVIII is purified from the cryoprecipitate isolated from
a large volume of pooled human plasma. FVIII is finally purified via chromatographic tech-
niques using multiple precipitations, affinity chromatography, or ion-exchange chromatog-
raphy. The lyophilized FVIII then undergoes at least two methods of viral inactivation,
such as heat treatment and/or solvent/detergent treatment. Some pdFVIII concentrates
contain significant amounts of VWF, which is complexed with the FVIII protein, and are
recognized as VWF-containing pdFVIII. Alternately, there are pdFVIII products in which
albumin is added to stabilize and protect FVIII molecules. In addition, other small plasma
proteins and other molecules, such as fibronectin, immunoglobulins, and fibrinogen, can
be present in pdFVIII concentrates [32].

The presence of different plasma proteins may influence the immunogenicity of
pdFVIII concentrates. VWF has been proposed as a critical chaperone molecule in re-
ducing the immunogenicity of therapeutic FVIII in patients with hemophilia A. There
is evidence suggesting that the inhibitor development incidence is lower when patients
are treated with VWF-containing pdFVIII compared with recombinant products without
VWF [33]. Other constituents that have been suggested to be involved in decreasing the
immunogenicity of pdFVIII include transforming growth factor beta (TGF-β) and IL-10 [20].

Antigen competition and bystander suppression are possible mechanisms involved
in the decrease of inhibitors observed among patients treated with pdFVIII products. The
additional proteins present in pdFVIII concentrates may compete with FVIII for MHC class
II presentation. In addition, the presence of T regulatory cells (Tregs) against these other
protein components in pdFVIII may elicit bystander suppression, inhibiting FVIII-specific
T cells or promoting their differentiation into Tregs [20].

Table 1 summarizes the main characteristics of pdFVIII products currently available
for hemophilia A treatment.

4.2. Replacement Therapy: Standard Half-Life (SHL) Recombinant FVIII Products

Recombinant FVIII products became possible after cloning the FVIII gene in 1984. Less
than three years later, the first clinical trials with rFVIII were initiated, and in 1992, the
first rFVIII product was licensed. However, several differences can be observed in rFVIII
production and formulation. One is related to the FVIII cDNA sequence used, which can
be of full-length (FL) or B domain-deleted (BDD) FVIII [34].

The development of rFVIII products introduced a significant safety-related advantage,
adding to the previously used viral inactivation processes in manufacturing pdFVIII: the
progressive removal of animal and human proteins in these products. The different rFVIII
generations are defined according to the evolution of their manufacturing process. First-
generation rFVIII concentrates use animal-derived proteins in the cell culture medium,
and human serum albumin is added to stabilize the final rFVIII formulation. Second-
generation rFVIII concentrates use human- or animal-derived proteins in the cell culture
medium, but not in the final formulation of these concentrates. Third-generation rFVIII
concentrates are plasma/albumin-free products. The system used in producing these rFVIII
includes a culture medium free of animal- or human-derived additives and uses different
stabilizers such as sucrose, trehalose, or L- histidine [35]. We can further include the fourth-
generation, which differs in the employed cell lineage. While former products use Chinese
hamster ovary (CHO) or BHK cell lines, fourth-generation rFVIII is produced in the human
embryonic kidney cell line (HEK293F), which ensures human-specific post-translational
protein processing [36].
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Table 1. Characteristics of plasma-derived factor VIII products currently used for hemophilia A treatment.

Product Company Year of First
Licensing

Half-Life
(Hours)

VWF:RCo/FVIII:C
Ratio

Immunogenicity
PTPs (%)

Immunogenicity
PUPs (%) Ref.

Hemofil M Takeda 1966 15 NA 0 2.77 [37]

Alphanate Grifols 1978 18 1.21 NA NA [38]

Humate-P CSL Behring 1981 12.6 2.4 NA NA [39]

Koate-DVI Kedrion 1992 16 1.1 NA NA [38]

Octanate Octapharma 1998 11–14 0.4 0 9.8 All inhibitors
7.8 HT inhibitors [40,41]

Wilate Octapharma 2009 13.1 h (OSA)
11.2 h (CSA) 1.1 0 0 * [42,43]

* Data obtained in a PUPs study, where only 11 patients were exposed to Wilate [42]. PTPs, previously treated
patients; PUPs, previously untreated patients; VWF:RCo, von Willebrand ristocetin co-factor; FVIII:C, factor VIII
activity; HT, high titer; OSA, one-stage clotting assay; CSA, chromogenic substrate assay; NA, not available;
Ref., references.

Post-translational modifications (PTMs) can differ among rFVIII products and may
influence the biosynthesis, clearance, and immunogenicity of rFVIII products. FVIII con-
tains six sulfated tyrosine residues that play a crucial role in the FVIII activation of the
coagulation pathway and the interaction between FVIII and VWF. The residue located at
tyrosine 1680 (Tyr1680) is essential for interacting with VWF. Although pdFVIII is fully
sulfated at Tyr1680 residue, in some rFVIII products, there is incomplete sulphation at this
site, which can influence the half-life of FVIII and potentially influence the immunogenicity
of this product. In addition, FVIII is a highly-glycosylated protein, and the pattern of the
FVIII glycosylation differs according to the FVIII-producing cells. This could partly explain
the differences in the occurrence of inhibitors among patients treated with pdFVIII and
rFVIII or among rFVIII produced in different cell lines, such as second-generation rFVIII
manufactured using BHK cells [20].

Differences among the SHL-rFVIII products currently available for hemophilia A
treatment are shown in Table 2.
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Table 2. Characteristics of standard half-life (SHL) recombinant factor VIII products currently used for hemophilia A treatment.

Product (Brand) Company Year of First
Licensing

rFVIII
Generation

Cell
Line Stabilizer FVIII Half-Life

(Hours)
Immunogenicity

PTPs (%)
Immunogenicity

PUPs (%) Ref.

Octocog alfa
(Recombinate) Takeda 1992 First CHO Human

albumin full-length 15 0.12 All inhibitors
0.06 HT inhibitors

23.9 All inhibitors
11.3 HT Inhibitors [44–46]

Octocog alfa
(Kogenate FS) Bayer 1993 Second BHK Sucrose full-length 11 No inhibitors 15–50.1 All inhibitors

9.8–31.6 HT inhibitor [9,23,47]

Octocog alfa
(Advate) Takeda 2003 Third CHO Trehalose full-length 9–12 0.92 All inhibitors 29.1–38 All inhibitors

12.7–26 HT inhibitors [48–50]

Moroctocog alfa
(Xyntha/

ReFacto AF)
Pfizer 2008 Third CHO Sucrose B-domain

deleted 8–11 1.47 All inhibitors 33 All inhibitors
14.5 HT inhibitors [51,52]

Turoctocog alfa
(Novoeight) Novo Nordisk 2013 Third CHO Sucrose B-domain

truncated 11 No inhibitors 43.1 All inhibitors
27.6 HT inhibitors [53,54]

Simoctocog alfa
(Nuwiq) Octapharma 2015 Fourth HEK Sucrose/

arginine full-length 12–17 No inhibitors 26.7 All inhibitors
16.2 HT inhibitors [36,55]

Octogog alfa
(Kovaltry) Bayer 2016 Third BHK Sucrose full-length 12.2–14.2 0.93 All inhibitors 54.8 All inhibitors

40.5 HT inhibitors * [56,57]

Lonoctocog alfa
(Afstyla) CSL Behring 2016 Third CHO Sucrose/

L-histidine,

B-domain
truncated

single chain
14.5 No inhibitors 52 All inhibitors

26 HT inhibitors ** [58]

* Kovaltry USA Package Insert. Ongoing Leopold Kids (Part B) (NCT01311648). ** Afstyla USA Package Insert. Ongoing CSL627 UNDERSCORE 3001 (NCT02172950). PTPs, previously
treated patients; PUPs, previously untreated patients; FVIII, factor VIII; rFVIII, recombinant factor VIII; HT, high titer; CHO, Chinese hamster ovary cell line, BHK, baby hamster kidney
cell line; HEK, human embryonic kidney; Ref., references.
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4.3. Replacement Therapy: Extended Half-Life (EHL) Recombinant FVIII Products

The technological evolution of the production of biosimilars, such as recombinant
clotting factors, has enabled scientists to explore new alternatives. Frequent intravenous
infusion is considered a significant burden in hemophilia treatment, increasing the need
for central venous catheters in young patients and compromising adherence, particularly
in children and adolescents. To fulfill the unmet need for a user-friendly dosing scheme,
clotting factor concentrates with EHL have been developed since the 2010s [59,60].

The EHL clotting factor concentrates must have an increased half-life by at least
1.3 times over SHL products [3]. The average half-life of FVIII ranges between 10 to 14 hours,
which may be lower in pediatric patients and, despite age, can additionally be influenced
by body weight, VWF concentration, and ABO blood group [61,62]. Different technologies
have been used to increase FVIII half-life, including conjugation with polyethylene glycol
(PEG) molecule [63–65] and fusion with other proteins such as the fragment crystallizable
(Fc) of IgG1 [66]. However, the new bioengineered molecules of FVIII have achieved a
minor improvement in the half-life—only 1.5 to 1.8 times compared to SHL-rFVIII products.
This modest improvement in FVIII pharmacokinetics (PK) parameters is probably due to
the VWF half-life, which binds to FVIII in the circulation and protects FVIII from otherwise
rapid clearance [60].

Recently, BIVV001 (rFVIIIFc-VWF-XTEN, efanesoctocog alfa) was developed. This
new EHL-rFVIII incorporates two new technologies and comprehends a single rFVIII
molecule fused to dimeric Fc, a D′D3 domain of VWF (FVIII–binding domain), and two
XTEN hydrophilic polypeptides. The covalent link to the VWF D′D3 domain prevents
binding between rFVIII and endogenous VWF. BIVV001 has a half-life that is three to
four times longer than that of SHL-rFVIII products [67], resulting in a clinical benefit
similar to what was observed with EHL recombinant factor IX products. Until early 2022,
BIVV001 remains in phase 3 clinical trial (NCT04161495 and NCT04644575) and is not yet
commercially available [68].

Regarding EHL-rFVIII immunogenicity, the recently published studies did not demon-
strate a higher inhibitor occurrence compared to other SHL-rFVIII products (Table 3).
Furthermore, additional concerns should be observed depending on the technology used,
such as the possibility of anti-PEG antibody occurrence. Although free PEG molecules
in solution are known to be non-immunogenic, when conjugated, as in PEGylated drugs,
they can, on some occasions, induce an immune response. The presence of anti-PEG IgG
and IgM can cause a loss of efficacy due to the acceleration of drug clearance. In addition,
hypersensitivity reactions with allergic symptoms have been reported [69].

For several decades, PEG has been widely present in cosmetics, processed foods, phar-
maceuticals, hygiene products, household cleaning products, agriculture, and industrial
manufacturing. The reported prevalence of pre-existing anti-PEG antibodies in the general
population was up to 44% [70]. In fact, in the pediatric pivotal clinical trial of turoctocog
alfa pegol (N8-GP, Novo Nordisk), pathfinder™ 5, 21 severe hemophilia A patients (31.4 %)
were observed to have anti-PEG antibodies before receiving N8-GP. Yet, the study reported
that the presence of anti-PEG antibodies did not affect FVIII activity or the product’s effi-
cacy [71]. In the PROTECT VIII Kids study, the pivotal pediatric clinical trial of damoctocog
alfa pegol (JIVI®, Bayer), 11 severe hemophilia A patients (34.4%) younger than six years
old discontinued the study. The reasons for the discontinuation included loss of efficacy
and/or hypersensitivity reactions that occurred within the first four EDs. Four patients
tested positive for the anti-PEG antibodies at screening and/or during the study [72].

The advent of EHL-rFVIII products enables more flexible treatment regimens, which
are adjustable to real-world clinical use and patient lifestyle. These characteristics contribute
to improving treatment individualization, with better adherence by reducing the number of
infusions and/or targeting higher trough levels [73], and, therefore, have a relevant impact
on treatment efficacy.
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4.4. Non-Replacement Therapy for Hemophilia A: Emicizumab

Replacement therapy has been the standard treatment option for hemophilia for
several decades. However, a significant improvement was recently achieved with the
development of non-replacement therapies. This class of new agents aims to either restore
the hemostasis using mimetic products or establish a unique balance of the hemostasis,
thereby inhibiting the anticoagulant pathways [60].

Emicizumab is the first non-replacement agent licensed for prophylaxis to prevent
or reduce the frequency of bleeding episodes in patients with hemophilia A, regardless of
the presence of anti-FVIII inhibitors. Emicizumab is a humanized bispecific monoclonal
antibody with binding sites to activated factor IX and factor X, mimicking the co-factorial
activity of FVIII [74]. In addition, emicizumab is administered subcutaneously, dosing
each 1, 2, or 4 weeks, thereby overcoming the burden associated with frequent intravenous
injections, with the same effectiveness regardless of age [4,60].

Emicizumab has low immunogenicity, with anti-drug antibodies (ADAs) reported in
34 (5.1%) of 668 male hemophilia A patients with and without FVIII inhibitors, which were
pooled from seven phase 3/3b clinical studies (HAVEN 1–5, HOHOEMI, and STASEY). The
patients’ median age was 28 years old (range 0.3–80), including 98 patients under 12 years
of age. Another fact worthy of mention is that ADAs were transient in 14/34 (41.2%)
hemophilia A patients and were associated with a decreased emicizumab concentration in
only 4/668 (0.6%). Of those, only one (0.1%) discontinued emicizumab due to the loss of
efficacy [75].

The use of emicizumab in PUPs with severe hemophilia A remains debatable. How-
ever, there are some advantages in very young patients due to the subcutaneous route of
administration, avoiding venous access burden and postponing inhibitor development in
patients at high risk of developing FVIII inhibitors. Meanwhile, this medication provides
effective prevention against intracranial bleeding, a relatively common bleeding in early
life. However, one potential disadvantage may be the development of FVIII inhibitors in
high-risk circumstances, such as during major trauma or surgery [59]. In addition, the ex-
perience of emicizumab in very young people is limited. HAVEN 7, a phase 3b clinical trial,
is ongoing to evaluate the efficacy and safety in PUPs or MTPs with hemophilia A without
inhibitors, including patients from birth up to ≤12 months of age (NCT04431726) [76].
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Table 3. Characteristics of extended half-life (EHL) recombinant factor VIII products, licensed in 2022.

Product (Brand) Company Year of First
Licensing Technology Cell Line FVIII Half-Life

(Hours)
Immunogenicity

PTPs (%)
Immunogenicity

PUPs (%) Ref.

Efmoroctocog alfa
(Elocta, Eloctate) Sanofi 2014 IgG1-Fc-fusion HEK B-domain

deleted
19 (OSA)

20.9 (CSA)
No inhibitor

No anaphylaxis

31.1 All inhibitors
15.6 HT inhibitors

No anaphylaxis
[66,67,77,78]

Rurioctocog alfa pegol
(Adynovi, Adynovate) Takeda 2015 Random

PEGylation CHO full-length 14.3–16
(OSA)

No inhibitor
No anaphylaxis 19.2 All inhibitors [63,73,79]

Damoctocog alfa pegol
(JIVI) Bayer 2018 Site-specific

PEGylation BHK B-domain
deleted

19 (OSA)
(>12 yo)

15–16 (OSA)
(<12 yo)

No inhibitor
1.5 hypersensibility

3.7 anti-PEG Ab
NA [64,72]

Turoctocog alfa pegol
(N8-GP, Esperoct) Novo Nordisk 2019 Site-specific

glycoPEGylation CHO B-domain
truncated

15.8–19.9 (CSA)
(>12 yo)

13.2–14.2 (CSA)
(<12 yo)

0.6 All inhibitors
12.3 anti-PEG Ab

(>12 yo)
29.4 anti-PEG Ab

(<12 yo)

29.9 All inhibitors
14.9 HT inhibitors

No anaphylaxis
[65,71,80]

PTPs, previously treated patients; PUPs, previously untreated patients; FVIII, factor VIII; CHO, Chinese hamster ovary cell line, BHK, baby hamster kidney cell line; HEK, human
embryonic kidney; OSA, one-stage clotting assay; CSA, chromogenic substrate assay; Ab, antibody; NA, not available; Ref., references.
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5. Conclusions

Hemophilia A treatment has improved significantly over the last few decades. How-
ever, the occurrence of FVIII inhibitors compromises the efficacy of the replacement prod-
ucts used for hemophilia A therapy. Several risk factors have been associated with the
development of inhibitors, including the type and class of FVIII concentrates. Understand-
ing and recognizing the immunogenicity of FVIII products has become one of the leading
research interests in recent decades.

New bioengineered clotting factors, such as EHL-rFVIII products, were developed
to improve prophylaxis effectiveness and ameliorate the burdensomeness of frequent
intravenous administration [4]. However, immunogenicity involving EHL-rFVIII concen-
trates continues to be the major adverse event associated with the use of these products.
More recently, emicizumab, a non-replacement therapy, represents a unique alternative
for hemophilia A patients to effectively prevent bleeding, regardless of the presence of
inhibitors [60,76].

New alternatives are under development to overcome the limitations resulting from
the immunogenicity of replacement therapy products to increase access to safe hemophilia
A treatment options [60].

Author Contributions: A.N.L.P., G.G.Y.-H. and M.C.O. co-wrote the manuscript. J.O.F.-G. produced
the figure and critically reviewed the manuscript. All authors have read and agreed to the published
version of the manuscript.

Funding: This research was funded by the Coordination for the Improvement of Higher Educa-
tion Personnel—Brazil (Coordenação de Aperfeiçoamento de Pessoal de Nível Superior, CAPES)—
Financing Code 001.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data sharing not applicable.

Acknowledgments: The authors thank Raquel S. Foglio for her assistance in the English review.

Conflicts of Interest: A.N.L.P. received research support for her institution from BioMarin, Novo
Nordisk, Roche, and Takeda, and has participated as speaker and/or in advisory boards sponsored
by Bayer, BioMarin, Grifols, Novo Nordisk, Roche, Sanofi, and Takeda. J.O.F.-G. has no conflict of
interest to declare. G.G.Y.-H. has participated as a speaker sponsored by BioMarin, Novo Nordisk,
Pfizer, and Roche. M.C.O. received research support for her institution from BioMarin, Novo Nordisk,
Pfizer, Sanofi, Roche, and Takeda, has participated as a speaker and/or in advisory boards sponsored
by Bayer, BioMarin, Novo Nordisk, Pfizer, Roche, Sanofi, and Takeda, participated as council member
of Novo Nordisk Haemophilia Foundation, and grant reviewer supported by Grifols and Pfizer.

References
1. Berntorp, E.; Fischer, K.; Hart, D.P.; Mancuso, M.E.; Stephensen, D.; Shapiro, A.D.; Blanchette, V. Haemophilia. Nat. Rev. Dis.

Primers 2021, 7, 45. [CrossRef] [PubMed]
2. Srivastava, A.; Santagostino, E.; Dougall, A.; Kitchen, S.; Sutherland, M.; Pipe, S.W.; Carcao, M.; Mahlangu, J.; Ragni, M.V.;

Windyga, J.; et al. WFH Guidelines for the Management of Hemophilia, 3rd edition. Haemophilia 2020, 26 (Suppl. 6), 1–158.
[CrossRef]

3. Mahlangu, J.; Young, G.; Hermans, C.; Blanchette, V.; Berntorp, E.; Santagostino, E. Defining extended half-life rFVIII-A critical
review of the evidence. Haemophilia 2018, 24, 348–358. [CrossRef]

4. Mancuso, M.E.; Mahlangu, J.N.; Pipe, S.W. The changing treatment landscape in haemophilia: From standard half-life clotting
factor concentrates to gene editing. Lancet 2021, 397, 630–640. [CrossRef]

5. Peyvandi, F.; Mannucci, P.M.; Garagiola, I.; El-Beshlawy, A.; Elalfy, M.; Ramanan, V.; Eshghi, P.; Hanagavadi, S.; Varadarajan, R.;
Karimi, M.; et al. A Randomized Trial of Factor VIII and Neutralizing Antibodies in Hemophilia A. New Engl. J. Med. 2016, 374,
2054–2064. [CrossRef]

6. Berg, H.M.V.D.; Fischer, K.; Carcao, M.; Chambost, H.; Kenet, G.; Kurnik, K.; Königs, C.; Male, C.; Santagostino, E.; Ljung, R.; et al.
Timing of inhibitor development in more than 1000 previously untreated patients with severe hemophilia A. Blood 2019, 134,
317–320. [CrossRef] [PubMed]

http://doi.org/10.1038/s41572-021-00278-x
http://www.ncbi.nlm.nih.gov/pubmed/34168126
http://doi.org/10.1111/hae.14046
http://doi.org/10.1111/hae.13438
http://doi.org/10.1016/S0140-6736(20)32722-7
http://doi.org/10.1056/NEJMoa1516437
http://doi.org/10.1182/blood.2019000658
http://www.ncbi.nlm.nih.gov/pubmed/31186271


Pharmaceuticals 2022, 15, 911 12 of 15

7. Gouw, S.C.; van der Bom, J.G.; Ljung, R.; Escuriola, C.; Cid, A.R.; Claeyssens-Donadel, S.; van Geet, C.; Kenet, G.; Mäkipernaa, A.;
Molinari, A.C.; et al. Factor VIII Products and Inhibitor Development in Severe Hemophilia A. N. Engl. J. Med. 2013, 368, 231–239.
[CrossRef]

8. Montalvão, S.A.L.; Tucunduva, A.C.; Siqueira, L.H.; Sambo, A.L.A.; Medina, S.S.; Ozelo, M.C. A longitudinal evaluation of
anti-FVIII antibodies demonstrated IgG4 subclass is mainly correlated with high-titre inhibitor in haemophilia A patients.
Haemophilia 2015, 21, 686–692. [CrossRef]

9. Abshire, T.C.; Brackmann, H.H.; Scharrer, I.; Hoots, K.; Gazengel, C.; Powell, J.S.; Gorina, E.; Kellermann, E.; Vosburgh, E.
Sucrose formulated recombinant human antihemophilic factor VIII is safe and efficacious for treatment of hemophilia A in home
therapy—International Kogenate-FS Study Group. Thromb. Haemost. 2000, 83, 811–816.

10. Montalvão, S.A.D.L.; Tucunduva, A.C.; Sambo, A.L.D.A.; De Paula, E.V.; Medina, S.D.S.; Ozelo, M.C. Heat treatment of samples
improve the performance of the Nijmegen–Bethesda assay in hemophilia A patients undergoing immune tolerance induction.
Thromb. Res. 2015, 136, 1280–1284. [CrossRef]

11. Whelan, S.F.J.; Hofbauer, C.J.; Horling, F.M.; Allacher, P.; Wolfsegger, M.; Oldenburg, J.; Male, C.; Windyga, J.; Tiede, A.; Schwarz,
H.P.; et al. Distinct characteristics of antibody responses against factor VIII in healthy individuals and in different cohorts of
hemophilia A patients. Blood 2013, 121, 1039–1048. [CrossRef] [PubMed]

12. Schweiger, H.; Rejtő, J.; Hofbauer, C.J.; Berg, V.; Allacher, P.; Zwiauer, K.; Feistritzer, C.; Schuster, G.; Ay, C.; Reipert, B.M.; et al.
Nonneutralizing FVIII-specific antibody signatures in patients with hemophilia A and in healthy donors. Blood Adv. 2022, 6,
946–958. [CrossRef] [PubMed]

13. Hofbauer, C.J.; Kepa, S.; Schemper, M.; Quehenberger, P.; Reitter-Pfoertner, S.; Mannhalter, C.; Reipert, B.M.; Pabinger, I. FVIII-
binding IgG modulates FVIII half-life in patients with severe and moderate hemophilia A without inhibitors. Blood 2016, 128,
293–296. [CrossRef]

14. Jing, W.; Chen, J.; Cai, Y.; Chen, Y.; Schroeder, J.A.; Johnson, B.D.; Cui, W.; Shi, Q. Induction of activated T follicular helper cells is
critical for anti-FVIII inhibitor development in hemophilia A mice. Blood Adv. 2019, 3, 3099–3110. [CrossRef] [PubMed]

15. Lacroix-Desmazes, S.; Voorberg, J.; Lillicrap, D.; Scott, D.W.; Pratt, K.P. Tolerating Factor VIII: Recent Progress. Front. Immunol.
2020, 10, 2991. [CrossRef] [PubMed]

16. Gouw, S.C.; Berg, H.M.V.D.; Oldenburg, J.; Astermark, J.; de Groot, P.G.; Margaglione, M.; Thompson, A.R.; van Heerde, W.;
Boekhorst, J.; Miller, C.H.; et al. F8 gene mutation type and inhibitor development in patients with severe hemophilia A:
Systematic review and meta-analysis. Blood 2012, 119, 2922–2934. [CrossRef] [PubMed]

17. Astermark, J.; Donfield, S.M.; Gomperts, E.D.; Schwarz, J.; Menius, E.D.; Pavlova, A.; Oldenburg, J.; Kessing, B.; DiMichele, D.M.;
Shapiro, A.D.; et al. The polygenic nature of inhibitors in hemophilia A: Results from the Hemophilia Inhibitor Genetics Study
(HIGS) Combined Cohort. Blood 2013, 121, 1446–1454. [CrossRef]

18. Carcao, M.; Re, W.; Ewenstein, B. The role of previously untreated patient studies in understanding the development of FVIII
inhibitors. Haemophilia 2015, 22, 22–31. [CrossRef]

19. Gouw, S.C.; Berg, H.M.V.D.; Fischer, K.; Auerswald, G.; Carcao, M.; Chalmers, E.; Chambost, H.; Kurnik, K.; Liesner, R.; Petrini,
P.; et al. Intensity of factor VIII treatment and inhibitor development in children with severe hemophilia A: The RODIN study.
Blood 2013, 121, 4046–4055. [CrossRef]

20. Lai, J.; Hough, C.; Tarrant, J.; Lillicrap, D. Biological considerations of plasma-derived and recombinant factor VIII immunogenicity.
Blood 2017, 129, 3147–3154. [CrossRef]

21. Aledort, L.M.; Navickis, R.J.; Wilkes, M.M. Can B-domain deletion alter the immunogenicity of recombinant factor VIII? A
meta-analysis of prospective clinical studies. J. Thromb. Haemost. 2011, 9, 2180–2192. [CrossRef]

22. Hay, C.R.; Palmer, B.; Chalmers, E.; Liesner, R.; Maclean, R.; Rangarajan, S.; Williams, M.; Collins, P.W.; United Kingdom
Haemophilia Centre Doctors’ Organisation (UKHCDO). Incidence of factor VIII inhibitors throughout life in severe hemophilia A
in the United Kingdom. Blood 2011, 117, 6367–6370. [CrossRef] [PubMed]

23. Calvez, T.; Chambost, H.; D’Oiron, R.; Dalibard, V.; Demiguel, V.; Doncarli, A.; Gruel, Y.; Huguenin, Y.; Lutz, P.; Rothschild,
C.; et al. Analyses of the FranceCoag cohort support differences in immunogenicity among one plasma-derived and two
recombinant factor VIII brands in boys with severe hemophilia A. Haematologica 2017, 103, 179–189. [CrossRef] [PubMed]

24. Calvez, T.; Chambost, H.; Claeyssens-Donadel, S.; D’Oiron, R.; Goulet, V.; Guillet, B.; Héritier, V.; Milien, V.; Rothschild, C.;
Roussel-Robert, V.; et al. Recombinant factor VIII products and inhibitor development in previously untreated boys with severe
hemophilia A. Blood 2014, 124, 3398–3408. [CrossRef] [PubMed]

25. Collins, P.W.; Palmer, B.P.; Chalmers, E.A.; Hart, D.P.; Liesner, R.; Rangarajan, S.; Talks, K.; Williams, M.; Hay, C.R.M. Factor VIII
brand and the incidence of factor VIII inhibitors in previously untreated UK children with severe hemophilia A, 2000–2011. Blood
2014, 124, 3389–3397. [CrossRef] [PubMed]

26. Fischer, K.; Lassila, R.; Peyvandi, F.; Calizzani, G.; Gatt, A.; Lambert, T.; Windyga, J.; Iorio, A.; Gilman, E.; Makris, M.; et al.
Inhibitor development in haemophilia according to concentrate. Four-year results from the European Haemophilia Safety
Surveillance (EUHASS) project. Thromb. Haemost. 2015, 113, 968–975. [CrossRef]

27. Iorio, A.; Puccetti, P.; Makris, M. Clotting factor concentrate switching and inhibitor development in hemophilia A. Blood 2012,
120, 720–727. [CrossRef]

28. Kempton, C.L.; Soucie, J.M.; Abshire, T.C. Incidence of inhibitors in a cohort of 838 males with hemophilia A previously treated
with factor VIII concentrates. J. Thromb. Haemost. 2006, 4, 2576–2581. [CrossRef]

http://doi.org/10.1056/NEJMoa1208024
http://doi.org/10.1111/hae.12646
http://doi.org/10.1016/j.thromres.2015.08.014
http://doi.org/10.1182/blood-2012-07-444877
http://www.ncbi.nlm.nih.gov/pubmed/23243272
http://doi.org/10.1182/bloodadvances.2021005745
http://www.ncbi.nlm.nih.gov/pubmed/34847225
http://doi.org/10.1182/blood-2015-10-675512
http://doi.org/10.1182/bloodadvances.2019000650
http://www.ncbi.nlm.nih.gov/pubmed/31648333
http://doi.org/10.3389/fimmu.2019.02991
http://www.ncbi.nlm.nih.gov/pubmed/31998296
http://doi.org/10.1182/blood-2011-09-379453
http://www.ncbi.nlm.nih.gov/pubmed/22282501
http://doi.org/10.1182/blood-2012-06-434803
http://doi.org/10.1111/hae.12790
http://doi.org/10.1182/blood-2012-09-457036
http://doi.org/10.1182/blood-2016-11-750885
http://doi.org/10.1111/j.1538-7836.2011.04472.x
http://doi.org/10.1182/blood-2010-09-308668
http://www.ncbi.nlm.nih.gov/pubmed/21471523
http://doi.org/10.3324/haematol.2017.174706
http://www.ncbi.nlm.nih.gov/pubmed/29025913
http://doi.org/10.1182/blood-2014-07-586347
http://www.ncbi.nlm.nih.gov/pubmed/25253771
http://doi.org/10.1182/blood-2014-07-580498
http://www.ncbi.nlm.nih.gov/pubmed/25339360
http://doi.org/10.1160/TH14-10-0826
http://doi.org/10.1182/blood-2012-03-378927
http://doi.org/10.1111/j.1538-7836.2006.02233.x


Pharmaceuticals 2022, 15, 911 13 of 15

29. Xi, M.; Makris, M.; Marcucci, M.; Santagostino, E.; Mannucci, P.M.; Iorio, A. Inhibitor development in previously treated
hemophilia A patients: A systematic review, meta-analysis, and meta-regression. J. Thromb. Haemost. 2013, 11, 1655–1662.
[CrossRef]

30. Peyvandi, F.; Miri, S.; Garagiola, I. Immune Responses to Plasma-Derived Versus Recombinant FVIII Products. Front. Immunol.
2021, 11, 591878. [CrossRef]

31. Mannucci, P.M. Clinical evaluation of viral safety of coagulation factor VIII and IX concentrates. Vox Sang. 1993, 64, 197–203.
[CrossRef] [PubMed]

32. D’Amici, G.M.; Blasi, B.; D’Alessandro, A.; Vaglio, S.; Zolla, L. Plasma-derived clotting factor VIII: Heterogeneity evaluation in
the quest for potential inhibitory-antibody stimulating factors. Electrophoresis 2011, 32, 2941–2950. [CrossRef] [PubMed]

33. Goudemand, J.; Rothschild, C.; DeMiguel, V.; Vinciguerra, C.; Lambert, T.; Chambost, H.; Borel-Derlon, A.; Claeyssens, S.;
Laurian, Y.; Calvez, T.; et al. Influence of the type of factor VIII concentrate on the incidence of factor VIII inhibitors in previously
untreated patients with severe hemophilia A. Blood 2006, 107, 46–51. [CrossRef]

34. Pipe, S. Recombinant clotting factors. Thromb. Haemost. 2008, 99, 840–850. [CrossRef] [PubMed]
35. Schiavoni, M.; Napolitano, M.; Giuffrida, G.; Coluccia, A.; Siragusa, S.; Calafiore, V.; Lassandro, G.; Giordano, P. Status of

Recombinant Factor VIII Concentrate Treatment for Hemophilia A in Italy: Characteristics and Clinical Benefits. Front. Med. 2019,
6, 261. [CrossRef]

36. Lissitchkov, T.; Klukowska, A.; Pasi, J.; Kessler, C.M.; Klamroth, R.; Liesner, R.J.; Belyanskaya, L.; Walter, O.; Knaub, S.; Bichler,
J.; et al. Efficacy and safety of simoctocog alfa (Nuwiq®) in patients with severe hemophilia A: A review of clinical trial data from
the GENA program. Ther. Adv. Hematol. 2019, 10, 2040620719858471. [CrossRef]

37. Lusher, J.M. Viral safety and inhibitor development associated with monoclonal antibody-purified F VIII C. Ann. Hematol. 1991,
63, 138–141. [CrossRef]

38. Batlle, J.; Fernandez, M.F.L.; Fraga, E.L.; Tillo, A.R.; Rodríguez, A.P. Von Willebrand factor/factor VIII concentrates in the
treatment of von Willebrand disease. Blood Coagul. Fibrinolysis 2009, 20, 89–100. [CrossRef]

39. Berntorp, E.; Archey, W.; Auerswald, G.; Federici, A.B.; Franchini, M.; Knaub, S.; Kreuz, W.; Lethagen, S.; Mannucci, P.M.;
Pollmann, H.; et al. A systematic overview of the first pasteurised VWF/FVIII medicinal product, Haemate®P/ Humate®-P:
History and clinical performance. Eur. J. Haematol. 2008, 80, 3–35. [CrossRef]

40. Klukowska, A.; Komrska, V.; Vdovin, V.; Pavlova, A.; Jansen, M.; Lowndes, S.; Belyanskaya, L.; Walter, O.; Laguna, P. Low
incidence of factor VIII inhibitors in previously untreated patients with severe haemophilia A treated with octanate®: Final report
from a prospective study. Haemophilia 2018, 24, 221–228. [CrossRef]

41. Klukowska, A.; Komrska, V.; Vdovin, V.; Zozulya, N.; Lissitchkov, T.; Oldenburg, J.; Ettingshausen, C.E. octanate®: Over 20 years
of clinical experience in overcoming challenges in haemophilia A treatment. Ther. Adv. Hematol. 2020, 11, 2040620720914692.
[CrossRef] [PubMed]

42. Vézina, C.; Carcao, M.; Infante-Rivard, C.; Lillicrap, D.; Stain, A.M.; Paradis, E.; Teitel, J.; Rivard, G.E. The Association of
Hemophilia Clinic Directors of Canada and of the Canadian Association of Nurses in Hemophilia Care Incidence and risk factors
for inhibitor development in previously untreated severe haemophilia A patients born between 2005 and 2010. Haemophilia 2014,
20, 771–776. [CrossRef]

43. Klukowska, A.; Windyga, J.; Batorova, A. Clinical efficacy of a novel VWF-containing FVIII concentrate, Wilate®, in the
prophylaxis and treatment of bleeding episodes in previously treated haemophilia A patients. Thromb. Res. 2011, 127, 247–253.
[CrossRef]

44. Bray, G.L.; Gomperts, E.D.; Courter, S.; Gruppo, R.; Gordon, E.M.; Manco-Johnson, M.; Shapiro, A.; Scheibel, E.; White, G.; Lee, M.
A multicenter study of recombinant factor VIII (recombinate): Safety, efficacy, and inhibitor risk in previously untreated patients
with hemophilia A. The Recombinate Study Group. Blood 1994, 83, 2428–2435. [PubMed]

45. Laurian, Y.; Satre, E.P.; Derlon, A.B.; Chambost, H.; Moreau, P.; Goudemand, J.; Parquet, A.; Peynet, J.; Vicariot, M.; Beurrier,
P.; et al. French Previously Untreated Patients with Severe Hemophilia A after Exposure to Recombinant Factor VIII: Incidence of
Inhibitor and Evaluation of Immune Tolerance. Thromb. Haemost. 1998, 80, 779–783. [CrossRef]

46. Ewenstein, B.M.; Gomperts, E.D.; Pearson, S.; O’Banion, M.E. Inhibitor development in patients receiving recombinant factor VIII
(Recombinate rAHF/Bioclate): A prospective pharmacovigilance study. Haemophilia 2004, 10, 491–498. [CrossRef]

47. Kreuz, W.; Gill, J.C.; Rothschild, C.; Manco-Johnson, M.J.; Lusher, J.M.; Kellermann, E.; Gorina, E.; Larson, P.J.; International
Kogenate-FS Study Group. Full-length sucrose-formulated recombinant factor VIII for treatment of previously untreated or
minimally treated young children with severe haemophilia A: Results of an international clinical investigation. Thromb. Haemost.
2005, 93, 457–467. [CrossRef]

48. Tarantino, M.D.; Collins, P.W.; Hay, C.R.M.; Shapiro, A.; Gruppo, R.A.; Berntorp, E.; Bray, G.L.; Tonetta, S.A.; Schroth, P.C.;
Retzios, A.D.; et al. Clinical evaluation of an advanced category antihaemophilic factor prepared using a plasma/albumin-free
method: Pharmacokinetics, efficacy, and safety in previously treated patients with haemophilia A1. Haemophilia 2004, 10, 428–437.
[CrossRef]

49. Auerswald, G.; Thompson, A.A.; Recht, M.; Brown, D.; Liesner, R.; Guzmán-Becerra, N.; Dyck-Jones, J.; Ewenstein, B.; Abbuehl,
B. Experience of Advate rAHF-PFM in previously untreated patients and minimally treated patients with haemophilia A. Thromb.
Haemost. 2012, 107, 1072–1082. [CrossRef]

http://doi.org/10.1111/jth.12335
http://doi.org/10.3389/fimmu.2020.591878
http://doi.org/10.1111/j.1423-0410.1993.tb03055.x
http://www.ncbi.nlm.nih.gov/pubmed/8517048
http://doi.org/10.1002/elps.201100246
http://www.ncbi.nlm.nih.gov/pubmed/21997645
http://doi.org/10.1182/blood-2005-04-1371
http://doi.org/10.1160/TH07-10-0593
http://www.ncbi.nlm.nih.gov/pubmed/18449413
http://doi.org/10.3389/fmed.2019.00261
http://doi.org/10.1177/2040620719858471
http://doi.org/10.1007/BF01703244
http://doi.org/10.1097/MBC.0b013e3283254570
http://doi.org/10.1111/j.1600-0609.2008.01049.x
http://doi.org/10.1111/hae.13385
http://doi.org/10.1177/2040620720914692
http://www.ncbi.nlm.nih.gov/pubmed/32341775
http://doi.org/10.1111/hae.12479
http://doi.org/10.1016/j.thromres.2010.11.030
http://www.ncbi.nlm.nih.gov/pubmed/8167332
http://doi.org/10.1055/s-0037-1615358
http://doi.org/10.1111/j.1365-2516.2004.00904.x
http://doi.org/10.1160/TH03-10-0643
http://doi.org/10.1111/j.1365-2516.2004.00932.x
http://doi.org/10.1160/TH11-09-0642


Pharmaceuticals 2022, 15, 911 14 of 15

50. Jardim, L.L.; Santana, M.P.; Chaves, D.G.; van der Bom, J.; Rezende, S.M. Risk factors for antibody formation in children with
hemophilia: Methodological aspects and clinical characteristics of the HEMFIL cohort study. Blood Coagul. Fibrinolysis 2021, 32,
443–450. [CrossRef]

51. Recht, M.; Nemes, L.; Matysiak, M.; Manco-Johnson, M.; Lusher, J.; Smith, M.; Mannucci, P.; Hay, C.; Abshire, T.; O’Brien, A.; et al.
Clinical evaluation of moroctocog alfa (AF-CC), a new generation of B-domain deleted recombinant factor VIII (BDDrFVIII) for
treatment of haemophilia A: Demonstration of safety, efficacy, and pharmacokinetic equivalence to full-length recombinant factor
VIII. Haemophilia 2009, 15, 869–880. [CrossRef]

52. Mathias, M.C.; Collins, P.W.; Palmer, B.P.; Chalmers, E.; Alamelu, J.; Richards, M.; Will, A.; Hay, C.R.M.; Party, T.U.K.H.C.D.O.I.W.
The immunogenicity of ReFacto AF (moroctocog alfa AF-CC) in previously untreated patients with haemophilia A in the United
Kingdom. Haemophilia 2018, 24, 896–901. [CrossRef] [PubMed]

53. Kulkarni, R.; Karim, F.A.; Glamocanin, S.; Janic, D.; Vdovin, V.; Ozelo, M.; Rageliene, L.; Carboni, E.; Laguna, P.; Dobaczewski,
G.; et al. Results from a large multinational clinical trial (guardianTM3) using prophylactic treatment with turoctocog alfa in
paediatric patients with severe haemophilia A: Safety, efficacy and pharmacokinetics. Haemophilia 2013, 19, 698–705. [CrossRef]
[PubMed]

54. Yaish, H.; Matsushita, T.; Belhani, M.; Jiménez-Yuste, V.; Kavakli, K.; Korsholm, L.; Matytsina, I.; Philipp, C.; Reichwald, K.; Wu, R.
Safety and efficacy of turoctocog alfa in the prevention and treatment of bleeds in previously untreated paediatric patients with
severe haemophilia A: Results from the guardian 4 multinational clinical trial. Haemophilia 2019, 26, 64–72. [CrossRef] [PubMed]

55. Liesner, R.J.; Abraham, A.; Altisent, C.; Belletrutti, M.J.; Carcao, M.; Carvalho, M.; Chambost, H.; Chan, A.K.C.; Dubey, L.; Ducore,
J.; et al. Simoctocog Alfa (Nuwiq) in Previously Untreated Patients with Severe Haemophilia A: Final Results of the NuProtect
Study. Thromb. Haemost. 2021, 121, 1400–1408. [CrossRef]

56. Saxena, K.; Lalezari, S.; Oldenburg, J.; Tseneklidou-Stoeter, D.; Beckmann, H.; Yoon, M.; Maas Enriquez, M. Efficacy and safety of
BAY 81-8973, a full-length recombinant factor VIII: Results from the LEOPOLD I trial. Haemophilia 2016, 22, 706–712. [CrossRef]
[PubMed]

57. Kenet, G.; Ljung, R.; Rusen, L.; Kerlin, B.A.; Blanchette, V.; Trakymienė, S.S.; Uscatescu, V.; Beckmann, H.; Tseneklidou-Stoeter, D.;
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