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Abstract

The development of neutralizing antibodies against blood coagulation factor VIII (FVIII), referred 

to clinically as “inhibitors”, is the most challenging and deleterious adverse event to occur 

following intravenous infusions of FVIII to treat hemophilia A. Inhibitors occlude FVIII surfaces 

that must bind to activated phospholipid membranes, the serine proteinase factor IXa, and other 

components of the ‘intrinsic tenase complex’ in order to carry out its important role in accelerating 

blood coagulation. Inhibitors develop in up to one of every three patients, yet remarkably, a 

substantial majority of severe hemophilia A patients, who circulate no detectable FVIII antigen or 

activity, acquire immune tolerance to FVIII during initial infusions or else after intensive FVIII 

therapy to overcome their inhibitor. The design of less immunogenic FVIII proteins through 

identification and modification (“de-immunization”) of immunodominant T-cell epitopes is an 

important goal. For patients who develop persistent inhibitors, modification of B-cell epitopes 

through substitution of surface-exposed amino acid side chains and/or attachment of bulky 

moieties to interfere with FVIII attachment to antibodies and memory B cells is a promising 

approach. Both experimental and computational methods are being employed to achieve these 

goals. Future therapies for hemophilia A, as well as other monogenic deficiency diseases, are 

likely to involve administration of less immunogenic proteins in conjunction with other novel 

immunotherapies to promote a regulatory cellular environment promoting durable immune 

tolerance.
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1. Introduction

The development of neutralizing anti-drug antibodies (ADAs) in patients has derailed 

translation to the clinic of several promising protein drugs designed to be administered 

intravenously, subcutaneously and/or via gene therapy. There is a growing appreciation of 

the compelling need to avoid and/or manage these deleterious immune responses in order to 

fulfill the promise of potentially lifesaving therapies, e.g. protein replacement therapies for 

genetic diseases such as hemophilia A and B (Factor VIII (FVIII) and Factor IX (FIX) 

deficiency, respectively), Gaucher’s disease (glucocere-brosidase deficiency) and Fabry 
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disease (alpha galactosidase deficiency). In addition to replacement therapies for genetic 

diseases, significant efforts have gone into the engineering of various proteins to alter or 

enhance their physiological roles and thereby achieve or improve therapeutic efficacy in 

patients. For example, addition of disulfide bonds and other amino acid sequence 

substitutions can increase the structural stability of proteins, while rational sequence 

modifications can result in stronger or weaker receptor-ligand binding avidities, changes in 

phosphorylation or glycosylation sites, and alterations of virtually any targeted activity of 

the therapeutic protein of interest. The scientific literature is replete with well-executed 

studies demonstrating that rationally improved, sequence-modified proteins exhibit the 

desired effects in vitro.

Preclinical testing of proposed therapeutic protein drugs includes tests to predict their 

immunogenicity in humans. A detailed description of regulatory requirements for 

immunogenicity testing is beyond the scope of this review, however several preclinical 

methods are consistently employed, notably the use of animal models to test whether the 

experimental protein drug induces an anti-drug antibody response. The animals are 

considered surrogates for patients, and the underlying assumption (or hope) is that proteins 

that do not show immunogenicity in mice, or rats, or dogs, or monkeys will also be 

immunologically “silent” when administered to patients.

Unfortunately, ADAs have developed in clinical trials and in post-marketing surveillance of 

several drugs, leading to cancellation of projects close to the end of the translational 

pipeline, after the expenditure of enormous effort and millions of dollars. In addition to the 

financial aspects, the clinical risks to patients who develop ADAs can be serious, especially 

if the ADAs cross-react with endogenous proteins. For example, a PEGylated recombinant 

thrombopoeitin (TPO) molecule administered to healthy volunteers and patients elicited 

ADAs in several individuals that bound to their endogenous TPO, resulting in prolonged 

thrombocytopenia [1]. Another recent example is the development of ADAs in 11% of 

hemophilia patients receiving a recombinant factor VIIa, vatreptacog alfa, during phase III 

confirmatory testing [2, 3]. This protein had three amino acid substitutions that altered its 

conformation and potency as a procoagulant factor. These cases illustrate the fact that even 

minor sequence or structural changes may provoke neutralizing antibodies, which can 

develop following CD4 T-effector recognition of “foreign” peptides on antigen presenting 

cells (APCs). For this to happen, the peptides must be processed by and presented on APCs 

[4], and this peptide-HLA complex must then be recognized by a T-cell receptor (TCR), 

resulting in cytokine secretion and hence B-cell maturation to antibody-secreting plasma 

cells.

The ability to accurately predict which amino acid sequences or modifications are likely to 

induce HLA-restricted responses leading to antibody production would significantly reduce 

risks to patients and increase the successful translation of promising drugs to the clinic. 

Accordingly, epitope prediction algorithms are continually improving [5–8], in tandem with 

larger data training sets consisting of peptide-MHC binding data, identification of HLA-

restricted T-cell epitopes, etc. At present, however, these computer programs significantly 

over-predict potential epitopes. This is due in part to the tremendous diversity of TCRs, 

which cannot be properly accounted for in attempts to predict formation of an HLA-peptide-
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TCR immunological synapse, and to the difficulty in predicting which peptides will be 

presented on APCs following processing of the protein antigen in the MHC compartment. 

Thus, although these programs are tremendously useful in generating lists of potential 

epitopes and also, importantly, in deducing the MHC binding registers of some confirmed 

peptide epitopes, prediction algorithms still generally fall short of accurately and 

comprehensively predicting risks of developing clinically significant ADAs.

1.1. Hemophilia A and “inhibitor” antibodies

Hemophilia A (HA) is an X-linked bleeding disorder resulting from lack of or dysfunctional 

FVIII, a non-enzymatic protein cofactor that accelerates blood coagulation at a critical 

control point in the clotting cascade. Patients with severe HA have less than 1% normal 

FVIII activity, and almost all of these individuals have no detectable circulating FVIII 

antigen. Genetic deficiency diseases such as severe HA present a unique opportunity to 

study the course of anti-drug immune responses. An interesting aspect of such studies is that 

the development of ADAs often does not preclude further exposure to the immunogenic 

protein. This is because the patients do not circulate an endogenous functional protein, and 

hence there is no risk of cross-reacting antibodies exacerbating their disease. Indeed, clinical 

Immune Tolerance Induction protocols entail intensive FVIII treatment in an effort to reduce 

antibody titers. Neutralizing ADAs are the most serious complication of FVIII replacement 

therapy in HA, affecting up to 1 in 3 patients. Thus studies of immune responses to infused 

FVIII have the potential to improve outcomes for HA patients, and the scientific knowledge 

thus gained is also highly applicable to the development of antibodies against other 

therapeutic proteins.

The most predictive factor for development of anti-FVIII ADAs, referred to clinically as 

“inhibitors”, is the F8 gene mutation, with multi-exon deletions and early nonsense 

mutations carrying a high risk, inversion mutations an intermediate risk, and missense 

mutations the lowest risk [9]. Intensity of FVIII treatment and other environmental factors 

also contribute to inhibitor risk [10–12], and there is growing interest in delineating the 

synergistic roles of other genetic factors such as sequence variations in immunoregulatory 

genes in predisposing some individuals to ADAs [13, 14].

Almost half of severe HA patients have an inversion mutation at intron 22 of this 26-exon, 

2332-amino-acid protein, and it has been proposed that low levels of one or more partial 

FVIII proteins translated from the interrupted F8 mRNA sequence and from a ubiquitously 

expressed shorter transcript termed F8B [15] are expressed intracellularly [16]. In principle, 

this could result in central tolerance to FVIII sequences with the exception of those encoded 

by the inversion site itself (FVIII residues 2124–2125). However, the observation of T-cell 

responses to FVIII C2 domain sequences, which are encoded by both the F8 and F8B genes, 

in severe HA patients [17, 18] (and K. Pratt, unpublished data) argues that multiple T-cell 

epitopes can contribute to inhibitor responses in patients with inversions as well as other F8 
gene mutations.
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2. T-cell and B-cell epitope mapping

Cytokine secretion and proliferation of human CD4 T cells from HA and acquired HA 

patients and even from some healthy controls has been demonstrated following stimulation 

with FVIII peptides corresponding to multiple FVIII domains [18–22]. Definitive 

identification of several T-cell epitopes has been accomplished through cloning, expansion 

and characterization of FVIII-specific CD4 T-cell clones and polyclonal lines [22–26]. The 

use of peptide-loaded HLA-DRB1 tetramers [27, 28] has greatly facilitated the mapping of 

T-cell epitopes in FVIII and isolation of CD4 T-cell clones and lines [24–26, 29], although 

the size of the FVIII protein and the available blood volumes from inhibitor patients, who 

are usually infants, remain a daunting challenge to comprehensive epitope mapping. 

Nevertheless, further mapping of immunodominant T-cell epitopes in FVIII remains a strong 

priority, as this knowledge is essential for understanding mechanisms of inhibitor responses, 

as well as of the acquired tolerance to FVIII that ~2/3 of inhibitor patients are fortunate to 

eventually achieve. Interestingly, the eradication of clinically significant levels of 

neutralizing anti- FVIII antibodies does not require deletion of all FVIII-specific T cells, as 

demonstrated by a recent study in which oligoclonal FVIII-specific T-cell clones and lines 

were isolated and expanded from a successfully tolerized patient in whom anti-FVIII 

antibodies were undetectable by ELISA assay [30].

Tremendous progress has been made over the past several years in mapping of B-cell 

epitopes recognized by neutralizing anti-FVIII antibodies. The FVIII domain specificity and 

roles of some residues were determined by biochemical experiments, including the elegant 

use of porcine-FVIII hybrid proteins to map the domain specificity of FVIII antibodies [31–

34]. The first definitive picture of a FVIII B-cell epitope was revealed by the crystal 

structure of the FVIII C2 domain bound to the patient-derived human monoclonal antibody 

Fab fragment BO2C11 [35]. This antibody blocks FVIII binding to phospholipid membranes 

and von Willebrand factor [36], and the crystal structure confirmed the participation of 

specific amino acid side chains in these processes that had been proposed based on the 

FVIII-C2 domain crystal structure [37] and on mutagenesis studies [38, 39]. More recently, 

competition ELISA experiments have identified partially overlapping surfaces on the FVIII 

C2 and A2 domains recognized by neutralizing antibodies [40, 41]. Higher-resolution 

mapping approaches have included affinity-directed mass spectrometry [42, 43], phage 

display [44], hydrogen–deuterium exchange mass spectrometry [45], X-ray scattering [46], 

in silico predictions [47, 48] and crystallographic studies [46, 49]. In addition, 

comprehensive high-resolution mapping of the minimal B-cell epitopes on the FVIII-C2 

domain surface, with minimal epitopes defined as the amino acid side chains that contribute 

significantly to antigen–antibody binding avidities, has been accomplished using a targeted 

mutagenesis plus surface plasmon resonance (SPR) strategy to map epitopes recognized by 

neutralizing anti-FVIII monoclonal antibodies [50, 51]. This approach offers significant 

advantages for the design of less antigenic FVIII proteins, as it can suggest specific amino 

acid substitutions to allow the proteins to evade existing antibodies and to lessen the risk of 

memory B-cell stimulation. Fig. 1 summarizes the results of SPR-based mapping of epitopes 

recognized by 11 neutralizing anti-FVIII monoclonal antibodies.
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3. Modification of T-cell and B-cell epitopes

Two types of sequence-modified FVIII proteins can be envisioned that could lead to more 

therapeutic options for HA patients and improved clinical outcomes: (1) less immunogenic 

proteins having rationally modified T-cell epitopes, and (2) less antigenic FVIII proteins that 

retain FVIII procoagulant function even in the presence of a pre-existing inhibitory antibody 

response. Experimental and computational approaches may both be employed in efforts to 

design more immunotolerant protein therapeutics. Regarding the design of less 

immunogenic FVIII proteins, if further experimental analysis of patient samples reveals only 

a limited number of immunodominant, promiscuous T-cell epitopes, it would be sensible to 

modify these amino acid sequences, e.g. by substitution of one or more “anchor” residues 

that engage the MHC peptide-binding groove in multiple HLAs. This will require 

characterizing the HLA restriction of the original T-cell response and evaluating, e.g. by 

peptide-MHC binding assays and/or computational methods [6, 29, 52–57], the unwanted 

possibility that the substitution(s) produced a neoepitope that would stimulate new HLA-

restricted T-effector responses. It is likely that HLA typing of HA patients will become 

routine in the not-too-distant future, which would enable immunologists to identify a 

reasonable fraction of the patients who might be at increased risk of responding to specific 

immunodominant T-cell epitopes. The cost of manufacturing and obtaining regulatory 

approval for new FVIII proteins is quite high. Nevertheless, if there turns out to be just a 

small set of immunogenic “hot spots”, then production of several FVIII proteins, and 

stratification of patients according to their evidence-based risk of responding to these 

epitopes, would lead to improved matching of patients to appropriate, minimally 

immunogenic FVIII products.

Regarding the design of less antigenic FVIII proteins, the prototype for this approach is the 

use of porcine FVIII (pFVIII) to treat patients with high-titer antibodies against therapeutic 

human FVIII. Plasma-derived pFVIII was part of the hemophilia physician’s 

armamentarium two decades ago, and its use saved lives because the neutralizing antibodies 

against human FVIII generally did not bind pFVIII. However, its use was discontinued due 

to concerns about cross-species transfer of infectious agents. A recombinant pFVIII has 

recently been approved and is now available as a potential “bypass” therapeutic that enables 

many inhibitor patients to achieve hemostasis. Long-term use of this protein replacement 

therapy is, however, compromised in those patients who proceed to develop neutralizing 

antibodies against pFVIII. PFVIII has an 83% sequence identity with human FVIII 

(excluding the B domains of both proteins, which are removed during FVIII activation and 

are not present in recombinant therapeutic B-domain-deleted proteins) [58]. A large fraction 

of these sequence variations occur at residues that are not exposed to the protein surface and 

therefore do not comprise parts of B-cell epitopes. Therefore, by consulting available FVIII 

crystal structures, it is clearly feasible to design novel, less antigenic FVIII proteins having 

amino acid substitutions (relative to human FVIII) at specific surface-exposed side chain 

positions. The resulting increased sequence identity of such proteins with human FVIII 

would decrease the chances of introducing a neoepitope that would stimulate CD4 T cells to 

provide help for antibodies against the designed protein. Analyzing sequences of 

homologous FVIII proteins (orthologs) from other species is another productive approach to 
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designing new therapeutics [59], as evolution has already optimized their stability. FVIII 

proteins from other species besides pigs may have therapeutic efficacy comparable to that of 

pFVIII, however the goal of minimizing the potential number of new T-cell epitopes argues 

for additional, rational modifications of the FVIII sequence to reduce its immunogenicity.

In addition to homology-based approaches, strategic amino acid substitutions in FVIII have 

been made, and will continue to be made, based on biochemical and biophysical information 

about FVIII, including its interactions with both antibodies and with components of the 

membrane-bound intrinsic factor tenase complex. The antigenicity of specific FVIII regions 

has been modified by rational and alanine-scanning mutagenesis, identifying epitopes and 

suggesting possible sequence modifications to block antibody binding [31, 32, 38, 39, 60–

63].

Using a structure- and energetics-guided approach, our laboratory has carried out a proof-of-

principle study modifying specific amino acid residues within an immunodominant B-cell 

and T-cell epitope in FVIII [50]. SPR experiments measuring the affinities of sequence-

modified FVIII-C2 proteins to the patient-derived monoclonal antibody BO2C11 [50, 51] 

revealed that only six FVIII amino acid side chains contributed significant binding affinity, 

despite the fact that a high-resolution crystal structure of the C2-BO2C11 complex [35] had 

identified 15 residues that contacted the antibody surface. The existence of such binding 

“hot spots” is not an unusual feature of interfaces between protein–protein complexes [64], 

and SPR is an efficient technique with which to identify critical residues and contacts. 

Interestingly, the residues in the beta-hairpin turn region that contributes most of the 

antibody-binding affinity also comprise an immunodominant HLA-DRB1*01:01-restricted 

T-cell epitope recognized by several HA patients with this allele [24–26], as well as an 

epitope recognized by T cells from a hemophilia A mouse model [65]. B-domain-deleted 

(BDD)-FVIII proteins with amino acid substitutions F2196A, F2196K and M2199A were 

generated, and all showed specific activities and binding to von Willebrand factor that were 

similar to wild-type BDD-FVIII. BDD-FVIII-F2196K was particularly promising, as this 

single substitution allowed the protein to avoid neutralization by both BO2C11 and a murine 

monoclonal antibody targeted against an overlapping site on FVIII [50]. FVIII-C2 proteins 

with single amino acid substitutions at F2196 were also markedly less stimulatory to T-cell 

clones isolated from inhibitor subjects with the allele HLA-DRB1*01:01 [66]. These studies 

support the concept that identification and rational mutagenesis of immunodominant 

epitopes can produce less immunogenic and antigenic therapeutic FVIII proteins.

Some residues contributing to T-cell and B-cell epitopes are essential for FVIII structural 

stability and/or procoagulant activity and will thus not be candidates for substitution. 

Nevertheless, it appears highly feasible to design proteins that are both less antigenic and 

less immunogenic than currently available FVIII products. It is important to note that 

individuals with mild HA have between 5% and 10% normal FVIII activity, and many are 

not even identified as having HA until surgery, e.g. tooth extraction or traumatic injury. 

From the standpoint of protein design, this is encouraging: a therapeutic protein that was less 

immunogenic and/or antigenic could provide therapeutic benefit to patients, even if the 

modifications resulted in a significant (>80%) loss of FVIII specific activity.
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4. Many amino acid sequence variations are not immunogenic

It is important to keep one’s perspective regarding the likelihood of minor amino acid 

sequence variations provoking serious adverse immune responses. This is, appropriately, an 

enormous concern in the production of therapeutic proteins. However, our immune systems 

daily encounter many nonself substances, not to mention self-proteins modified by post-

translational and environmental processes, that do not require immediate neutralization, 

phagocytosis, clearance, etc., and that instead elicit a tolerogenic response. Such acquired 

tolerogenic responses are common, and they can be a barrier to effective vaccine 

development, immunotherapies for cancer, etc. It is quite apparent that many FVIII 

sequences, although foreign to the HA patient, do not provoke high-titer neutralizing 

antibodies, and that most inhibitor responses are transient and followed by acquired 

tolerance to infused FVIII. Immune Tolerance Induction therapies (via intensive FVIII 

treatment) succeed in 70% of cases. A primary current challenge is to identify the small set 

of FVIII sequences that are highly immunogenic and the characteristics of patients who are 

at increased risk of developing a neutralizing antibody response. An even more important 

challenge is to discern why most but not all HA patients tolerate infusions of this foreign or 

partly-foreign protein, and to apply this knowledge to enable more patients to avoid or 

overcome ADA responses.

Human genome sequencing studies are revealing the tremendous genetic diversity of the 

human population, including sequence variations in genes related to protein deficiency 

diseases such as HA. Three non-synonymous single nucleotide polymorphisms (ns-SNPs) 

encoding single amino acid variants at FVIII residues 484, 1241 and 2238 are more common 

in African and African American populations than in White populations [67]. Identification 

of these population variants created a concern that amino acid sequence differences between 

infused FVIII and a HA patient’s endogenous FVIII protein (if any is translated) could 

contribute to the increased inhibitor incidence that has been seen consistently in African 

American patients [68]. However, a study of almost 400 African American and White 

American subjects [57], as well as studies of smaller cohorts of Black and White South 

Africans and of American and European HA populations [69–71], showed no statistical 

association between these ns-SNPs and inhibitors. Furthermore, quantitative peptide-MHC 

binding assays did not indicate promiscuous binding of these peptides to 11 common HLA-

DRB1 proteins, and tetramer-guided epitope mapping experiments also did not reveal CD4 

T-cell responses following stimulation with the peptides, whereas tetanus-specific positive 

controls consistently gave the expected results [57]. Although it is certainly possible that 

some patients will show T-cell responses to these polymorphic FVIII sequences, their 

incidence is likely to be quite low, comparable to the infrequent development of inhibitors in 

mild HA due to FVIII missense mutations. Clearly, other genetic factors must be 

contributing to the clinically noted race-associated differences in FVIII inhibitor responses. 

Similar approaches to evaluate HLA-associated risks of other “mismatched” protein 

therapies, particularly in the case of sequence-modified endogenous proteins, as opposed to 

genetic deficiency diseases where multiple epitopes may be involved, would be appropriate 

and indeed are increasingly being pursued by pharmaceutical and biotechnology companies 

[52].
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5. Synergy of epitope modification/masking with novel tolerogenic 

immunotherapies

It should be noted that additional types of alterations to protein structures, besides amino 

acid sequence substitutions, may affect immunogenicity and antigenicity. Attachment of the 

PEG moiety, or alterations in carbohydrate structure, or fusions with other protein 

sequences, notably the Fc region of immunoglobulins, albumin, etc. may be used to extend 

the half-life of therapeutic proteins by altering or masking epitopes, and these modifications 

may also be immunomodulatory. Presentation of antigens together with Fc regions can 

promote immune tolerance. This has been demonstrated for FVIII by the Scott lab’s 

engineering of B cells to present Fc proteins fused to the FVIII A2 and C2 domains [72–74]. 

A FVIII-Fc protein having an extended half-life in the circulation is now in the clinic [75, 

76], and a recent animal model study indicates it may have desirable immunomodulatory 

properties as well (see N. Gupta et al., this issue). FVIII fusion proteins incorporating other 

protein or non-protein moieties (PEG, albumin, etc.) may also have altered immunogenicity 

or antigenicity. Pioneering work by Dr. Annie deGroot has identified “Tregitope” sequences 

in immunoglobulins and other proteins, which bind to MHC and promote regulatory T cells 

responses [77]. The tantalizing possibility that peptide therapies utilizing Tregitope 

sequences could decrease hemophilic inhibitor responses has yet to be explored 

systematically.

These and other creative immunotherapeutic approaches to promote tolerance could 

certainly be combined with infusions of less immunogenic FVIII proteins to maximize the 

probability of improving patient outcomes. It is well known that Immune Tolerance 

Induction through intensive FVIII treatment succeeds more often when the initial inhibitor 

titer is fairly low. The design of less immunogenic and antigenic FVIII proteins can be 

expected to eliminate some but not all neutralizing ADAs. Even if antibody titers are only 

reduced, this could provide a therapeutic window that would improve the success rate of 

Immune Tolerance Induction or other tolerance-promoting therapies. The research process 

itself is synergistic. For example, our recent characterization of hemophilia-patient-derived 

T-cell clones and lines enabled Kim et al. to employ state-of-the-art methods to express a 

FVIII-specific TCR on CD4 T cells and then expand them under conditions to produce 

regulatory T cells that home to FVIII molecules, where they become activated and exert their 

immunosuppressive effect [78]. As our understanding of anti-FVIII immune responses and 

acquired tolerance to FVIII improves, we expect this will lead to the development and 

refinement of new therapies that will impact not only inhibitor patients, but also individuals 

with other immune and autoimmune disorders.
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Fig. 1. 
Front and back views (rotated 180°) of the FVIII C2 domain crystal structure [37], with 

surface-exposed amino acids colored to indicate the 5 partially-overlapping B-cell epitopes 

recognized by 11 neutralizing monoclonal antibodies. The antibodies and epitopes were 

originally denoted Types A, AB, B, BC and C on the basis of competition ELISA 

experiments, and the antibodies inhibited distinct binding interactions and functions of FVIII 

[40]. Thus the identification of specific amino acids comprising these epitopes also indicates 

which residues and surfaces interact with phospholipid membranes, von Willebrand factor, 

and components of the intrinsic tenase complex. Type A: red; Type AB: orange; Type B: 

yellow; Type BC: green; Type C: blue. (For interpretation of the references to colour in this 

figure legend, the reader is referred to the web version of this article.)
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