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Abstract: Since the delivery of biologic drugs to the brain is greatly hampered by the existence of the
blood-brain barrier (BBB), brain shuttles are being developed to enhance therapeutic efficacy. As we
have previously shown, efficient and selective brain delivery was achieved with TXB2, a cross-species
reactive, anti-TfR1 VNAR antibody. To further explore the limits of brain penetration, we conducted
restricted randomization of the CDR3 loop, followed by phage display to identify improved TXB2
variants. The variants were screened for brain penetration in mice using a 25 nmol/kg (1.875 mg/kg)
dose and a single 18 h timepoint. A higher kinetic association rate to TfR1 correlated with improved
brain penetration in vivo. The most potent variant, TXB4, showed a 3.6-fold improvement over
TXB2, which had on average 14-fold higher brain levels when compared to an isotype control. Like
TXB2, TXB4 retained brain specificity with parenchymal penetration and no accumulation in other
organs. When fused with a neurotensin (NT) payload, it led to a rapid drop in body temperature
upon transport across the BBB. We also showed that fusion of TXB4 to four therapeutic antibodies
(anti-CD20, anti-EGFRVIII, anti-PD-L1 and anti-BACE1) improved their brain exposure between
14- to 30-fold. In summary, we enhanced the potency of parental TXB2 brain shuttle and gained a
critical mechanistic understanding of brain delivery mediated by the VNAR anti-TfR1 antibody.

Keywords: blood-brain barrier (BBB); transferrin receptor 1 (TfR1); transcytosis; brain delivery;
variable domain of new antigen receptor (VNAR)

1. Introduction

The blood-brain barrier (BBB) is formed of a tightly packed layer of endothelial cells
that together with pericytes and astrocytes separate the blood stream from the brain. It
is a selective barrier preventing unwanted pathogens from free penetration to the brain
parenchyma while allowing active transport of nutrients critical for maintaining cellular
function. The presence of the BBB also restricts large therapeutic molecules such as antibod-
ies or enzymes from entering the brain, thus significantly reducing their clinical efficacy.

While many different approaches have been proposed to tackle the brain delivery of
large therapeutic payloads, receptor mediated transcytosis (RMT) using antibodies against
BBB receptors remains a widely studied non-invasive method. Alternative approaches were
proposed including the use of nanoparticles with BBB targeting components [1,2]. Several
receptors have been reported as suitable for targeted brain delivery of therapeutics, TfR1
remains one of the most well described and potent facilitators of RMT. Despite observations
that brain pathologies can affect BBB composition and its protein expression profile [3],
continuous expression of TfR1 in brain capillaries was observed regardless of the age [4]
and remained unchanged in Alzheimer’s disease (AD) [5].
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Significant advances were made with anti-TfR1 antibodies as brain shuttles for deliver-
ing of iduronate-2-sulfatase (IDS) for mucopolysaccharidosis type II (MPSII), anti-amyloid
beta antibody (gantenerumab) for AD and progranulin for frontotemporal dementia, with
clinical trials ongoing [6-9]. These shuttles take contrasting approaches with either a high
or low affinity TfR1 antibody module, in either a mono- or bi-valent format, and in ei-
ther a N- or C-terminal orientation [10-12]. Despite some observations that low affinity,
mono-valent anti-TfR1 antibodies were superior to high affinity antibodies for effective
brain delivery of therapeutic payloads [13], when compared side-by-side (and corrected for
molecular weight) for IDS delivery the two contrasting shuttle systems presented a similar
pharmacodynamic effect in vivo despite up to 1000-fold difference in affinity to TfR1 [14].

Effects of affinity, valency and orientation described for monoclonal antibodies to
TfR1 have not been observed with brain shuttles based on VNAR antibodies to TfR1, such
as TXB2 [15]. Single domain VNAR antibodies have a distinctively different architecture,
allowing them to bind epitopes inaccessible to conventional IgG-based antibodies [16,17]. A
unique binding mode and epitope recognition is most likely responsible for the distinctive
characteristics of TXB2 brain shuttle. TXB2 showed high affinity to TfR1, cross-species
reactivity, efficient parenchymal transcytosis across BBB without potential safety concerns
related to target depletion or clearance of TfR1-expressing reticulocytes. In combination
with brain specificity, low blood clearance and extended half-life resulting in high and
sustained brain exposure, TXB2 presents an attractive shuttle for therapeutic delivery.

Here, we modified the CDR3 loop of the TXB2 brain shuttle with restricted randomiza-
tion and identified variants with enhanced brain penetration in mice, which correlated with
increased association rate to recombinant mouse TfR1 in vitro. The greatest improvement
in brain penetration was observed for TXB4, which showed a 3.6-fold improvement over
the parental TXB2 as a VNAR-Fc fusion protein. When fused to a series of therapeutic
antibodies, TXB4 retained nearly a 3-fold improvement over TXB2 and enhanced brain
penetration by 14- to 30-fold in comparison to unmodified antibodies. Like TXB2, TXB4
readily crossed the BBB and was detected in brain capillaries, parenchyma and neurons,
but did not accumulate in peripheral organs.

2. Materials and Methods

Phage selections. Phage maturation libraries with restricted randomization of the
CDRS3 region of the parental TXB2 VNAR antibody were prepared by GeneWiz. Three
residues per sub-library were randomized using degenerate NNK codons. Five sub-libraries
were prepared in total as depicted in Figure 1a. The five sub-libraries were combined and
used for one round of selection against recombinant human TfR1 (hTfR1) ectodomain as
described before [15].

Phage ELISA. The method followed the protocol as previously described [15]. In brief,
individual clones from before (input) and after (output) selection were picked. Supernatants
from helper phage infected liquid cultures were recovered and used for ELISA against
hTfR1 and recombinant mouse TfR1 (mTfR1) ectodomains (Sino Biological, Beijing, China).

Production of fusion protein constructs. VNAR-hFc formats were produced with
VNARs at N-terminal end of hFc IgG1 with attenuated effector function (AEF) [18]. Neu-
rotensin (NT) constructs were designed to include the peptide on the C-terminal end of hFc
following a 3xG4S linker. Bivalent N-terminal heavy chain VNAR-antibody fusions (HC2N)
were prepared using 3xG4S linkers with antibodies to CD20 (rituximab) [19], EGFRVIII [20],
BACE-1 and PD-L1 (durvalumab) [21]. VNAR-hFc formats and NT constructs were ex-
pressed using Expi293F system (Thermo Fisher, Waltham, MA, USA), and antibody fusions
were expressed in CHO cells. Proteins were affinity purified using a HiTrap MabSelect
SuRe column (GE Healthcare, Chicago, IL, USA) followed buffer exchange to PBS, pH 7.4
using a HiPrep 26/10 Desalting column (GE Healthcare) as previously described [15].
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Figure 1. TXB2 maturation library design and selection. (a) Schematics of the CDR3 region of TXB2
antibody randomized in segments of three residues (X—any amino acid) per sub-library. Total of five
sub-libraries L1-L5 were prepared individually before combining them and using for the selection
against hTfR1. (b) Phage ELISA results presented as the percentage of binders to hTfR1 and mT{R1
from randomly picked clones before and after selection (round 1 output). (c) Pearson’s correlation
analysis of phage ELISA-based binding of selected clones to hTfR1 and mTfR1. (d) Distribution of
CDR3 sub-libraries in randomly picked clones from before and after selection.

Tissue ELISA. Female BalB/C mice (6-12 weeks old) received a tail vein injection
at a dose of 25 nmol/kg. Tissue samples were collected 18 h post injection following
cardiac perfusion with 25 mL of PBS supplemented with 1 EU/mL of heparin. Sample
preparation and the ELISA protocol followed the methods described before [15]. In brief,
milk-blocked supernatants recovered from homogenized tissues or plasma were analyzed
by ELISA using anti-hFc capture and detection antibodies. The absolute concentrations
were determined from standard curves prepared individually for each fusion protein using
4-parametric regression analysis.

Binding kinetics. Binding kinetics of fusion proteins were determined by surface
plasmon resonance (SPR) using a Biacore T200 (GE Healthcare) as described before [15].
In brief, a His-capture kit (GE Healthcare) was used to immobilize His-tagged mTfR1 or
hTfR1 in 0.1% BSA in HBS-EP+ buffer (GE Healthcare) on CM5 chip. Capture levels for
mTfR1 and hTfR1 were approximately 90 and 250 RU, respectively. Analyte binding was
measured using the single cycle kinetic SPR method. Analytes were injected at increasing
concentrations (0.98, 3.9, 15.6, 62.5 and 250 nM) in HBS-EP+ at flow rate 30 pL./min. A flow
cell without TfR1 captured served as a reference. Sensorgrams were fitted using 1:1 binding
model and kinetic constants were determined using Biacore T200 evaluation software
(GE Healthcare).
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Body temperature measurements. Four mice per group received tail vein injections
with either TXB4-NT fusions or control hFc-NT at the dose of 25 nmol/kg IV and body
temperature was monitored over a 24 h period using subcutaneous transponders and
DAS-8007 reader system (Plexx, Elst, The Netherlands).

Immunohistochemistry (IHC). Brain penetration in vivo was assessed by IHC using
female BalB/C mice as described before [15]. In brief, mice received a single tail vein injection
of the test antibodies at 25 nmol/kg (PD-L1—3.65 mg/kg; TXB4-PD-L1—4.32 mg/kg). After
18 h exposure, mice were deeply anesthetized and perfused. Serial coronal brain sections
(40 um) were cut, blocked and incubated overnight with goat anti-human IgG antibody (BA
3000, Vector Laboratories, Burlingame, CA, USA) diluted 1:200 in blocking buffer. After 24 h,
the sections were washed and visualized using the Avidin-Biotin Complex-system (Vectastain
ABC kit, Vector Laboratories). All images were captured on a brightfield Zeiss Axioskop
microscope at 20x magnification with the same acquisition parameters.

3. Results

The TXB2 single domain VNAR antibody against TfR1 was the most potent hit identi-
fied from our semi-synthetic VNAR libraries using in vitro/in vivo phage display-based
discovery process [15]. For affinity maturation, a phage library was prepared using TXB2
scaffold with uniquely randomized CDR3 region. A total of five sub-libraries (L1-L5) with
three successive randomized residues were prepared (Figure 1a). Each consecutive sub-
library contained one residue overlap with the previous library and a total of 11 residues
were randomized in the CDR3 region.

The five sub-libraries were combined and used for selection against hTfR1. After
1 round of selection, the percentage of hTfR1 and mTfR1 binding clones in libraries
increased from 30% to 68%, and 32% to 64%, respectively, as shown by phage ELISA
(Figure 1b). The species cross-reactivity of TXB2 [15] was retained in the variants showing
strong correlation in binding between hTfR1 and mTfR1 (Figure 1c). Sequencing represen-
tative clones picked before (181 in total) and after selection (156 in total) showed that the
sub-library distribution before selection was nearly equal, while the distribution after the
selection was dominated by the L3 and L4 libraries (Figure 1d). The TXB2 variants enriched
after selection against hTfR1 had residue substitutions predominantly in position 5-9 of
the CDR3 region. Very few substitutions were found in the flanking regions, in positions
1-4 (L1 and L2) and 10, 11 (L5).

CDR3 variants of TXB2 were synthesized, cloned into a mammalian vector, and
expressed as bivalent VNAR-hFc fusions by transient transfection in Expi293F cells. After
TfR1 binding was confirmed in crude extracts, 47 TXB2 variants were expressed at medium
scale and purified via affinity chromatography. To assess brain penetration, mice were
administered 25 nmol/kg (1.875 mg/kg) by tail vein injection and brains were collected
after 18 h following cardiac perfusion. A continuum of brain penetration was observed
with 18 CDR3 variants reaching brain levels equivalent to or greater than parental TXB2
while the remainder were below or near the 0.2 nM level of the negative control (Figure 2a).
In addition, 6 TXB2 variants that lost TfR1 binding were tested, and no brain penetration
above negative control was observed (data not shown). The most potent variant, TXB4,
reached a brain concentration of 11.5 nM at 18 h timepoint, which represented a 3.6-fold
increase relative to the parental TXB2.

To further investigate the observed variability in brain penetration, 19 unique TXB2
variants with either high or low brain levels were selected for detailed evaluation of
their TfR1 binding kinetics by SPR. There was a significant, strong, positive correlation
for association rate of TXB2 variants for mTfR1 and brain penetration in mice (r* = 0.63,
p <0.0001, n = 19) (Figure 2b). No correlation was detected for dissociation rate (Figure 2c),
and a positive trend was observed for affinity (calculated as ratio of dissociation to asso-
ciation rate) and brain penetration (Figure 2d). There was also a significant, very strong,
positive correlation between the ka for hTfR1 and mTfR1 (r* = 0.9, p < 0.0001, n = 19)
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Figure 2. Functional activity of TXB2 variants in vivo correlates with TfR1 association rate in vitro.
(a) A panel of 47 TXB2 variants were tested for brain penetration in mice at a dose of 25 nmol/kg
(1.875 mg/kg), IV, and brain levels were measured at 18 h timepoint via ELISA (mean + SD,
n = 3). Levels of parental TXB2 and a negative isotype control (0.2 nM) at the same dose were
used as references. TfR1 binding kinetics of 19 TXB2 variants selected for either low and high brain
levels were assessed via SPR. (b) Association rate (ka), (c) dissociation rate (kd) and (d) affinity (KD)
were independently correlated using Pearson’s method with the brain levels normalized to fold over

negative control (neg. cont.). (e) Pearson’s correlation of the ka between hTfR1 and mTfR1 for the
19 TXB2 variants.

The comparison of binding kinetic parameters of TXB2 and TXB4 showed marginally
higher affinity of TXB4 (KD = 0.55 nM) in comparison to TXB2 (KD = 0.65 nM) to mTfR1.
However, despite similar affinity, TXB4 had a 2.1-fold faster association rate and 1.8-fold
faster dissociation rate in comparison to TXB2 (Table 1). The trend was similar for hTfR1,
where the overall affinity of TXB4 (KD = 3.4 nM) was higher by 2.1-fold in comparison to
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TXB2 (KD = 7.2 nM), with increased association and dissociation rates by 3- and 1.4-fold
for TXB4 over TXB2, respectively (Table 1).

Table 1. Binding kinetics of TXB2 and TXB4 to hTfR1 and mTfR1. To determine binding kinetic
properties, a multicycle SPR analysis was performed using Biacore.

hTfR1 mTfR1
ka (1/Ms) kd (1/s) KD (M) ka (1/Ms) kd (1/s) KD (M)

TXB2 72x10* 52x107% 72x107? 25x10° 1.6x107* 6.5 x 10710
TXB4 22x10° 74x107% 34x107% 52x10° 29x107* 55 x 1010

To determine if the higher brain levels seen with TXB4 resulted from enhanced BBB
transport and not from accumulation in brain capillaries, the localization of TXB4 within the
mouse brain was examined via IHC. At 18 h after a single IV dose at 25 nmol/kg, TXB4
immunoreactivity was observed both diffusely and in specific cellular elements including
brain capillary endothelial cells (BCECs), choroid plexus epithelial cells, and in neurons in
all brain areas. BCEC staining was seen throughout the entire CNS, but the intensity did not
exceed that found in many neuronal populations. Neurons exhibiting TXB4 immunoreactivity
were distributed widely in different nuclei and brain regions with the most prominent staining
in the lower brain stem (Figure 3), especially reticular neurons of the thalamus (Figure 3b),
trigeminal neurons in the medulla oblongata (Figure 3d) and Purkinje cells in the cerebellum
(Figure 3f). The VNAR-Fc negative control showed immunoreactivity only in epithelial cells
of the choroid plexus (Supplementary Figure S1), without labeling of BCECs or neurons as
shown in the respective control sections (Figure 3a,c,e).

It was previously shown that TXB2 exhibited a very high degree of brain specificity
without accumulation in other organs, which also express TfR1 [15]. To determine if this
feature was retained by TXB4, organ biodistribution was assessed in mice 18 h post IV
dosing at 25 nmol/kg and compared to the negative isotype control. As seen with TXB2,
there was no accumulation of TXB4 in any of the tested organs except for the brain where
TXB4 showed 27-fold increase over control (Figure 4a). The reduced concentrations were
observed mainly in liver but also in kidney and muscle (Figure 4a). The reduction might
have resulted from reduced plasma levels of TXB4, which were 1.5-fold below negative
control, which in itself could be attributed to potent and selective targeting to the brain
(Figure 4a,b).

NT is a 13 amino acid neuropeptide that regulates physiological responses such as
body temperature from within the CNS [22]. To confirm the ability of TXB4 to cross the
BBB and trigger a physiological response, NT was fused to the C-terminus of the Fc domain
(TXB4-NT). Body temperature was continuously measured for 24 h in mice administered
with TXB4-NT at 25 nmol/kg, IV. There was a rapid reduction in temperature with maximal
—2.9 °C drop at the 2 h timepoint (Figure 4c). The recovery from hypothermia from the
2 h timepoint onwards was consistent with the receptor desensitization and proteolytic
cleavage of the NT peptide [23]. The NT peptide fused to the C-terminal of the hFc domain
alone (hFc-NT) was used as a control and when dosed at the same concentration it failed to
elicit a physiological response.

The CD20 antibody was used to compare the efficiency of the TXB4 in transporting a
therapeutic biologic relative to the original TXB2. The VNARs were fused to the N-terminal
end of the antibody heavy chain to produce a bivalent, bispecific TfR1/CD20 antibody.
Mice were dosed at 25 nmol/kg, IV, and plasma and brain tissues were isolated following
cardiac perfusion. Fusion to either shuttle resulted in a robust and significant increase in
the CD20 antibody brain concentration 18 h post-injection and TXB4 was approximately
3-fold more potent than the original TXB2 (Figure 5a). Plasma levels for CD20 antibody
and TXB2-CD20 fusion were comparable (Figure 5b), and while insignificant reduction was
observed for TXB4-CD20 fusion, the trend could be related to a greater brain penetration.
Evaluation of the TXB4 shuttle was extended to include antibodies to EGFRVIII, PD-L1
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and BACE1. TXB4-antibody fusions were produced in the same format and mice were
treated in the identical manner. Robust increases in brain concentration (ranging from
5.6 nM to 7.6 nM) were observed with the three additional bispecifics compared to the
unmodified antibodies with levels similar to those seen with the CD20 fusion (Figure 5c).
As with the TXB4-CD20 fusion, plasma concentration showed a trend toward reduction at
the 18 h timepoint, but statistical significance was only reached for TXB4-PD-L1 (Figure 5d).
When represented as fold increase over the unmodified antibody, fusion with the TXB4
shuttle resulted in 20-, 18-, 14- and 30-fold improvement in brain penetration for the CD20,
EGEFRvVIII, PD-L1 and BACEL1 antibodies, respectively (Figure 5e). When percentage brain
to plasma ratios were calculated, the unmodified antibodies averaged 0.19%, but increased
on average to 5.6% when fused to the brain shuttle TXB4 (Figure 5f).

a Reticular neurons b Reticular neurons

neg. cont. TXB4

i

C Trigeminal nucleus d Trigeminal nucleus
neg. cont. TAB4 = ‘

e Purkinje cells f Purkinje cells
neg. cont. TXB4 B

i/

Figure 3. IHC assessment of brain penetration by the TXB4 shuttle. Mice were dosed with either TXB4
or negative control VNAR-hFc (neg. cont.) at 25 nmol/kg (1.875 mg/kg), IV and brains were collected
following cardiac perfusion 18 h post injection (1 = 2). Brain sections were analyzed for the presence of
exogenous antibodies by IHC and images were collected from representative regions for comparison.
Sections taken from the thalamus showed the distribution of (a) the negative control versus (b) TXB4
with localization in reticular neurons. Pronounced TXB4 staining was seen in trigeminal neurons in
the midbrain (d) and Purkinje cells in cerebellum (f), where diffused parenchymal staining and BCEC
staining were clearly distinguishable; the negative control showed no staining in corresponding
sections (c,e). Scale bars at 50 um.
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Figure 4. Brain-specific biodistribution of TXB4 and pharmacodynamic activity of TXB4 fused to NT.
Mice were dosed with TXB4 or negative isotype control (neg. cont.) at 25 nmol/kg and blood and
various organs were collected 18 h after cardiac perfusion. (a) Organ concentrations were measured
via ELISA and were presented as fold increase over negative control (mean + SD, n = 2). (b) Brain and
plasma concentrations were assessed via ELISA (mean + SD, n = 3) and significance was determined
via two-tailed, unpaired t-test with * p < 0.05, *** p < 0.0002. (c) The TXB4-NT fusion or NT fused to
the Fc domain alone (hFc-NT) were administered to mice at 25 nmol/kg and body temperature was
continuously monitored for 24 h. Data presented as a change (A) from the pre-dose body temperature
measured 15 min before dosing (mean + SD, n = 4.). Significance was determined via two-way
ANOVA and Dunnett’s comparison with * p < 0.05, *** p < 0.0002 and **** p < 0.0001.

The ability of the TXB4 shuttle to transport a large therapeutic payload across the
BBB to the brain parenchyma was confirmed using IHC (Figure 6). In brain sections of
mice injected with TXB4-PD-L1 fusion construct at 25 nmol/kg dose and 18 h timepoint,
prominent labeling was observed in BCECs and neurons throughout the brain, which
was indistinguishable from that of the TXB4 shuttle itself in the same brain regions (see
Figure 3). In stark contrast, the unmodified PD-L1 antibody did not label BCECs, neurons
or the brain parenchyma (Figure 6) although staining in choroid plexus epithelial cells was
observed—Supplementary Figure S1).



Pharmaceutics 2023, 15, 739

9 of 14

Brain level

101 = 300+
= *kk E
% K= ns
= c
c o ns
o =
= T 200
o =
€ ]
] (2]
o ©
5 :
= (2]
@ T
o 107 - £ 300+ n ns
E =
g 8- . *kkk ,§ ns
T 6 5 2004
b=} c
@ 8
g aq g
S S 100
©
£ 27 E
b= ©
@ o o-
\\\ \\\ LN N N N \\\ \\\ LN N N N
& & Y & K & & Y & &
& & 8 X X & & ¢ 8 X X
\g 3 & & g »
C & <~ & a <~ S
<¥ < <¥ <
30- 8_ ThkE
’-: kkkk o
= —
s = 5
© 204 ©
g &
< 8 4-
e o
o 104 £
z £ 2-
S
0- 0-
O A & & N N NN © N & & N DN NN
oo‘lo oo‘b PP O'V o,\« & & 00‘1« v PONPR o.\« o‘\' & K
AN AR AR A W R R QY oF
Q" & & > » O & & g »
< » ,{\9 .\9 «(\' » ~\9 Q'
& < i < <

Figure 5. TXB4 is highly efficient in therapeutic antibody delivery to the brain. Antibody to CD20
alone, TXB2-CD20 and TXB4-CD20 fusions were dosed in mice at 25 nmol/kg. At 18 h post injection
(a) brains and (b) plasma were collected and analyzed by ELISA (mean + SD, n = 3). Therapeutic
antibodies to EGFRvVIII, PD-L1 and BACE1 as unmodified or as TXB4 fusions were dosed in mice at
25 nmol/kg with (c) brains and (d) plasma collections performed at the 18 h timepoint post injection
followed by ELISA analysis (mean + SD, n = 3). (e) Brain penetration data for therapeutic antibodies
(compiled from Figure 5a,c) presented as average fold over corresponding unmodified antibody (fold
increase over control). (f) Percentage brain/plasma ratio data for therapeutic antibodies (compiled
from Figure 5a-d) (mean + SD, n = 3). Significance at ** p < 0.01, *** p < 0.005, **** p < 0.0001 using
two-tailed, unpaired t-test, and ns indicates not significant difference.
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a Reticular neurons b Reticular neurons
PD-L1 TKB4-PD-
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Figure 6. IHC assessment of antibody delivery to the brain parenchyma using the TXB4 shuttle. Mice
were dosed with either the TXB4-PD-L1 fusion or unmodified antibody at 25 nmol/kg, IV and brains
were collected following cardiac perfusion 18 h post injection (1 = 2). Brain sections were stained for
the presence of exogenous antibodies via IHC and images were collected from representative regions
for comparison. Sections taken from the thalamus showed the distribution of the (a) PD-L1 antibody
versus (b) TXB4-PD-L1. Prominent neuronal staining was only observed with the antibody fused
to the shuttle. Pronounced TXB4-PD-L1 staining was seen in trigeminal neurons in the midbrain
(d) and Purkinje cells in cerebellum (f), where diffuse parenchymal staining and BCEC staining were
clearly distinguishable; PD-L1 antibody showed no staining in corresponding sections (c,e). Scale
bars at 50 pm.

4. Discussion

As we have previously shown, efficient brain penetration can be achieved with the high
affinity, bivalent VNAR shuttle to TfR1 called TXB2, which was isolated from semi-synthetic
VNAR library by a combinatorial in vitro/in vivo selection [15]. TXB2 has a number of
features that differentiate it from conventional IgG-based TfR1 antibodies. Namely, TXB2
exhibits species cross-reactivity and brain tissue selectivity, and penetrates the brain at
low doses without depleting reticulocytes from the plasma or endogenous TfR1 from the
BBB. Here, we describe the in vitro maturation of TXB2 by site-directed mutagenesis of the
CDR3 region, which is predominately responsible for antigen binding [16,17].

The antigen binding region of TXB2 is unusual in that the cysteine in the CDR3,
which forms a disulfide bridge with the CDR1 loop, occurs near the C-terminus at position
12 rather than in the middle. To preserve this disulfide bridge, only the 11 most N-terminal
of the 14 total residues were randomized. Five sub-libraries were generated (L1-L5) con-
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taining three successive randomized residues and each consecutive sub-library contained
one residue that overlapped with the previous library (Figure 1a). The sub-libraries were
pooled and selected against hTfR1. The pre- and post-selection analysis of TfR1 binding
showed the predominance of two sub-libraries (L3 and L4), which span residues in po-
sitions 5-9. Mutations to the CDR3 flanks abolished target binding unless substituted
with biochemically similar residues. The high correlation in binding between hTfR1 and
mTfR1 among the TXB2 variants indicate that the epitope recognition site is conserved
cross-species. Although the exact residues that interact with TfR1 have not been identified,
a simple explanation is that the loop flanks are critical in providing structural and spatial
orientation to the middle CDR3 region that directly binds the epitope.

CDR3 randomization generated numerous TXB2 variants that retained TfR1 binding
and 47 were tested for brain penetration in mice. Of these binders, 9 showed higher brain
levels than TXB2, another 9 were approximately equivalent, while 14 had reduced brain
levels and 15 lost the activity. These results indicate that TfR1 binding was necessary for
but did not guarantee the brain penetration. Furthermore, the data suggest a more complex
CDR3 structure-activity relationship whereby the N-terminal region binds the receptor
while variations in the mid region enhance, are neutral or hinder brain penetration in vivo.
This might occur through interactions with the dense glycocalyx coating the entire luminal
surface of brain capillaries, which presents an additional physical and electrical barrier [24].
A more detailed analysis has revealed specific patterns and context of allowed substitutions
in the mid region of CDR3 loop for further exploration [25].

To address whether differences in TfR1 binding kinetics affect functional activity
in vivo, 19 TXB2 variants were selected across a range of brain penetration for SPR analysis.
There was a strong positive and significant correlation between mTfR1 association rate
(ka) and brain penetration in mice, whereas the dissociation rate (kd) was randomly
distributed. While the correlation with affinity (KD) showed only a positive trend driven
by the association rate, all the variants with enhanced brain penetration bound the receptor
with high affinity (KD < 2 nM). VNAR shuttles with high association rate were shown to
have an advantage in brain penetration where the velocity of blood flow may limit receptor
exposure time followed by receptor engagement and transcytosis. Due to the complexity
of the process, however, receptor association will be one of a multiplicity of contributing
factors involved in the transport of TXB2 and its variants across the BBB.

The variant designated TXB4 was selected for further characterization since it had
the highest TfR1 association rate and the highest level of brain penetration. The CDR3
modification did not result in epitope shift since TXB4 retained the unique brain specificity
of TXB2 [15]. TXB4 did not accumulate in any of the tested organs except for the brain,
where a 27-fold increase over control was observed. Since TXB4 did not target other organs,
it is likely that lower plasma levels were a direct consequence of higher brain penetration,
which was confirmed via IHC. A high level of specific immunoreactivity was observed
across different brain regions in mice injected with TXB4 at a dose of only 25 nmol/kg
(1.875 mg/kg). In addition to capillary staining, a strong reactivity was observed diffusely
throughout the parenchyma and within neuronal cell bodies.

Using neurotensin (NT) as a payload, we previously found that TXB2 caused a sig-
nificant drop in body temperature after IV injection [15]. Endogenous NT is expressed by
glial cells and neurons, and upon binding to neurotensin receptor 1 (NTSR1) elicits several
physiological effects including body temperature reduction [26]. Importantly, only brain
expressed NTSR1 is directly linked to body temperature regulation and was previously
utilized to confirm parenchymal penetration of other brain shuttles [15,22,27]. A TXB4-NT
fusion dosed at 25 nmol/kg, IV, also reduced body temperature in mice. A significant
reduction was observed from 1 to 5 h post injection with maximal effect at 2 h. The time
course was similar to the parental TXB2 but the magnitude increased from approximately
2 °C to 2.9 °C, which most likely resulted from higher brain penetration. The gradual re-
covery of body temperature from the 2 h timepoint onwards was a consequence of receptor
desensitization and not the brain levels, as was previously shown with TXB2 [15].
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The ability of the TXB4 shuttle to deliver macromolecules to the brain was evaluated
using various monoclonal antibodies dosed at 25 nmol/kg and measured at 18 h post
injection. A bivalent N-terminal fusion of TXB4 to the heavy chain of a CD20 antibody
(TXB4-CD20) increased brain penetration 20-fold over the unmodified antibody and nearly
3-fold improvement over the TXB2-CD20 fusion. Identical N-terminal bivalent fusions
of EGFRVIII, PD-L1 and BACEL1 antibodies with TXB4 were likewise compared to the
unmodified antibodies and brain penetration increased from 14- to 30-fold. Consistently
with other reports, the unmodified antibody showed percentage brain to plasma ratio
ranging from 0.11 to 0.25% [13]. When fused to TXB4, the ratio increased and ranged
between 4.9% and 6.2%, similar to previous reports and depside using an alternative
low-affinity brain shuttle module in monovalent format at an approximately 5-fold higher
dose [13]. A reduction in plasma levels was observable with the TXB4 shuttle fusions but
only reached significance when fused to PD-L1. The plasma level reduction, which was
not observed with TXB2 fusions, was attributed to the higher level of brain penetration
provided by the TXB4 shuttle. IHC confirmed the brain parenchyma delivery of PD-L1
dosed at 25 nmol/kg, which localized not only in capillaries but also in the parenchyma
and neuronal cell bodies. The pattern of TXB4-PD-L1 staining was very similar to TXB4
alone, which was expected since the PD-L1 antibody is human specific [21] and thus the
tissue distribution was driven solely by TXB4. However, the biodistribution of a particular
antibody-shuttle fusion will be influenced by the therapeutic target location and density, in
addition to antibody binding affinity.

Aside from robust brain penetration of high affinity, bivalent formats, additional
features distinguish VNAR-based from IgG-based TfR1 shuttles, which may stem from
the unique structure of their antigen binding paratope [17]. TXB2 and its variants show a
remarkable degree of brain selectivity despite the expression of TfR1 by cells in multiple
organs [28]. By comparison, monoclonal antibodies to mouse TfR1, such as RI7217 and
8D3 specifically accumulate in heart, liver and kidney in addition to brain [29,30]. A
smaller paratope provides access to a larger number of surfaces and buried epitopes,
which may allow the discrimination between receptors with different post-translation
modifications and in different microenvironments. TXB2 and its variants also show cross-
species reactivity, which is difficult to obtain with IgG-based TfR1 antibodies. There is
considerable divergence in TfR1 surface residues across species due to selective pressure by
multiple viruses that uses the a receptor for cellular entry [31] and VNARs may more readily
bind highly conserved cryptic epitopes inaccessible to conventional antibodies [16,32].

5. Conclusions

While the TXB2 VNAR shuttle showed efficient brain penetration at low therapeutic
doses, its activity could be further improved by CDR3 mutagenesis. The TfR1 association
rate in vitro directly correlated with activity in vivo where TXB4 showed the highest as-
sociation rate and the highest brain levels. The bivalent TXB4 shuttle enabled a robust
physiological response to NT peptide in the CNS and increased brain levels of therapeutic
antibodies up to 30-fold. However, the range of therapeutic payloads extends beyond
peptides and antibodies to enzymes, growth factors and anti-sense oligonucleotides. The
unique features of the VNAR shuttle confer distinct advantages over alternative approaches.
In addition to a lower effective dose range, the brain specificity improves efficacy and safety,
and cross-species reactivity presents an opportunity for direct clinical translation.

6. Patents

Stocki, P., Wicher, K.B., Szary, ].M., and Rutkowski, J.L., inventors. Ossianix, Inc.,
assignee. Improved TfR-selective binding peptides capable of crossing the blood brain
barrier. International Publication No. WO2019089395A1, published 9 May 2019.

Stocki, P., Wicher, K.B., Rutkowski, J.L., Comper, F.,, Demydchuk, M., and Szary, ]. M.,
inventors. Ossianix, Inc., assignee. In vivo methods for selecting peptides that cross the
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blood brain barrier, related compositions and methods of use. International Publication No.
WO02021102276A1, published 13 June 2019.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/pharmaceutics15030739/s1, Figure S1: IHC assessment of choroid
plexus. (a) The untreaded control was obtained from non-injected animals and served as a staining
control. Mice were dosed with either (b) the negative control VNAR-hFc (neg. cont.), (c) TXB4,
(d) PD-L1 antibody or (e) TXB4-PD-L1 at 25 nmol/kg, IV and brains were collected following cardiac
perfusion 18 h post injection (n = 2). Brain sections were analyzed for the presence of exogenous
antibodies by IHC and images were collected from choroid plexus for comparison. 500 um scale bar
shown in (a).

Author Contributions: Conceptualization, P.S., ES.W. and J.L.R.; Data curation, P.S.; Formal analysis,
PS.; Funding acquisition, TM. and ES.W.,; Investigation, P.S.,].S.,, M.D., LN,, CLM.R, D.B.LL,, A.G,,
L.T. and S.-F.C.; Methodology, ].S. and M.D.; Project administration, P.S. and J.L.R.; Supervision, P.S.,
M.D., TM. and ].L.R,; Visualization, P.S.; Writing—original draft, P.S.; Writing—review & editing, P.S.,
TM., ES.W. and J.L.R. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Ossianix. C.L.M.R. and T.M. work was supported by grants
from the Lundbeck Foundation Research Initiative on Brain Barriers and Drug Delivery (Grant no.
R155-2013-14113).

Institutional Review Board Statement: The animal study protocol was approved by the Danish
Experimental Animal Inspectorate under the Ministry of Food and Agriculture under license no:
2018-15-0201-01550.

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.
Acknowledgments: Not applicable.

Conflicts of Interest: PS.,].S.,, M.D., LN, D.B.L.,, A.G, LT, S.C,ES.W. and ].L.R. were employees of
Ossianix, Inc., Ossianix, Inc. filed patents on the subject matter of this manuscript.

References

1.

10.

Guo, Q.; Zhu, Q.; Miao, T;; Tao, J.; Ju, X,; Sun, Z.; Li, H.; Xu, G.; Chen, H.; Han, L. LRP1-upregulated nanoparticles for efficiently
conquering the blood-brain barrier and targetedly suppressing multifocal and infiltrative brain metastases. J. Control. Release
2019, 303, 117-129. [CrossRef] [PubMed]

Ju, X.; Miao, T.; Chen, H.; N, J.; Han, L. Overcoming Mfsd2a-Mediated Low Transcytosis to Boost Nanoparticle Delivery to Brain
for Chemotherapy of Brain Metastases. Adv. Healthc. Mater. 2021, 10, €2001997. [CrossRef] [PubMed]

Han, L.; Jiang, C. Evolution of blood-brain barrier in brain diseases and related systemic nanoscale brain-targeting drug delivery
strategies. Acta Pharm. Sin. B 2021, 11, 2306-2325. [CrossRef] [PubMed]

Moos, T.; Oates, P.S.; Morgan, E.H. Expression of the neuronal transferrin receptor is age dependent and susceptible to iron
deficiency. J. Comp. Neurol. 1998, 398, 420-430. [CrossRef]

Bourassa, P.; Alata, W.; Tremblay, C.; Paris-Robidas, S.; Calon, F. Transferrin Receptor-Mediated Uptake at the Blood-Brain Barrier
Is Not Impaired by Alzheimer’s Disease Neuropathology. Mol. Pharm. 2019, 16, 583-594. [CrossRef] [PubMed]

Roche, H.-L. Brainshuttle AD: A Multiple Ascending Dose Study to Investigate the Safety, Tolerability, Pharmacokinetics,
and Pharmacodynamics of RO7126209 Following Intravenous Infusion in Participants with Prodromal or Mild to Moderate
Alzheimer’s Disease. Available online: https:/ /beta.clinicaltrials.gov/study/NCT04639050 (accessed on 20 December 2022).
JCR Pharmaceuticals Co., L. A Phase III Study of JR-141 in Patients With Mucopolysaccharidosis II. Available online: https://clinicaltrials.
gov/ct2/show /NCT04573023 (accessed on 20 December 2022).

Denali Therapeutics Inc. A Study of DNL310 in Pediatric Participants With Hunter Syndrome. Available online: https://clinicaltrials.
gov/ct2/show /NCT04251026 (accessed on 20 December 2022).

Denali Therapeutics Inc.; Takeda. A Study to Evaluate the Safety, Tolerability, Pharmacokinetics, and Pharmacodynamics of DNL593
in Healthy Participants and Participants With Frontotemporal Dementia (FTD-GRN). Available online: https:/ /clinicaltrials.gov /ct2
/show /NCT05262023 (accessed on 20 December 2022).

Sonoda, H.; Morimoto, H.; Yoden, E.; Koshimura, Y.; Kinoshita, M.; Golovina, G.; Takagi, H.; Yamamoto, R.; Minami, K;
Mizoguchi, A ; et al. A Blood-Brain-Barrier-Penetrating Anti-human Transferrin Receptor Antibody Fusion Protein for Neurono-
pathic Mucopolysaccharidosis II. Mol. Ther. 2018, 26, 1366-1374. [CrossRef]


https://www.mdpi.com/article/10.3390/pharmaceutics15030739/s1
https://www.mdpi.com/article/10.3390/pharmaceutics15030739/s1
http://doi.org/10.1016/j.jconrel.2019.04.031
http://www.ncbi.nlm.nih.gov/pubmed/31026546
http://doi.org/10.1002/adhm.202001997
http://www.ncbi.nlm.nih.gov/pubmed/33738958
http://doi.org/10.1016/j.apsb.2020.11.023
http://www.ncbi.nlm.nih.gov/pubmed/34522589
http://doi.org/10.1002/(SICI)1096-9861(19980831)398:3&lt;420::AID-CNE8&gt;3.0.CO;2-1
http://doi.org/10.1021/acs.molpharmaceut.8b00870
http://www.ncbi.nlm.nih.gov/pubmed/30609376
https://beta.clinicaltrials.gov/study/NCT04639050
https://clinicaltrials.gov/ct2/show/NCT04573023
https://clinicaltrials.gov/ct2/show/NCT04573023
https://clinicaltrials.gov/ct2/show/NCT04251026
https://clinicaltrials.gov/ct2/show/NCT04251026
https://clinicaltrials.gov/ct2/show/NCT05262023
https://clinicaltrials.gov/ct2/show/NCT05262023
http://doi.org/10.1016/j.ymthe.2018.02.032

Pharmaceutics 2023, 15, 739 14 of 14

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.

30.

31.

32.

Niewoehner, ].; Bohrmann, B.; Collin, L.; Urich, E.; Sade, H.; Maier, P.; Rueger, P; Stracke, J.O.; Lau, W.; Tissot, A.C.; et al.
Increased brain penetration and potency of a therapeutic antibody using a monovalent molecular shuttle. Neuron 2014, 81, 49-60.
[CrossRef]

Arguello, A.; Meisner, R.; Thomsen, E.R.; Nguyen, H.N.; Ravi, R.; Simms, J.; Lo, L; Speckart, J.; Holtzman, J.; Gill, TM.; et al.
Iduronate-2-sulfatase transport vehicle rescues behavioral and skeletal phenotypes in a mouse model of Hunter syndrome. JCI
Insight 2021, 6, €145445. [CrossRef]

Yu, Y]J.; Zhang, Y.; Kenrick, M.; Hoyte, K.; Luk, W.; Lu, Y.; Atwal, J.; Elliott, ].M.; Prabhu, S.; Watts, R.J.; et al. Boosting brain
uptake of a therapeutic antibody by reducing its affinity for a transcytosis target. Sci. Transl. Med. 2011, 3, 84ra44. [CrossRef]
Arguello, A.; Mahon, C.S; Calvert, M.E.K,; Chan, D.; Dugas, ].C.; Pizzo, M.E.; Thomsen, E.R.; Chau, R.; Damo, L.A.; Duque, | ;
et al. Molecular architecture determines brain delivery of a transferrin receptor-targeted lysosomal enzyme. |. Exp. Med. 2022,
219, €20211057. [CrossRef]

Stocki, P; Szary, J.; Rasmussen, C.L.M.; Demydchuk, M.; Northall, L.; Logan, D.B.; Gauhar, A.; Thei, L.; Moos, T.; Walsh, ES.; et al.
Blood-brain barrier transport using a high affinity, brain-selective VNAR antibody targeting transferrin receptor 1. FASEB |. 2021,
35, €21172. [CrossRef] [PubMed]

Stanfield, R.L.; Dooley, H.; Flajnik, M.E.; Wilson, I.A. Crystal structure of a shark single-domain antibody V region in complex
with lysozyme. Science 2004, 305, 1770-1773. [CrossRef] [PubMed]

Konning, D.; Zielonka, S.; Grzeschik, J.; Empting, M.; Valldorf, B.; Krah, S.; Schroter, C.; Sellmann, C.; Hock, B.; Kolmar, H.
Camelid and shark single domain antibodies: Structural features and therapeutic potential. Curr. Opin. Struct Biol. 2017,
45, 10-16. [CrossRef] [PubMed]

Lo, M,; Kim, H.S.; Tong, R.K.; Bainbridge, T.W.; Vernes, ] M.; Zhang, Y.; Lin, Y.L.; Chung, S.; Dennis, M.S.; Zuchero, Y.J.;
et al. Effector-attenuating Substitutions That Maintain Antibody Stability and Reduce Toxicity in Mice. J. Biol. Chem. 2017,
292,3900-3908. [CrossRef] [PubMed]

Maloney, D.G.; Grillo-Lopez, A.]J.; White, C.A.; Bodkin, D.; Schilder, R.J.; Neidhart, J.A.; Janakiraman, N.; Foon, K.A.; Liles,
T.M.; Dallaire, B.K; et al. IDEC-C2B8 (Rituximab) anti-CD20 monoclonal antibody therapy in patients with relapsed low-grade
non-Hodgkin’s lymphoma. Blood 1997, 90, 2188-2195. [CrossRef] [PubMed]

Hamblett, K.J.; Kozlosky, C.J.; Siu, S.; Chang, W.S.; Liu, H.; Foltz, LN.; Trueblood, E.S.; Meininger, D.; Arora, T.; Twomey, B.;
et al. AMG 595, an Anti-EGFRVIII Antibody-Drug Conjugate, Induces Potent Antitumor Activity against EGFRVIII-Expressing
Glioblastoma. Mol. Cancer Ther. 2015, 14, 1614-1624. [CrossRef] [PubMed]

Stewart, R.; Morrow, M.; Hammond, S.A.; Mulgrew, K.; Marcus, D.; Poon, E.; Watkins, A.; Mullins, S.; Chodorge, M.; Andrews, J.;
et al. Identification and Characterization of MEDI4736, an Antagonistic Anti-PD-L1 Monoclonal Antibody. Cancer Immunol. Res.
2015, 3, 1052-1062. [CrossRef] [PubMed]

Demeule, M.; Beaudet, N.; Regina, A.; Besserer-Offroy, E.; Murza, A.; Tetreault, P.; Belleville, K.; Che, C.; Larocque, A.; Thiot,
C.; et al. Conjugation of a brain-penetrant peptide with neurotensin provides antinociceptive properties. J. Clin. Investig. 2014,
124, 1199-1213. [CrossRef]

Hermans, E.; Maloteaux, ].M. Mechanisms of regulation of neurotensin receptors. Pharmacol. Ther. 1998, 79, 89-104. [CrossRef]
Ando, Y,; Okada, H.; Takemura, G.; Suzuki, K; Takada, C.; Tomita, H.; Zaikokuji, R.; Hotta, Y.; Miyazaki, N.; Yano, H.; et al.
Brain-Specific Ultrastructure of Capillary Endothelial Glycocalyx and Its Possible Contribution for Blood Brain Barrier. Sci. Rep.
2018, 8, 17523. [CrossRef]

Stocki, P.; Wicher, K.B.; Rutkowski, J.L.; Comper, F.; Demydchuk, M.; Szary, ].M. In Vivo Methods for Selecting Peptides That
cross the Blood Brain Barrier, Related Compositions and Methods of Use. U.S. Patent WO/2018/031424, 15 February 2018.
Mustain, W.C.; Rychahou, P.G.; Evers, B.M. The role of neurotensin in physiologic and pathologic processes. Curr. Opin. Endocrinol.
Diabetes Obes. 2011, 18, 75-82. [CrossRef] [PubMed]

Wouters, Y.; Jaspers, T.; De Strooper, B.; Dewilde, M. Identification and in vivo characterization of a brain-penetrating nanobody.
Fluids Barriers CNS 2020, 17, 62. [CrossRef] [PubMed]

Kawabata, H. Transferrin and transferrin receptors update. Free Radic Biol. Med. 2019, 133, 46-54. [CrossRef] [PubMed]

Lee, H].; Engelhardt, B.; Lesley, J.; Bickel, U.; Pardridge, W.M. Targeting rat anti-mouse transferrin receptor monoclonal antibodies
through blood-brain barrier in mouse. J. Pharmacol. Exp. Ther. 2000, 292, 1048-1052.

Boado, R.J.; Zhang, Y.; Wang, Y.; Pardridge, W.M. Engineering and expression of a chimeric transferrin receptor monoclonal
antibody for blood-brain barrier delivery in the mouse. Biotechnol. Bioeng. 2009, 102, 1251-1258. [CrossRef]

Demogines, A.; Abraham, J.; Choe, H.; Farzan, M.; Sawyer, S.L. Dual host-virus arms races shape an essential housekeeping
protein. PLoS Biol. 2013, 11, e1001571. [CrossRef]

Wesolowski, J.; Alzogaray, V.; Reyelt, J.; Unger, M.; Juarez, K.; Urrutia, M.; Cauerhff, A.; Danquah, W,; Rissiek, B.; Scheuplein,
F; et al. Single domain antibodies: Promising experimental and therapeutic tools in infection and immunity. Med. Microbiol.
Immunol. 2009, 198, 157-174. [CrossRef]

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


http://doi.org/10.1016/j.neuron.2013.10.061
http://doi.org/10.1172/jci.insight.145445
http://doi.org/10.1126/scitranslmed.3002230
http://doi.org/10.1084/jem.20211057
http://doi.org/10.1096/fj.202001787R
http://www.ncbi.nlm.nih.gov/pubmed/33241587
http://doi.org/10.1126/science.1101148
http://www.ncbi.nlm.nih.gov/pubmed/15319492
http://doi.org/10.1016/j.sbi.2016.10.019
http://www.ncbi.nlm.nih.gov/pubmed/27865111
http://doi.org/10.1074/jbc.M116.767749
http://www.ncbi.nlm.nih.gov/pubmed/28077575
http://doi.org/10.1182/blood.V90.6.2188
http://www.ncbi.nlm.nih.gov/pubmed/9310469
http://doi.org/10.1158/1535-7163.MCT-14-1078
http://www.ncbi.nlm.nih.gov/pubmed/25931519
http://doi.org/10.1158/2326-6066.CIR-14-0191
http://www.ncbi.nlm.nih.gov/pubmed/25943534
http://doi.org/10.1172/JCI70647
http://doi.org/10.1016/S0163-7258(98)00009-6
http://doi.org/10.1038/s41598-018-35976-2
http://doi.org/10.1097/MED.0b013e3283419052
http://www.ncbi.nlm.nih.gov/pubmed/21124211
http://doi.org/10.1186/s12987-020-00226-z
http://www.ncbi.nlm.nih.gov/pubmed/33054787
http://doi.org/10.1016/j.freeradbiomed.2018.06.037
http://www.ncbi.nlm.nih.gov/pubmed/29969719
http://doi.org/10.1002/bit.22135
http://doi.org/10.1371/journal.pbio.1001571
http://doi.org/10.1007/s00430-009-0116-7

	Introduction 
	Materials and Methods 
	Results 
	Discussion 
	Conclusions 
	Patents 
	References

