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Human and mouse albumin bind 
their respective neonatal Fc 
receptors differently
Jeannette Nilsen1,2, Malin Bern1,2, Kine Marita Knudsen Sand1,2,3, Algirdas Grevys1,2,3, 
Bjørn Dalhus4, Inger Sandlie1,3 & Jan Terje Andersen1,2

Albumin has a serum half-life of three weeks in humans and is utilized to extend the serum persistence 
of drugs that are genetically fused or conjugated directly to albumin or albumin-binding molecules. 
Responsible for the long half-life is FcRn that protects albumin from intracellular degradation. An 
in-depth understanding of how FcRn binds albumin across species is of importance for design and 
evaluation of albumin-based therapeutics. Albumin consists of three homologous domains where 
domain I and domain III of human albumin are crucial for binding to human FcRn. Here, we show that 
swapping of two loops in domain I or the whole domain with the corresponding sequence in mouse 
albumin results in reduced binding to human FcRn. In contrast, humanizing domain I of mouse albumin 
improves binding. We reveal that domain I of mouse albumin plays a minor role in the interaction with 
the mouse and human receptors, as domain III on its own binds with similar affinity as full-length mouse 
albumin. Further, we show that P573 in domain III of mouse albumin is required for strong receptor 
binding. Our study highlights distinct differences in structural requirements for the interactions 
between mouse and human albumin with their respective receptor, which should be taken into 
consideration in design of albumin-based drugs and evaluation in mouse models.

Albumin consists of 67% α-helices connected via �exible loops that make up three homologous domains (DI, 
DII and DIII)1. Each domain contains hydrophobic pockets that allow albumin to accommodate and transport 
various small and insoluble molecules, such as fatty acids, hormones, toxins and drugs, throughout the body2. 
Albumin is the most abundant protein in blood with an average serum half-life of three weeks in humans, a fea-
ture only shared with immunoglobulin G (IgG) antibodies3–5. Although structurally and functionally unrelated, 
both albumin and IgG possess the ability to bind a cellular receptor, named the neonatal Fc receptor (FcRn), 
which is broadly expressed and protects against lysosomal degradation6,7. Mice lacking expression of the receptor 
exhibit only about 40% and 25% of normal serum levels of albumin and IgG, respectively, and the half-life of 
injected albumin and IgG is considerably shorter than in wild-type (WT) mice8–11.

FcRn is a major histocompatibility class I-like molecule consisting of a unique transmembrane heavy chain, 
with three extracellular domains (α1, α2 and α3), which is non-covalently associated with the common soluble 
β2-microglobulin (β2m)12–14. �e binding sites for albumin and IgG on FcRn are distinct and non-overlapping, 
and binding of both ligands is pH-dependent, occurring only at acidic pH below 6.5 and not at neutral pH11,15–18. 
�is enables FcRn to rescue albumin and IgG from lysosomal degradation, as binding readily occurs in acidi�ed 
endosomes and cease at the cell surface when exposed to the physiological pH of the extracellular surroundings. 
�e mechanisms by which FcRn transports IgG intracellularly have been studied in detail. IgG enters the endo-
somal pathway when taken up by �uid-phase pinocytosis, but instead of following the route to the lysosomes, it 
may engage FcRn in endosomes followed by sorting to the cell surface at the side of entry or to the opposite side 
of polarized cells7,19–22. Recent publications support that albumin follows the same cellular pathways as IgG23–25.

To fully understand albumin biology, it is important to unravel how FcRn binds and transports albumin. 
Conserved histidine residues in both FcRn (H166) and albumin (H464, H510 and H535) form intramolecular inter-
actions at acidic pH that are crucial for binding15,16,18,26. H166 of the α2-domain in the human FcRn (hFcRn) heavy 
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chain stabilizes a loop in the α1-domain and conserved tryptophan residues (W51, W53, W59 and W61) within the 
loop16,18,26,27. �is allows binding of W53 and W59 to hydrophobic pockets in DIII of human serum albumin (HSA) 
that are sustained in open conformations by H464, H510 and H53518,26. DIII of HSA contains the main binding 
site for hFcRn, but while recombinant DIII on its own can bind the receptor, the a�nity is much weaker than of 
full-length HSA16,28,29. More recently, we demonstrated that the reduced a�nity is due to a contribution from DI in 
the complete HSA molecule, as targeting selected residues within two surface-exposed loops in DI (loop I: residues 
81–89, loop II: 105–114) either decreased or increased binding to hFcRn when mutated to alanine18,26,28.

�e half-life property of albumin is used to improve therapeutic e�cacy of drugs by extending their serum 
persistence30,31, and engineering of HSA for improved FcRn binding is now explored to further optimize dos-
ing frequency26,32. Rodents are extensively used to test WT and engineered HSA-drug fusions, but we have 
revealed that there are great di�erences in cross-species FcRn-albumin binding that challenges such evaluations. 
Speci�cally for mouse and human, mouse FcRn (mFcRn) binds HSA weakly compared to mouse serum albumin 
(MSA), whereas hFcRn binds MSA more strongly than HSA32–34. We have demonstrated that sequence variation 
in DIII is largely responsible for the cross-species di�erences, as MSA with human DIII, instead of mouse DIII, 
showed comparable binding as WT HSA to the mouse and human forms of FcRn, while binding of HSA with 
mouse DIII to both receptors improved, but showed even stronger binding than WT MSA towards hFcRn34.

In the current study, we aimed to investigate how di�erences in the amino acid composition of DI between 
MSA and HSA a�ect receptor binding. We found that targeting residues within the two DI loops of HSA gave rise 
to either increased or decreased hFcRn binding when mutated to the corresponding mouse residues. In contrast, 
substitution of residues in the two loop regions of MSA did not a�ect binding to hFcRn. Furthermore, HSA 
with mouse DI (mDI), instead of human DI (hDI), showed weaker binding to hFcRn than WT HSA, whereas 
improved binding was measured for MSA with hDI. Importantly, recombinant DIII of MSA bound to hFcRn and 
mFcRn with similar a�nity as the full-length molecule, supporting that DI of MSA does not contribute much to 
the interactions. Lastly, we show that P573 of MSA is crucial for strong receptor binding and that the single amino 
acid di�erence between HSA (K573) and MSA at this position contributes greatly to distinct cross species bind-
ing. �us, there are considerable di�erences in the structural requirements for the interactions between HSA and 
MSA with their respective receptors, and across the two species. Our �ndings shed new light on albumin biology 
across species and must be taken into consideration during development and evaluation of albumin-based ther-
apeutics in preclinical mouse models.

Results
Species analysis of the FcRn-albumin interaction. Albumin consists of three domains (DI, DII and 
DIII) connected via �exible loops (Fig. 1a). While DIII is the principal binding domain, two surface-exposed 
loops in the N-terminal DI of HSA, encompassing residues 80–89 (loop I) and 105–114 (loop II) contribute to 
optimal hFcRn binding16,18,26,28. We have previously uncovered large di�erences in binding of albumin to FcRn 
across species, which has consequences when HSA-based therapeutics are evaluated in mouse models32–34. �e 
challenge is that HSA binds weakly to mFcRn, while MSA binds more strongly than HSA to hFcRn32–34. To gain 
insight into these di�erences, we aligned the amino acid sequences of albumin from human and mouse with that 
of 15 other species (Supplementary Fig. S1), and found that conservation within DI and DIII were 67.1% and 
67.9%, respectively, and 68.9% for the non-interacting DII. Regarding mouse and human, the conservation in DI, 
DII and DIII were 67.6%, 75.6% and 74.0%, respectively. Examining the two exposed loops within DI, we found 
that seven out of nine amino acids in loop I, and six out of ten in loop II, are either fully conserved or replaced 
with an amino acid with similar characteristics (Fig. 1b). In loop I, the amino acid in position 83 is the least con-
served, and vary from a threonine in humans to a serine, histidine, asparagine and lysine among the other species, 
suggesting that it may be less important for FcRn binding. Notably, the side chain of T83 does not contact hFcRn 
or any other residues of HSA in two available co-crystal structures (Fig. 1c), and we previously found that T83 
in HSA could be replaced with alanine without a�ecting hFcRn binding18,26,28. Residues 109, 111 and 114 are the 
most variable in loop II. Interestingly, albumin from human, orangutan and chimpanzee have an arginine in posi-
tion 114, which is replaced by a lysine in another six of the seventeen species. With the exception of Q114 in cat, 
albumin from mouse and the remaining six species contain a proline at this position. �is amino acid di�erence 
may a�ect the degree of �exibility of the loop, which noted from the HSA-hFcRn co-crystal structures, is able to 
adopt di�erent conformations (Fig. 1d)18,26.

Next, we aligned the amino acid sequence of FcRn from ten species and looked at conservation in the areas 
involved in binding of DI of HSA (Supplementary Fig. S2). To identify the regions involved in binding, we exam-
ined two HSA-hFcRn co-crystal structures18,26, and observed that the interface to loop II of DI di�ered slightly, as 
the loop had di�erent conformations (Fig. 1d). In the complex with WT HSA, N111 forms two hydrogen bonds 
with S58 in the α1-domain of hFcRn (Fig. 1d). S58 and �anking residues of the receptor (Q56 to T65) that face the 
loop are highly conserved among species. In the second co-crystal, the loop extends towards the α2-domain and 
N111 interacts with E165 (Fig. 1d). �is region of the receptor is less conserved, and in all species but primates, 
E165 (human numbering) is replaced by a glycine. �e interface area between hFcRn and loop I of DI is very 
similar in the two co-crystal complexes (Fig. 1d), and includes the amino acid stretch from N149 to L163 in the 
α2-domain of the receptor, which is less conserved overall (Supplementary Fig. S2). �us, the sequence variation 
here may contribute to the di�erence between mouse and human FcRn in binding a�nity for albumin.

Loop swapping affects mouse-human cross species binding differently. From the multiple 
albumin sequence alignment, we found that HSA has four amino acids that di�er from MSA in the two DI 
loops, namely T83N and M87L in loop I and N111S and R114P in loop II (Fig. 1b). To investigate whether the 
mouse-human di�erences within the loops a�ect FcRn binding, we designed a panel of chimeric albumin vari-
ants, where loop I, loop II or both were swapped between HSA and MSA (HSA-mLoopI, -mLoopII, -mLoopI + II 
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and MSA-hLoopI, -hLoopII, -hLoopI + II). In addition, we made albumin variants where single amino acid sub-
stitutions were introduced (T83N, M87L, N111S, R114P in HSA and N83T, L87M, S111N and P114R in MSA). 
�e mouse-human albumin variants were expressed with a C-terminal GST-tag in HEK293E cells and puri�ed 
on a GSTrap FF column. None of the mutations a�ected secretion as they were equally well produced as WT, 
and puri�ed fractions migrated with expected molecular weights when analyzed by SDS-PAGE and Coomassie 
staining (Fig. 2a).

To examine the thermal stability of selected variants, we performed a thermal shi� assay based on intrinsic 
�uorescence from aromatic amino acid residues. Tycho NT. 6 was used to measure changes in intrinsic �uo-
rescence at 330 nm and 350 nm with increasing temperature. �e �uorescence signals were plotted as a ratio 
(350 nm/330 nm) and used to calculate the midpoint unfolding in�ection temperature (Ti) (Supplementary 
Fig. S3, Table 1). A Ti of 68.9 ± 0.5 °C was determined for WT HSA-GST and a similar value of 69.3 ± 0.1 °C 
was obtained for the two single point mutant variants, N111S and R114P, whereas a slightly lower Ti value of 
66.7 ± 1.8 °C was calculated for HSA with both loop I and loop II from MSA. For the WT MSA fusion, a Ti of 
67.7 ± 0.3 °C was determined and almost identical values were calculated for MSA with the single point S111N or 
P114R mutations, as well as for MSA with both loop I and loop II from HSA. �us, the loop mutations showed no 
or minor in�uenced on the thermal stability.

Next, binding of the engineered albumin variants to the mouse and human forms of FcRn was examined at 
pH 5.8. ELISA revealed that swapping either loop I or loop II in HSA with the corresponding mouse loop did not 
a�ect binding to hFcRn, however, introduction of both mouse loops caused reduced binding (Fig. 2b). Testing the 
single-point HSA mutants of loop I, T83N and M87L, revealed that these substitutions did not in�uence hFcRn 
binding, whereas the loop II variants, N111S and R114P, gave rise to enhanced and reduced binding, respectively 
(Fig. 2b). Weak binding to mFcRn was observed for WT HSA and the mutant variants (Supplementary Fig. S5, 
a and b). Screening of the MSA variants showed that neither the loop swapping nor the single amino acid muta-
tions had much e�ect on hFcRn binding, as they bound equally well as WT MSA (Fig. 2c). However, somewhat 
increased binding to mFcRn was observed for the MSA variant with the single point P114R mutation in loop II 
(Fig. 2d). None of the albumin variants bound the two receptors at pH 7.4 (Supplementary Fig. S6).

Figure 1. DI and DIII of HSA interact with hFcRn. (a) An illustration of the co-crystal structure of WT HSA 
in complex with hFcRn. DI, DII and DIII of HSA are colored in pink, orange and cyan, respectively, whereas 
for hFcRn, the heavy chain is shown in green and the β2m subunit in gray. �e three domains, α1, α2 and 
α3, of hFcRn are indicated. (b) Alignment of the amino acid residues 74–120 of albumin DI from multiple 
species. Two DI loops are indicated. Amino acids that are identical to or share the same characteristics as the 
corresponding human loop residue are highlighted in dark gray and cyan, respectively. �e positions in red are 
the loop residues that di�er between HSA and MSA. Conserved amino acids �anking the loops are highlighted 
in light gray. �e alignment was designed using the Clustalω so�ware. (c) A close-up of the interface between 
WT HSA DI and hFcRn, showing interacting residues and amino acids targeted in this study. (d) A close-up 
of a superposition of the WT HSA-hFcRn (pink) and HSA13-hFcRn (red) co-crystal structures, showing two 
di�erent conformations of loop II in DI. �e �gures were made using PyMOL with the crystal structure data of 
WT HSA-hFcRn and HSA13-hFcRn18,26.



www.nature.com/scientificreports/

4SCIENTIFIC REPORTS |  (2018) 8:14648  | DOI:10.1038/s41598-018-32817-0

Surface plasmon resonance (SPR) was then used to derive the binding kinetics for selected albumin variants 
(HSA WT, -mLoopI + II, -N111S, -R114P and MSA WT, -hLoopI + II) by injecting titrated amounts of mono-
meric receptor over immobilized variants at pH 5.5. Both the human and mouse form of FcRn bound MSA more 
strongly than HSA (Fig. 3, Table 2). Introduction of the two mouse loops, or the R114P mutation, in HSA mod-
ulated the interaction to hFcRn by increasing the dissociation rates, resulting in 2.1- and 1.4-fold weaker binding 
a�nity, respectively (Fig. 3b and c, Table 2). �e N111S mutation gave rise to 2.4-fold improved binding due to 
faster association and slower dissociation (Fig. 3d, Table 2). MSA with two humanized loops bound with close to 
the same a�nity as WT MSA to hFcRn, while 1.5-fold higher a�nity was measured towards the mouse receptor 
(Fig. 3f and i, Table 2). �us, loop swapping modulated binding of human and mouse albumin to their respective 
receptors, but did not in�uence binding of MSA to hFcRn.

Domain swapping reveals mouse-human binding differences. �e multiple sequence alignment 
revealed that DI of HSA and MSA share less sequence identity (67.6%) compared with the other two domains 
(DII; 75.6%, DIII; 74.0%). To investigate how the sequence variations a�ect FcRn binding, we produced chimeric 
albumin variants where the N-terminal DI (residues 1–190) was swapped between HSA and MSA (Fig. 4a). �e 
segment between residue 190 and 210 in HSA intersects DII and DIII at the core of the protein, and thus, to avoid 
potential mouse-human amino acid mismatch in the domain interfaces that could a�ect the stability of the chi-
mera, the DI-DII boundary was set to residue 190. �e thermal shi� assay showed that HSA with mDI had close 
to the same Ti as WT HSA, whereas 2.4 °C lower Ti was determined for MSA with hDI in comparison to WT 
MSA (Supplementary Fig. S3, Table 1).

We then measured the e�ect of swapping on receptor binding using ELISA. At pH 5.8, we detected weaker 
binding of HSA-mDI than of WT HSA towards hFcRn, whereas MSA-hDI bound more strongly than WT MSA 
(Fig. 4b). �e mouse receptor bound WT HSA and HSA-mDI weakly, and did not discriminate between WT MSA 
and MSA-hDI (Supplementary Fig. S5, Fig. 4c). None of the chimeric variants bound the two receptors at pH 7.4 
(Supplementary Fig. S6). Results from SPR con�rmed the weaker binding of HSA-mDI to hFcRn, 3.7-fold com-
pared to WT HSA, and the improved binding by 2.4-fold for MSA-hDI in comparison to WT MSA (Fig. 4d and e,  
Table 2). MSA-hDI bound with similar a�nity as WT MSA towards the mouse receptor (Fig. 4f, Table 2). �us, at 
acidic pH, hFcRn preferred hDI over mDI, whereas it did not make a di�erence for mFcRn.

Figure 2. Engineered albumin variants and binding to FcRn. (a) 12% SDS-PAGE gel stained with Coomassie 
Blue showing puri�ed fractions of GST-tagged HSA, MSA and mutant variants. �e full-length gels are 
presented in Supplementary Fig. S9a. (b) Relative binding of WT HSA and mutant variants to hFcRn at pH 5.8. 
Based on EC50 values calculated from ELISA results (Supplementary Fig. S4) where WT HSA was set to 1. (c,d) 
Relative binding of WT MSA and mutant variants to hFcRn (c) and mFcRn (d) at pH 5.8. Based on EC50 values 
calculated from ELISA results (Supplementary Fig. S4) where WT MSA was set to 1. �e numbers represent the 
mean ± s.d. of duplicates from one representative experiment.

VARIANT Ti valuea (°C) VARIANT Ti valuea (°C)

HSA WT 68.9 ± 0.5 MSA WT 67.7 ± 0.3

HSA N111S 69.3 ± 0.1 MSA S111N 67.7 ± 0.1

HSA R114P 69.3 ± 0.1 MSA P114R 67.2 ± 0.3

HSA mLoopI+II 66.7 ± 1.8 MSA hLoopI+II 67.6 ± 0.3

HSA mDI 68.7 ± 0.7 MSA hDI 65.3 ± 0.1

HSA DIII 64.4 ± 1.4 MSA DIII 64.6 ± 0.7

HSA K573P 69.2 ± 0.1 MSA P573K 67.6 ± 0.3

Table 1. �ermal unfolding midpoint temperatures aTi, in�ection temperature determined at pH 7.4. �e 
values represent the mean ± s.d. of duplicates.
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DIII binds with similar affinity as full-length MSA. Our �ndings show that the binding of MSA to the 
human and mouse forms of FcRn was una�ected or improved by humanizing DI. To further examine the role of 
DI, we expressed recombinant DIII derived from MSA and HSA with a C-terminal GST-tag (Fig. 5a). �e thermal 
shi� assay revealed that the DIII fragments had slightly lower Ti values compared to the full-length molecules 
(Supplementary Fig. S3, Table 1). �e binding kinetics were determined using SPR by immobilizing the DIII frag-
ments and injecting titrated amounts of monomeric hFcRn or mFcRn at pH 5.5. In line with previous results16,28, 
binding of HSA DIII to hFcRn was almost 10-fold weaker than that of the full-length molecule (Fig. 5b, Table 2). 
In stark contrast to the human pair, the binding kinetics of DIII of MSA was only slightly di�erent from that of 
full-length MSA towards hFcRn (Fig. 5c, Table 2). When tested for binding to mFcRn, 2-fold slower association 
and almost 2-fold slower dissociation were measured for DIII alone, resulting in similar binding a�nity as that 
measured for full-length MSA (Fig. 5d, Table 2). Our data support that DI of HSA plays a signi�cant role in bind-
ing to hFcRn, whereas the contribution from DI of MSA to the interaction is minor in comparison.

Figure 3. Human-mouse loop swapping of albumin modulates binding to FcRn. (a–f) Representative 
sensorgrams showing binding of titrated amounts of monomeric hFcRn injected over immobilized (200 RU) 
WT HSA (a), HSA mLoopI + II (b), N111S (c), R114P (d), WT MSA (e) and MSA hLoopI + II (f) at pH 5.5 
(—) and the �t of the data to the 1:1 binding model (·····). (g–i) Representative sensorgrams showing binding 
of titrated amounts of monomeric mFcRn injected over immobilized (200 RU) WT HSA (g), WT MSA (h) 
and MSA hLoopI + II (i) at pH 5.5 (−) and the �t of the data to the 1:1 binding model (·····). Injections were 
performed with a �ow rate of 30 µl/min at 25 °C.
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A single amino acid difference in DIII affects cross-species binding. Alignment of albumin 
sequences shows that human, orangutan and chimpanzee are the only species that express albumin with a lysine 
in position 573, whereas albumin from mouse and the remaining thirteen species all use proline in this position 
(Supplementary Fig. S1). We previously showed that replacing the lysine in HSA with a proline had a strong pos-
itive e�ect on binding to both hFcRn and mFcRn and on the circulatory half-life in mice and monkeys32.

To further study the importance of this particular amino acid di�erence in cross-species binding, the proline 
in MSA was mutated to lysine (P573K) and vice versa in HSA (K573P) (Fig. 6a). �e single point mutations did 
not a�ect the thermal stability of the proteins (Supplementary Fig. S3, Table 1). Binding to the human and mouse 
forms of FcRn was measured in ELISA and SPR as before. �e K573P mutation in HSA gave rise to 17-fold 
improved binding to hFcRn, and even stronger binding than that measured for WT MSA (Fig. 6b and d, Table 2). 
In addition, binding to mFcRn increased considerably, but not to a level beyond that of WT MSA (Fig. 6c and f). 
In line with these results, introducing the P573K mutation in MSA led to more than 20-fold decreased binding to 
hFcRn, and to almost 10-fold weaker binding compared with WT HSA (Fig. 6b and e, Table 2). Moreover, binding 
to mFcRn was also considerably reduced due to the mutation, but the binding kinetics could not be reliably deter-
mined (Fig. 6c and g). �us, the proline of MSA contributes greatly to strong binding to both mFcRn and hFcRn.

Discussion
In this study, we �rst examined how sequence variation in DI between mouse and human albumin a�ects binding 
to the mouse and human forms of FcRn. In addition to the main binding site for hFcRn in the C-terminal DIII of 
HSA, we recently discovered that the N-terminal DI, and two-surface exposed loops in particular, contribute to 
optimal pH-dependent binding to the receptor16,18,26,28. Here we identi�ed four amino acid di�erences between 
HSA and MSA in the two DI loops. Mutation of all four amino acids in HSA to the corresponding residues in 
mouse resulted in negative modulation of binding to hFcRn. However, when the mouse residues were introduced 
individually, it turned out that only one mutation in loop II, R114P, was responsible for reduced hFcRn binding, 
and that it had actually masked a positive e�ect of the second loop II mutation, N111S. In the two co-crystal 
structures of hFcRn in complex with WT HSA or HSA13, loop II of DI have di�erent orientations, which suggests 
that the loop is a �exible part that can adopt distinct conformations and interactions upon receptor binding18,26,28. 
In the WT HSA-hFcRn complex, N111 forms two favorable contacts with S58 of hFcRn and one unfavorable con-
tact with K6318. Notably, substitution of N111 with an alanine also improved binding to hFcRn28. �us, increased 
receptor binding of mutating N111 to a serine or an alanine, which removes the repulsive interaction and two 
direct hydrogen bonds, suggests that improved interactions in nearby locations are allowed to occur. Interestingly, 
albumin from several species expresses an aspartic acid in this position, which could potentially form a favorable 
salt bridge with K63, and lead to increased binding to hFcRn if introduced in HSA.

VARIANTa ka (104M−1 s−1) kd (10−3s−1) KD
b (nM) χ2c Fold ∆d

hFcRn

HSA WT 2.3 ± 0.2 8.9 ± 0.9 387.0 0.4 1.0

HSA mLoopI + II 2.6 ± 0.1 21.4 ± 0.1 823.1 0.2  + 2.1

HSA N111S 3.7 ± 0.1 6.0 ± 0.2 162.2 0.7 −2.4

HSA R114P 2.2 ± 0.2 12.2 ± 1.1 554.5 0.4  + 1.4

HSA mDI 1.4 ± 0.1 20.2 ± 1.4 1442.9 0.2  + 3.7

HSA DIII 1.1 ± 0.1 34.9 ± 0.7 3172.7 2.1  + 8.2

HSA K573P 2.7 ± 0.1 0.6 ± 0.1 22.2 0.4 −17.4

MSA WT 3.2 ± 1.0 5.4 ± 1.5 168.8 0.5 1.0

MSA hLoopI + II 5.1 ± 0.1 7.4 ± 0.6 145.1 0.2 −1.2

MSA hDI 6.7 ± 0.6 4.7 ± 0.3 70.2 0.6 −2.4

MSA DIII 4.8 ± 0.1 5.7 ± 0.3 118.8 0.4 −1.4

MSA P573K 2.0 ± 0.1 73.4 ± 3.6 3670.0 0.5  + 21.7

mFcRn

HSA WT NAe NA NA NA NA

HSA K573P 1.6 ± 0.1 19.7 ± 0.1 1231.3 0.2 NA

MSA WT 3.0 ± 0.1 16.4 ± 2.0 546.7 0.1 1.0

MSA hLoopI + II 2.0 ± 0.1 7.5 ± 0.5 375.0 0.1 −1.5

MSA hDI 2.1 ± 0.1 14.8 ± 1.0 704.8 0.2  + 1.3

MSA DIII 1.5 ± 0.1 9.3 ± 0.1 620.0 0.2  + 1.1

MSA P573K NA NA NA NA NA

Table 2. SPR-derived kinetics for binding of albumin variants towards hFcRn and mFcRn. a�e albumin 
variants were immobilized on CM5 chips and serial dilutions of hFcRn or mFcRn were injected. b�e kinetic 
rate constants were obtained using a simple �rst-order (1:1) Langmuir bimolecular interaction model. �e 
kinetics values represent the mean ± s.d. of duplicates. cχ2 values resulting from curve �tting using the �rst-
order (1:1) bimolecular interaction model. χ2 is a measure of the average squared residual (the di�erence 
between the experimental data and the �tted curve). dFold di�erence in KD compared to the WT interaction. 
eNA, not acquired due to fast kinetics.
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R114 does not interact directly with hFcRn, but a proline in this position may a�ect the �exibility of the 
loop and explain the decrease in binding to the receptor. R114 is mutated to a glycine in the naturally occurring 
HSA variant Yahomana-2, and we previously showed that a recombinant form of this variant had almost 2-fold 
reduced binding a�nity for hFcRn compared to WT28,35. Loop II extends over a binding pocket, the so-called 
FA site 1 or drug site 3, located in sub-domain IB of HSA, which also accommodates hemin and bilirubin36,37. 
Interestingly, homozygotes for the Yahomana-2 variant have been shown to bind bilirubin poorly38, whereas 
crystal structures of HSA solved in the presence of ligand have revealed that R114 coordinates binding of hemin 
to the binding site36. �us, R114 of HSA is not only important for optimal binding to hFcRn, but is also involved 
in binding of cargo to the binding pocket in DIB. In the multiple sequence alignment, we found that about half of 
the species included express either a positively charged arginine or lysine in position 114, whereas MSA and the 
remaining species have a proline. �is is interesting in regard to how binding of cargo may a�ect FcRn binding 
and transport properties, and subsequent biodistribution, and whether there are di�erences to such mechanisms 
between species should be addressed in future studies.

Swapping DI of HSA with mDI led to decreased hFcRn binding, whereas MSA with hDI showed improved 
binding. �is is actually in line with results we previously reported on DIII swapping, where a chimeric variant 
built from DI-DII of HSA and DIII of MSA was found to bind more strongly than WT MSA to hFcRn34. �us, it is 
sequence variation in DIII that is mainly responsible for stronger binding of MSA than HSA, whereas hDI is actu-
ally favored over mDI in binding to hFcRn. Interestingly, and in contrast to DIII of HSA, DIII of MSA bound with 
similar binding a�nity as full-length MSA to both the human and mouse forms of FcRn, which support that while 
DI of HSA is crucial for optimal binding to hFcRn, DI of MSA plays only a minor role in binding to the receptors.

Figure 4. Chimeric DI albumin variants and their FcRn binding properties. (a) 12% SDS-PAGE gel stained 
with Coomassie Blue showing puri�ed fractions of GST-tagged HSA, MSA and chimeric variants. �e full-
length gel is presented in Supplementary Fig. S9b. (b,c) Relative binding of WT and chimeric variants to hFcRn 
(b) and mFcRn (c) at pH 5.8, based on EC50 values calculated from ELISA results (Supplementary Fig. S4) 
where WT was set to 1. �e EC50 value of HSA mDI could not be reliably determined, as saturation was not 
reached. �e numbers represent the mean ± s.d. of duplicates from one representative experiment. (d–f) 
Representative sensorgrams showing binding of titrated amounts of monomeric hFcRn (d–e) or mFcRn (f) 
injected over immobilized (200 RU) chimeric albumin variants at pH 5.5 (−) and the �t of the data to the 1:1 
binding model (·····). Injections were performed with a �ow rate of 30 µl/min at 25 °C.

Figure 5. MSA DIII binds more strongly than HSA DIII to FcRn. (a) 12% SDS-PAGE gel stained with 
Coomassie Blue showing puri�ed fractions of GST-tagged DIII and full-length HSA and MSA. �e full-length 
gel is presented in Supplementary Fig. S9c. (b–d) Representative sensorgrams showing binding of titrated 
amounts of monomeric hFcRn (b,c) or mFcRn (d) injected over immobilized (500 RU) DIII of HSA (b) and 
DIII of MSA (c,d) at pH 5.5 (−) and the �t of the data to the 1:1 binding model (·····). Injections were performed 
with a �ow rate of 30 µl/min at 25 °C.
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Furthermore, we show that a single amino acid residue in position 573 of DIII has great in�uence on cross 
species receptor binding32. When the amino acid at position 573 of MSA (P573K) and HSA (K573P) was substi-
tuted and binding of HSA and MSA could be compared without this amino acid di�erence, HSA was the strong-
est binder towards hFcRn (HSA K573P > WT MSA and WT HSA > MSA P573K). �e DI contribution from 
HSA may partly explain the e�ect. Except for albumin from primates, all other species have P573 in common 
with MSA. It is therefore tempting to speculate whether the HSA DI contribution evolved to compensate for the 
P573K mutation, or that the proline was lost a�er DI got involved, to �ne-tune the binding a�nity for optimal 
serum half-life. Moreover, MSA bound more strongly to mFcRn than HSA with the K573P mutation. Only when 
HSA was equipped with the whole DIII from MSA, did it show as strong binding as MSA34. �us, there must be 
additional amino acids in MSA DIII that contribute to optimal mFcRn binding.

Receptor binding to the albumin variants was measured at pH 5.5 in PBS containing 0.05% Tween-20. Notably, 
we observed that the percentage of detergent a�ected the binding kinetics (Supplementary Fig. S7, Supplementary 
Table S1). �e derived KD for the WT HSA-hFcRn pair was actually 4.3-fold lower in the presence of only 0.005% 
Tween-20 as compared to 0.05%, whereas binding of WT MSA to the human receptor was 2.5-fold stronger. 
Interestingly, the WT MSA-mFcRn interaction was a�ected to a lesser extent as the KD was 1.7-fold lower in 
the presence of 0.005% Tween-20 compared to 0.05%. Tween-20 contains a fatty acid ester moiety (lauric acid 
(C12:0)) and a long polyoxyethylene chain. In light of a previous report showing that fatty acids can bind hydro-
phobic pockets of HSA and modulate hFcRn binding26, it may be that Tween-20 can bind albumin and a�ect 
receptor binding.

Another interesting question is whether the interactions are modulated through a pH gradient. Interestingly, 
MSA bound only slightly better than HSA to hFcRn at pH 5.5 (Supplementary Fig. S8). However, while binding of 
HSA was clearly weakened as the pH increased from pH 5.5 to pH 6.0, binding of MSA was less a�ected by the pH 
in this range, which bound more strongly than HSA at both pH 5.8 and 6.033,34. �us, as binding to FcRn occurs 
in an endosomal environment that gradually becomes more acidic, MSA may engage the receptor before HSA. 
Importantly, when engineered HSA and MSA variants were compared with WT at pH 5.5 and 6.0, the mutations 
showed the same e�ect on binding to hFcRn as at pH 5.8 (Supplementary Fig. S8).

Our �ndings should be taken into consideration as they may have implications for development of mouse and 
human albumin fusions made for pre-clinical testing in conventional and transgenic mice. In addition, drugs may 
be fused or conjugated to small albumin-binding molecules, such as anti-albumin binding antibody fragments or 
the albumin-binding domain derived from bacterial Streptococcal protein G, which target endogenous albumin 

Figure 6. P573 in DIII of albumin promotes binding to FcRn. (a) 12% SDS-PAGE gel stained with Coomassie 
Blue showing puri�ed fractions of GST-tagged HSA, MSA and single point mutant variants. �e full-length gel 
is presented in Supplementary Fig. S9d. (b-c) ELISA showing binding of WT and single point mutant variants 
(HSA K573P and MSA P573K) to hFcRn (b) and mFcRn (c) at pH 5.8. �e numbers represent the mean ± s.d. 
of duplicates from one representative experiment. (d–g) Representative sensorgrams showing binding of 
titrated amounts of monomeric hFcRn (d,e) and mFcRn (f,g) injected over immobilized (200 RU) HSA K573P 
(d and f) and (500 RU) MSA P573K (e and g) at pH 5.5 (−) and the �t of the data to the 1:1 binding model (·····). 
Injections were performed with a �ow rate of 30 µl/min at 25 °C.
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following administration39–42. To achieve extended drug half-life, it is important that binding to albumin does not 
negatively in�uence FcRn binding and transport. Although the binding site on albumin has not been mapped 
for most albumin-binding molecules, drugs attached to such molecules have acquired prolonged half-life in dif-
ferent animal models40–42. In light of our new �ndings, binding of cross-species reactive albumin-binding drugs 
may a�ect the interaction between albumin from mouse and human and FcRn di�erently. As such, molecules 
that bind in the DI region may have a greater in�uence on receptor binding of HSA than of MSA. �us, to avoid 
in�uencing FcRn binding, it may be favorable to target DII of albumin when designing novel albumin-binding 
molecules.

Fusion to DIII of albumin was previously suggested as an alternative sca�old to alter the serum half-life of 
coupled molecules43. When an anti-carcinoembryonic antigen diabody was fused to DIII of HSA, it resulted 
in increased blood persistence in mice43. However, this was most likely due to the increase in size above the 
clearance threshold of the kidneys and not dependent on FcRn, as mFcRn binds HSA very weakly. Fusion of 
diagnostic and therapeutic molecules to full-length albumin may in some cases a�ect their potency, and the use 
of the smaller DIII of albumin could then be bene�cial. A smaller sca�old may also be preferred when the fusion 
is large and target accessibility is an issue. Importantly, as mFcRn binding of MSA is less dependent on DI than 
hFcRn binding of HSA, construction of a MSA DIII-fusion for pre-clinical testing in mice may not re�ect the in 
vivo behavior of the corresponding HSA DIII-fusion. Furthermore, to obtain long in vivo half-life in the presence 
of high levels of endogenous albumin, engineering of HSA DIII, which makes it more MSA DIII-like or even a 
better FcRn binder, would be necessary to increase its ability to compete e�ciently with full-length albumin for 
binding to the receptor.

Methods
Cell culture. High Five cells (Invitrogen) were grown in Express FIVE SEF medium (Invitrogen) supple-
mented with 18 mM L-glutamine and 1% antibiotic-antimyotic (Invitrogen). HEK293E cells (ATCC) were cul-
tured in RPMI 1640 (Sigma-Aldrich) supplemented with 10% heat-inactivated FCS (Sigma-Aldrich), 25 µg/ml 
streptomycin and 25 U/ml penicillin (Bio Whittaker). Both cell lines tested negative for mycoplasma contamina-
tion (MycoAlertTM PLUS Mycoplasma detection kit, Lonza).

Production of recombinant human and mouse FcRn. Production of His-tagged soluble mouse and 
human forms of FcRn was performed using a Baculovirus expression vector system, as described previously44,45. 
Viral stocks encoding the receptors were a kind gi� from Dr. Sally Ward (University of Texas, Southwestern 
Medical Center, Dallas, US). Secreted receptor was puri�ed from supernatant using a 5 ml HisTrap HP column 
supplied with Ni2+ ions (GE Healthcare). �e column was pre-equilibrated with 1xPBS supplemented with 0.05% 
sodium azide. �e supernatant was adjusted to pH 7.2 by adding 1xPBS/0.05% sodium azide (pH 10.9), before 
it was applied at a �ow rate of 5 ml/min. �e column was subsequently washed with 200 ml of 1xPBS, followed 
by 50 ml of 25 mM imidazole/1xPBS (pH 7.3). Bound receptor was eluted with 250 mM imidazole/1xPBS (pH 
7.4) and then up-concentrated and bu�er-exchanged to 1xPBS/0.05% sodium azide using Amicon Ultra-15 10 K 
columns (Millipore). �e monomeric fractions were isolated using a HiLoad 26/600 Superdex 200 prep grade 
column (GE Healthcare) and then up-concentrated using Amicon Ultra-15 10 K columns (Millipore).

Construction and production of albumin variants. A pcDNA3 vector encoding cDNA of full-length 
human albumin (585 aa.) in-frame with a C-terminal GST from Shistosoma Japonicum has previoulsy been 
described29. �e vector was used for sub-cloning of cDNA fragments (Genscript) encoding full-length mouse 
albumin (584 aa.), DIII variants of HSA (residues 381–585) and MSA (residues 381–584)16 or chimeric albumin 
variants where DI (residues 1–190) derived from HSA and MSA were swapped between the two (HSA-mDI and 
MSA-hDI). In addition, single point or combinations of mutations were introduced in the full-length sequences 
of HSA (T83N, M87L, N111S, R114P, K573P, T83N/M87L, N111S/R114P and T83N/M87L/N111S/R114P) and 
MSA (N83T, L87M, S111N, P114R, P573K, N83T/L87M, S111N/P114R and N83T/L87M/S111N/P114R). �e 
vectors were transiently transfected into HEK293E cells using Polyethylenimine Max (Polysciences) and secreted 
proteins were puri�ed from harvested supernatant using a GSTrap FF column, as described before29. Eluted frac-
tions were up-concentrated and bu�er-exchanged to 1xPBS/0.05% sodium azide using Amicon Ultra-15 10 K 
columns (Millipore). Protein concentrations were measured using a DS-11 spectrophotometer (DeNovix Inc.) 
and 2 µg of each protein product was analyzed on a 12% NuPAGE SDS-PAGE (�ermo Fisher Scienti�c).

Thermal shift assay. �e thermal shi� assay was performed using Tycho NT. 6 (NanoTemper Technologies). 
Albumin variants were diluted (0.75 mg/ml) in PBS (pH 7.4) and run in duplicates in capillary tubes. Intrinsic 
�uorescence was recorded at 330 nm and 350 nm while heating the sample from 35–95 °C at a rate of 3 °C/min. 
�e ratio of �uorescence (350/330 nm) and the Ti were calculated by Tycho NT. 6.

ELISA. Ninety-six-well ELISA plates (Costar) were coated with a human IgG1 mutant (M252Y/S254T/T256E/
H433K/N434F) with speci�city for 4-hydroxy-3-iodo-5-nitrophenylacetic acid46 (10 µg/ml) in 100 µl PBS (pH 
7.4) by incubating over night at 4 °C. �e wells were blocked with 250 µl PBS, 4% skimmed milk (PBS/M) for 1 h at 
RT, and then washed three times with 250 µl PBS, 0.05% Tween 20 (PBS/T) (pH 5.5). His-tagged mFcRn or hFcRn 
(10 µg/ml) in 100 µl PBS/T/M (pH 5.8) was added per well and incubated for 1 h at RT, before repeating the wash-
ing step above. Serial dilutions of albumin variants (5–0.002 µg/ml) were prepared in PBS/T/M (pH 5.8) in dupli-
cates, and 100 µl was added per well and incubated for 1 h at RT. �e wells were washed as before. HRP-conjugated 
anti-GST antibody from goat (GE Healthcare) (1:3000) in 100 µl PBS/T/M (pH 5.8) was added per well and 
incubated for 1 h at RT. �e wells were washed three times with 250 µl PBS/T, before 100 µl tetramethylbenzidine 
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substrate (Calbiochem) and then 100 µl 1 M HCl were added. �e absorbance was measured at 450 nm using 
the Sunrise spectrophotometer (TECAN). �e binding responses were �tted and EC50 values extracted using 
nonlinear regression analysis (log[agonist] vs. response (4 parameter)). �e assay was also performed at pH 5.5, 
pH 6.0 and pH 7.4 and the wash bu�er (PBS/T) and dilution bu�er (PBS/T/M) were pH-adjusted accordingly.

SPR. SPR was performed using Biacore T200 (GE Healthcare). Following the manufacturer’s protocol, albu-
min variants (4–10 µg/ml in 10 mM sodium acetate pH 4.5) were immobilized on CM5 Series S sensor chips 
using amine coupling chemistry to ~200 RU or 500 RU. Unreacted moieties were blocked with 1 M ethanolamine. 
Phosphate bu�er (177 mM phosphate, 85 mM NaCl, 0.05% Tween 20) at pH 5.5 and phosphate bu�er (195 mM 
phosphate, 85 mM NaCl, 0.05% Tween20) at pH 7.4 were used as running bu�er and regeneration bu�er, respec-
tively. Kinetic measurements were performed by injecting serial dilutions of soluble monomeric His-tagged 
hFcRn or mFcRn in the pH 5.5 bu�er at a �ow rate of 30 µl/min at 25 °C. All binding curves were zero adjusted 
and the reference �ow cell value was subtracted. �e binding kinetics were determined using the 1:1 Langmuir 
binding model provided by the Biacore T200 Evaluation So�ware, version 3.0.

Sequence and structural analysis. �e amino acid sequences of albumin and FcRn were obtained from 
the National Center for Biotechnology Information. �e albumin sequences of human (AAA98797), orangu-
tan (NP_001127106.2), chimpanzee (XP_517233.3), macaque (NP_001182578.1), horse (NP_001075972.1), 
donkey (AAV28861), cattle (AAA51411), goat (ACF10391), sheep (NP_001009376), pig (AAA30988.1), dog 
(CAB64867.1), cat (CAA59279.1), rabbit (NP_001075813), hamster (ABR68005.1), guinea pig (AAQ20088.1), 
rat (AAH85359.1) and mouse (AAH49971), and the FcRn sequences of human (NP_001129491), chimpanzee 
(XP_512822), macaque (AF485818_1), sheep (NP_001116875), cattle (AF221522_1), pig (NP_999362), dog 
(XP_533618), rabbit (NP_001116409), rat (NP_203502) and mouse (NP_034319) were downloaded. �e align-
ments were made using Clustalω so�ware.

�e coordinates of the crystal structures of hFcRn in complex with WT HSA (PDB ID 4N0F) or an engineered 
HSA variant (HSA13) (PDB ID 4K71)18,26 were used and inspected using the PyMOL so�ware (Schrodinger Inc.).

Statistical analysis. Graphs were made and statistical analyses were performed using GraphPad Prism ver-
sion 7.0 (GraphPad) and Microso� Excel 2010 (Microso�). �e albumin variants were produced in two-three 
independent rounds. ELISA was performed at least three times and the numbers given represent the mean and 
standard deviation of duplicates from one representative experiment. SPR was performed two-three times and 
the numbers given represent the mean and standard deviation of duplicates from one representative experiment.

Data Availability
�e data that support the �ndings of this study are available from the corresponding author upon reasonable 
request.

References
 1. Sugio, S., Kashima, A., Mochizuki, S., Noda, M. & Kobayashi, K. Crystal structure of human serum albumin at 2.5 A resolution. 

Protein Eng 12, 439–446 (1999).
 2. Fasano, M. et al. �e extraordinary ligand binding properties of human serum albumin. IUBMB Life 57, 787–796, https://doi.

org/10.1080/15216540500404093 (2005).
 3. Peters, T. Jr. Serum albumin. Adv Protein Chem 37, 161–245 (1985).
 4. Spiegelberg, H. L. & Fishkin, B. G. �e catabolism of human G immunoglobulins of di�erent heavy chain subclasses. 3. �e 

catabolism of heavy chain disease proteins and of Fc fragments of myeloma proteins. Clin Exp Immunol 10, 599–607 (1972).
 5. Waldmann, T. A. & Strober, W. Metabolism of immunoglobulins. Prog Allergy 13, 1–110 (1969).
 6. Latvala, S., Jacobsen, B., Otteneder, M. B., Herrmann, A. & Kronenberg, S. Distribution of FcRn Across Species and Tissues. J 

Histochem Cytochem 65, 321–333, https://doi.org/10.1369/0022155417705095 (2017).
 7. Ward, E. S. & Ober, R. J. Chapter 4: Multitasking by exploitation of intracellular transport functions the many faces of FcRn. Adv. 

Immunol. 103, 77–115, https://doi.org/10.1016/S0065-2776(09)03004-1 (2009).
 8. Israel, E. J., Wilsker, D. F., Hayes, K. C., Schoenfeld, D. & Simister, N. E. Increased clearance of IgG in mice that lack beta(2)-

microglobulin: Possible protective role of FcRn. Immunology 89, 573–578, https://doi.org/10.1046/J.1365-2567.1996.D01-775.X 
(1996).

 9. Junghans, R. P. & Anderson, C. L. �e protection receptor for IgG catabolism is the beta(2)-microglobulin-containing neonatal 
intestinal transport receptor. Proc Natl Acad Sci USA 93, 5512–5516, https://doi.org/10.1073/Pnas.93.11.5512 (1996).

 10. Roopenian, D. C. et al. �e MHC class I-like IgG receptor controls perinatal IgG transport, IgG homeostasis, and fate of IgG-Fc-
coupled drugs. J. Immunol. 170, 3528–3533 (2003).

 11. Chaudhury, C. et al. �e major histocompatibility complex-related Fc receptor for IgG (FcRn) binds albumin and prolongs its 
lifespan. J Exp Med 197, 315–322 (2003).

 12. Simister, N. E. & Mostov, K. E. An Fc receptor structurally related to MHC class I antigens. Nature 337, 184–187, https://doi.
org/10.1038/337184a0 (1989).

 13. Simister, N. E. & Rees, A. R. Isolation and characterization of an Fc receptor from neonatal rat small intestine. Eur. J. Immunol. 15, 
733–738, https://doi.org/10.1002/eji.1830150718 (1985).

 14. Burmeister, W. P., Gastinel, L. N., Simister, N. E., Blum, M. L. & Bjorkman, P. J. Crystal structure at 2.2 A resolution of the MHC-
related neonatal Fc receptor. Nature 372, 336–343, https://doi.org/10.1038/372336a0 (1994).

 15. Andersen, J. T., Dee Qian, J. & Sandlie, I. �e conserved histidine 166 residue of the human neonatal Fc receptor heavy chain is 
critical for the pH-dependent binding to albumin. Eur. J. Immunol. 36, 3044–3051, https://doi.org/10.1002/eji.200636556 (2006).

 16. Andersen, J. T. et al. Structure-based mutagenesis reveals the albumin-binding site of the neonatal Fc receptor. Nat Commun 3, 610, 
https://doi.org/10.1038/ncomms1607 (2012).

 17. Chaudhury, C., Brooks, C. L., Carter, D. C., Robinson, J. M. & Anderson, C. L. Albumin binding to FcRn: distinct from the FcRn-IgG 
interaction. Biochemistry 45, 4983–4990, https://doi.org/10.1021/bi052628y (2006).

 18. Oganesyan, V. et al. Structural Insights into Neonatal Fc Receptor-based Recycling Mechanisms. J. Biol. Chem. 289, 7812–7824, 
https://doi.org/10.1074/jbc.M113.537563 (2014).

http://dx.doi.org/10.1080/15216540500404093
http://dx.doi.org/10.1080/15216540500404093
http://dx.doi.org/10.1369/0022155417705095
http://dx.doi.org/10.1016/S0065-2776(09)03004-1
http://dx.doi.org/10.1046/J.1365-2567.1996.D01-775.X
http://dx.doi.org/10.1073/Pnas.93.11.5512
http://dx.doi.org/10.1038/337184a0
http://dx.doi.org/10.1038/337184a0
http://dx.doi.org/10.1002/eji.1830150718
http://dx.doi.org/10.1038/372336a0
http://dx.doi.org/10.1002/eji.200636556
http://dx.doi.org/10.1038/ncomms1607
http://dx.doi.org/10.1021/bi052628y
http://dx.doi.org/10.1074/jbc.M113.537563


www.nature.com/scientificreports/

1 1SCIENTIFIC REPORTS |  (2018) 8:14648  | DOI:10.1038/s41598-018-32817-0

 19. Ober, R. J., Martinez, C., Lai, X., Zhou, J. & Ward, E. S. Exocytosis of IgG as mediated by the receptor, FcRn: an analysis at the single-
molecule level. Proc Natl Acad Sci USA 101, 11076–11081, https://doi.org/10.1073/pnas.0402970101 (2004).

 20. Ober, R. J., Martinez, C., Vaccaro, C., Zhou, J. & Ward, E. S. Visualizing the site and dynamics of IgG salvage by the MHC class 
I-related receptor, FcRn. J. Immunol. 172, 2021–2029 (2004).

 21. Prabhat, P. et al. Elucidation of intracellular recycling pathways leading to exocytosis of the Fc receptor, FcRn, by using multifocal 
plane microscopy. Proc Natl Acad Sci USA 104, 5889–5894, https://doi.org/10.1073/pnas.0700337104 (2007).

 22. Ward, E. S. et al. From sorting endosomes to exocytosis: association of Rab4 and Rab11 GTPases with the Fc receptor, FcRn, during 
recycling. Mol Biol Cell 16, 2028–2038, https://doi.org/10.1091/mbc.E04-08-0735 (2005).

 23. Pyzik, M. et al. Hepatic FcRn regulates albumin homeostasis and susceptibility to liver injury. Proc Natl Acad Sci USA 114, 
E2862–E2871, https://doi.org/10.1073/pnas.1618291114 (2017).

 24. Schmidt, E. G. W. et al. Direct demonstration of a neonatal Fc receptor (FcRn)-driven endosomal sorting pathway for cellular 
recycling of albumin. J Biol Chem 292, 13312–13322, https://doi.org/10.1074/jbc.M117.794248 (2017).

 25. Grevys, A. et al. A human endothelial cell-based recycling assay for screening of FcRn targeted molecules. Nat Commun 9 ARTN 62 
https://doi.org/10.1038/s41467-018-03061-x (2018).

 26. Schmidt, M. M. et al. Crystal Structure of an HSA/FcRn Complex Reveals Recycling by Competitive Mimicry of HSA Ligands at a 
pH-Dependent Hydrophobic Interface. Structure 21, 1966–1978, https://doi.org/10.1016/j.str.2013.08.022 (2013).

 27. Sand, K. M. et al. Dissection of the neonatal Fc receptor (FcRn)-albumin interface using mutagenesis and anti-FcRn albumin-
blocking antibodies. J Biol Chem 289, 17228–17239, https://doi.org/10.1074/jbc.M113.522565 (2014).

 28. Sand, K. M. et al. Interaction with both domain I and III of albumin is required for optimal pH-dependent binding to the neonatal 
Fc receptor (FcRn). J Biol Chem 289, 34583–34594, https://doi.org/10.1074/jbc.M114.587675 (2014).

 29. Andersen, J. T., Daba, M. B. & Sandlie, I. FcRn binding properties of an abnormal truncated analbuminemic albumin variant. Clin. 
Biochem. 43, 367–372, https://doi.org/10.1016/j.clinbiochem.2009.12.001 (2010).

 30. Bern, M., Sand, K. M., Nilsen, J., Sandlie, I. & Andersen, J. T. �e role of albumin receptors in regulation of albumin homeostasis: 
Implications for drug delivery. J Control Release 211, 144–162, https://doi.org/10.1016/j.jconrel.2015.06.006 (2015).

 31. Elsadek, B. & Kratz, F. Impact of albumin on drug delivery–new applications on the horizon. J Control Release 157, 4–28, https://doi.
org/10.1016/j.jconrel.2011.09.069 (2012).

 32. Andersen, J. T. et al. Extending serum half-life of albumin by engineering neonatal Fc receptor (FcRn) binding. J Biol Chem 289, 
13492–13502, https://doi.org/10.1074/jbc.M114.549832 (2014).

 33. Andersen, J. T., Daba, M. B., Berntzen, G., Michaelsen, T. E. & Sandlie, I. Cross-species binding analyses of mouse and human 
neonatal Fc receptor show dramatic di�erences in immunoglobulin G and albumin binding. J Biol Chem 285, 4826–4836, https://
doi.org/10.1074/jbc.M109.081828 (2010).

 34. Andersen, J. T. et al. Single-chain variable fragment albumin fusions bind the neonatal Fc receptor (FcRn) in a species-dependent 
manner: implications for in vivo half-life evaluation of albumin fusion therapeutics. J Biol Chem 288, 24277–24285, https://doi.
org/10.1074/jbc.M113.463000 (2013).

 35. Takahashi, N. et al. Amino acid substitutions in inherited albumin variants from Amerindian and Japanese populations. Proc Natl 
Acad Sci USA 84, 8001–8005 (1987).

 36. Zunszain, P. A., Ghuman, J., Komatsu, T., Tsuchida, E. & Curry, S. Crystal structural analysis of human serum albumin complexed 
with hemin and fatty acid. BMC Struct Biol 3, 6, https://doi.org/10.1186/1472-6807-3-6 (2003).

 37. Zunszain, P. A., Ghuman, J., McDonagh, A. F. & Curry, S. Crystallographic analysis of human serum albumin complexed with 
4Z,15E-bilirubin-IXalpha. J Mol Biol 381, 394–406, https://doi.org/10.1016/j.jmb.2008.06.016 (2008).

 38. Lorey, F. W., Ahlfors, C. E., Smith, D. G. & Neel, J. V. Bilirubin binding by variant albumins in Yanomama Indians. Am J Hum Genet 
36, 1112–1120 (1984).

 39. Andersen, J. T. et al. Extending half-life by indirect targeting of the neonatal Fc receptor (FcRn) using a minimal albumin binding 
domain. J Biol Chem 286, 5234–5241, https://doi.org/10.1074/jbc.M110.164848 (2011).

 40. Smith, B. J. et al. Prolonged in vivo residence times of antibody fragments associated with albumin. Bioconj. Chem. 12, 750–756 
(2001).

 41. Holt, L. J. et al. Anti-serum albumin domain antibodies for extending the half-lives of short lived drugs. Protein Eng Des Sel 21, 
283–288, https://doi.org/10.1093/protein/gzm067 (2008).

 42. Steiner, D. et al. Half-life extension using serum albumin-binding DARPin® domains. Protein Engineering, Design and Selection, 
1–9, https://doi.org/10.1093/protein/gzx022 (2017).

 43. Kenanova, V. E. et al. Tuning the serum persistence of human serum albumin domain III:diabody fusion proteins. Protein Eng Des 
Sel 23, 789–798, https://doi.org/10.1093/protein/gzq054 (2010).

 44. Kim, J. K. et al. Mapping the site on human IgG for binding of the MHC class I-related receptor, FcRn. Eur J Immunol 29, 2819–2825, 
https://doi.org/10.1002/(SICI)1521-4141(199909)29:09&#60;2819::AID-IMMU2819&#62;3.0.CO;2-6 (1999).

 45. Firan, M. et al. �e MHC class I-related receptor, FcRn, plays an essential role in the maternofetal transfer of gamma-globulin in 
humans. Int Immunol 13, 993–1002 (2001).

 46. Grevys, A. et al. Fc Engineering of Human IgG1 for Altered Binding to the Neonatal Fc Receptor A�ects Fc E�ector Functions. J 
Immunol 194, 5497–5508, https://doi.org/10.4049/jimmunol.1401218 (2015).

Acknowledgements
We are grateful to Sathiaruby Sivaganesh for excellent technical assistance. �is work was supported in part by 
the Research Council of Norway through its Center of Excellence funding scheme (project no. 179573). J.T.A. and 
J.N. were supported by the Research Council of Norway (Grant no. 230526) and South-Eastern Norway Regional 
Health Authority (Grant no. 40018). K.M.K.S. and A.G. were supported by the University of Oslo. M.B. was 
supported by the Research Council of Norway through its program for Global Health and Vaccination Research 
(GLOBVAC) (Grant no. 143822) and program for biotechnology and innovation (BIOTEK2021) (Grant no. 
267606). B.D. was supported by South-Eastern Norway Regional Health Authority (Grant no. 2015095) (Regional 
Core Facility for Structural Biology).

Author Contributions
J.N., M.B., K.M.K.S., A.G., B.D., I.S. and J.T.A. designed research; J.N., M.B., K.M.K.S., A.G. and J.T.A. performed 
research; J.N., M.B., K.M.K.S., A.G., B.D., I.S. and J.T.A. analyzed data; J.N., M.B. and J.T.A. wrote the paper. All 
authors reviewed the results and approved the �nal version of the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-32817-0.

Competing Interests: �e authors declare no competing interests.

http://dx.doi.org/10.1073/pnas.0402970101
http://dx.doi.org/10.1073/pnas.0700337104
http://dx.doi.org/10.1091/mbc.E04-08-0735
http://dx.doi.org/10.1073/pnas.1618291114
http://dx.doi.org/10.1074/jbc.M117.794248
http://dx.doi.org/10.1038/s41467-018-03061-x
http://dx.doi.org/10.1016/j.str.2013.08.022
http://dx.doi.org/10.1074/jbc.M113.522565
http://dx.doi.org/10.1074/jbc.M114.587675
http://dx.doi.org/10.1016/j.clinbiochem.2009.12.001
http://dx.doi.org/10.1016/j.jconrel.2015.06.006
http://dx.doi.org/10.1016/j.jconrel.2011.09.069
http://dx.doi.org/10.1016/j.jconrel.2011.09.069
http://dx.doi.org/10.1074/jbc.M114.549832
http://dx.doi.org/10.1074/jbc.M109.081828
http://dx.doi.org/10.1074/jbc.M109.081828
http://dx.doi.org/10.1074/jbc.M113.463000
http://dx.doi.org/10.1074/jbc.M113.463000
http://dx.doi.org/10.1186/1472-6807-3-6
http://dx.doi.org/10.1016/j.jmb.2008.06.016
http://dx.doi.org/10.1074/jbc.M110.164848
http://dx.doi.org/10.1093/protein/gzm067
http://dx.doi.org/10.1093/protein/gzx022
http://dx.doi.org/10.1093/protein/gzq054
http://dx.doi.org/10.4049/jimmunol.1401218
http://dx.doi.org/10.1038/s41598-018-32817-0


www.nature.com/scientificreports/

1 2SCIENTIFIC REPORTS |  (2018) 8:14648  | DOI:10.1038/s41598-018-32817-0

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional a�liations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. �e images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© �e Author(s) 2018

http://creativecommons.org/licenses/by/4.0/

	Human and mouse albumin bind their respective neonatal Fc receptors differently
	Results
	Species analysis of the FcRn-albumin interaction. 
	Loop swapping affects mouse-human cross species binding differently. 
	Domain swapping reveals mouse-human binding differences. 
	DIII binds with similar affinity as full-length MSA. 
	A single amino acid difference in DIII affects cross-species binding. 

	Discussion
	Methods
	Cell culture. 
	Production of recombinant human and mouse FcRn. 
	Construction and production of albumin variants. 
	Thermal shift assay. 
	ELISA. 
	SPR. 
	Sequence and structural analysis. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 DI and DIII of HSA interact with hFcRn.
	Figure 2 Engineered albumin variants and binding to FcRn.
	Figure 3 Human-mouse loop swapping of albumin modulates binding to FcRn.
	Figure 4 Chimeric DI albumin variants and their FcRn binding properties.
	Figure 5 MSA DIII binds more strongly than HSA DIII to FcRn.
	Figure 6 P573 in DIII of albumin promotes binding to FcRn.
	Table 1 Thermal unfolding midpoint temperatures.
	Table 2 SPR-derived kinetics for binding of albumin variants towards hFcRn and mFcRn.


