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Abstract: Glucagon-like peptide-1 (GLP-1) receptor (GLP-
1R), glucagon (GCG) receptor (GCGR), and glucose-depen-
dent insulinotropic polypeptide (GIP, also known as gastric
inhibitory polypeptide) receptor (GIPR), are three metabol-
ically related peptide hormone receptors. A novel approach to
the generation of multifunctional antibody agonists that
activate these receptors has been developed. Native or engi-
neered peptide agonists for GLP-1R, GCGR, and GIPR were
fused to the N-terminus of the heavy chain or light chain of an
antibody, either alone or in pairwise combinations. The fusion
proteins have similar in vitro biological activities on the
cognate receptors as the corresponding peptides, but circa
100-fold longer plasma half-lives. The GLP-1R mono agonist
and GLP-IR/GCGR dual agonist antibodies both exhibit
potent effects on glucose control and body weight reduction in
mice, with the dual agonist antibody showing enhanced activity
in the latter.

GLP-lR, GCGR, and GIPR are three key metabolically-
related peptide hormone receptors. GLP-1 receptor peptidic
agonists, such as Exenatide,!) Liraglutide,”! Lixisenatide,”
and Semaglutide,! have been proven effective therapeutic
agents for glucose control and also lead to body weight loss.
Recently, single peptides with agonist activities on GLP-1R
and GCGR,” GLP-1R and GIPR," or GLP-1R, GCGR and
GIPR! have shown additional benefits in glucose control,
weight loss, and fat mass reduction compared to mono GLP-
1R agonists. Among them, Oxyntomodulin (OXM) is the only
native human peptide that activates both GLP-1R and
GCGR.®!l However, its activity on GLP-1R and GCGR is
more than 10-fold lower compared to GLP-1 and GCG,
respectively.”) Other engineered synthetic peptides (for
example, ZP2929 developed by Zealand Pharma) have
higher activities on both receptors."”! However, the engi-
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neered sequences, like GLP-1R mono-agonists, all suffer
short half-lives in vivo.

Chemical conjugation®*!!] or genetic fusion of half-life
extending agents (for example, PEGs, fatty acids, Fc frag-
ment)?is necessary to generate long-acting versions of many
peptide therapeutics to reduce injection frequency and
increase compliance in clinical use. Chemical methods require
highly selective reactions and often result in more complex
and costly manufacturing processes, as well as reduced
potency of the conjugated product. Albumin (monomer) or
Fc (homodimer) fusions are limited to a single N-terminal
fusion partner. As an alternative to short-lived peptides,
functional antibodies that activate cell surface receptors are
being developed as powerful research tools and therapeutics.
However, selection of such antibodies from combinatorial
antibody libraries or hybridomas has proven challenging,
especially for antibodies with dual activities.") We have
previously generated a bi-functional antibody by the simulta-
neous fusion of two distinct cytokines into CDR3H and
CDR3L of the variable region, which retains the activities of
the native proteins.'¥l Herein, we extend this approach to
generate multi-functional metabolically active antibodies by
fusion of the same or distinct peptides to the N-terminus of
the heavy or/and light chains of antibodies.

Previously, we genetically fused EX-4 into CDR3H of
Herceptin directly adjacent to a Factor Xa cleavage site to
release the free N-terminus of the fused EX-4 that is required
for GLP-1R activation.”! We reasoned that direct fusion of
an agonist peptide to the N-terminus of an antibody heavy
chain or light chain could further simplify the generation of
agonist antibodies for many therapeutic peptides. More
importantly, this strategy should also simplify the generation
of antibodies with dual activities, given the two chain nature
of the antibody molecule. To test this notion, a gene fragment
encoding GLP-1, GCG, GIP, EX-4, and ZP"" flanked with
a C-terminal flexible linker or rigid helical linker were fused
at the N-terminus of the heavy chain or light chain of Synagis
(Syn), an FDA approved RSV neutralizing antibody
(Figure 1) that has been used to treat pediatric patients
since 1998. Syn does not bind with high affinity to any human
proteins and has low immunogenicity, and therefore is ideal as
a carrier scaffold to generate antibody fusions. Specifically, to
create the antibody fusions we used an IgG1 heavy-chain
constant region with seven mutations (SI) which have been
shown to reduce complement dependent and antibody-
dependent cell-mediated cytotoxicities.""! We also mutated

Wiley Online Library

An dte

Chemie

12475


http://dx.doi.org/10.1002/ange.201606321
http://dx.doi.org/10.1002/anie.201606321
http://dx.doi.org/10.1002/anie.201606321

12476 www.angewandte.org

A
R1 R1 R1 R2
R2 R2
1. EX-4 -
2, GLP-1 -
3. GIP -
4. ZP -
5. EX-4 GCG
6. GLP-1 GCG
7. GIP EX-4
8. EX-4 GIP
9. GLP-1 GIP
10. GIP ZP
B
EX4 HGEGTFTSDLSKQMEEEAVRLFIEWLKNGGPSSGAPPPS
GLP-1 HGEGTFTSDVSSYLEGQAAKEFIAWLVKG
GCG HSQGTFTSDYSKYLDSRRAQDFVQWLMDE

P HSQGTFTSDYSKYLDSKAAHDFVEWLL
GIP YGEGTFISDYSIAMDKIHQQDFVNWLLAQ

Figure 1. Design of mono-, dual-, and tri-agonist antibodies in Synagis
(Syn). A) Mono- or dual- fusion of peptides at the N-termini of
antibody heavy chain and light chains. All of the N-terminal antibody
fusions were generated as full-length 1gGs. B) Sequences of agonist
peptides fused at the N-termini of heavy chain and light chain.
NHC=N-terminal heavy chain, NLC= N-terminal light chain,
HC=heavy chain, LC=light chain.

Ala2 of GLP-1 and GIP to Gly to improve stability against
proteolysis. Furthermore, we introduced two mutations,
Asn28Asp and Thr29Glu, into GCG to increase stability,
based on published results."” Finally, the GLP-IR/GCGR
dual agonist peptide ZP was derived from Zealand peptide.!”!
The heavy or light chain peptide fusions were next paired with
the wild-type (WT) light or heavy chains of Synagis,
respectively, to generate the mono-functional Synagis fusion
antibodies. Alternatively, the heavy and light chain peptide
fusions were paired with a distinct light or heavy chain
peptide fusion to generate the multi-functional Synagis
fusions (Figure 1).

These fusion constructs were expressed in FreeStyle 293-F
cells by transient transfection. Secreted fusion proteins were
purified using protein A chromatography and analyzed by
SDS-PAGE (Supporting Information, Figure S1) and LC-MS
(Supporting Information, Figures S2-S5). The yields of the
fusion proteins ranged from 10 to 67 mgL™" (Table 1); all
proteins can be concentrated to over 10 mgmL ™" in PBS
(pH 7.4) without aggregation (analyzed by size-exclusion
chromatography); we also measured the thermal stability of
selected mono- and dual- fusion proteins and observed similar
T, values to that of Synagis (Supporting Information,
Table S1). The similar thermal stabilities, yields, and solubility
of the fusion proteins and Synagis indicate that N-terminal
fusion does not negatively impact correct folding of the
antibody scaffold as long as the fusion sites and linkers are
properly selected.

The invitro activities of the mono- and dual-Synagis
fusions were next examined using HEK 293 cells over-
expressing GLP-1R, GCGR, or GIPR and carrying a cAMP
response element (CRE) luciferase (Luc) reporter. The ECy,
values of some of the N-terminal antibody fusions on their
cognate receptors are similar to or better than those of the
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Table 1: Properties of the Synagis fusion antibodies and peptides.?!

Protein ECy, GLP-IR  ECy, GCGR  ECy, GIPR  Yield
1 SynEX4 5.040.8 - - 13
2 Syn-GLP-1 7.04+0.6 - - 44
3 Syn-GIP - - 6.0+0.5 67
4 SynzZP 5.0+0.4 17.0+9.4 - 51
5  Syn-EX-4-GCG 6.04+0.3 25.0+1.6 - 15
6  Syn-GLP-1-GCG  14.0+0.7 42.0+3.3 - 24
7 Syn-GIP-EX-4 8.040.8 - 6.0+4.7 56
8  Syn-EX-4-GIP 6.04+0.6 - 8.0+1.0 10
9  Syn-GLP-1-GIP 10.8+£0.6 - 8.1+0.3 15
10  Syn-GIP-ZP 5.0+0.7 11.0£09  9.04+05 58
GCG - 6818 - -
EX-4 13.0+£0.8 - - -
GLP-1 g0l - - -
ZP2929 11020 16020 - -
GIP - - 206 -

[a] ECs, (pM) for activation of GLP-TR, GCGR, and GIPR determined
using HEK 293 cells overexpressing GLP-1R, GCGR, or GIPR and carrying
a cAMP response element (CRE) luciferase (Luc) reporter. The yields
[mgL"] of fusion antibodies were based on purified material after
expression from FreeStyle 293-F cells by transient transfection.

parent peptides (Table 1). Indeed, Syn-GIP-ZP showed bal-
anced and potent activities in the activation of all three
receptors.”! The ratio of the potencies on GLP-1R, GCGR,
and GIPR for optimal efficacy depends on in vivo studies in
higher species. To this end, the combinatorial strategy
described here allows one to easily modulate the potencies
of the antibody fusions on different receptors by simply
engineering the linker (length or/and composition), switching
the fusion sites between the heavy and light chains of the
antibody scaffold, or altering the individual peptide sequen-
ces. The ability to independently adjust the activity of the
antibody agonist on each receptor makes this attractive for
cases where one needs to precisely control the relative agonist
activities to obtain the maximal therapeutic benefit.

To determine whether fusion of peptides at the N-termini
of the heavy and light chains of Synagis increases their plasma
half-life, we carried out pharmacokinetic studies of the dual-
agonist fusion protein Syn-EX-4-GCG in rats. The estimated
terminal ¢, of Syn-EX-4-GCG after s.c. injection is 46 hours
based on EX-4 detection and 11 h based on GCG detection
(Figure 2). Compared to EX-4 (¢, < 0.5 h) and GCG (¢, of
3-6 min),?!! which have rapid plasma clearance after s.c.
administration, Syn-EX-4-GCG has a slower absorption
phase, greater C,,, (maximum concentration), longer resi-
dence time, and much slower plasma clearance. The serum
from the dosed animals was also analyzed using the in vitro
GLP-1R and GCGR activation assays, and showed a similar
PK profile (Supporting Information, Figures S6,S7). The
distinct half-lives of the EX-4 and GCG peptide fusions
suggest that the degradation rate of the EX-4 and GCG
moieties are most likely different. This could lead to different
durations of action on GLP-1R and GCGR invivo after
dosing of the dual-fusion molecule, a property that might have
to be optimized to achieve optimal efficacy.

We next evaluated the efficacy of representive antibody
agonists in blood glucose control in mice by an oral glucose
tolerance test (OGTT). Mice treated with a single dose of
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Figure 2. Pharmacokinetics of the dual agonist Syn-EX-4-GCG in rats.
Dual agonist (2 mgkg™) in PBS (pH 7.4) was administered by i.v. or
s.c. injection into SD female rats (N =3). Blood samples were
collected at the indicated time points and analyzed by a sandwich
ELISA using an anti-human Fc antibody and an EX-4 or GCG-specific
antibody. A) Concentration of Syn-EX-4-GCG based on detection of
anti-human Fc and anti-EX-4. B) Concentration of Syn-EX-4-GCG based
on detection of anti-human Fc and anti-GCG. Data were analyzed by
WinNonlin using a two-compartment model.

Syn-EX-4 (1), Syn-EX-4-GCG (5), and Syn-ZP (4; 8 mg
(50 nmol)kg~, subcutaneous injection) showed sustained
control of blood glucose levels for up to 85 hours (Figure 3).
This result confirms that the extended half life translates to
a long lasting effect in vivo. It is interesting to note that the
effects of the dual agonist Syn-EX-4-GCG relative to the
mono GLP-1 agonist Syn-EX-4 become more significant at
later time points, which is probably due to the counter but
shorter activity of the GCG moiety relative to the EX-4
moiety in the dual fusion protein.

Next we measured the ability of the GLP-1R mono-
agonist and GLP-1R/GCGR dual agonist to reduce body
weight in the high-fat diet induced obese (DIO) mouse
model. We first performed a dose-titration study of Syn-EX-4
in DIO mice. In this study, Syn-EX-4 reduced body weight in
DIO mice in a dose-response manner (Supporting Informa-
tion, Figure S8); at 2 mgkg ' the fusion antibody reduced
body weight 15.2+2.4% in only 6 days. Next we measured
the efficacy of Syn-EX-4 and Syn-EX-4-GCG in the same
model using a sub-optimal dose of 0.5mgkg ' to better
differentiate the activity of mono- and dual agonists. Syn-EX-
4-GCG (5) at 0.5 mgkg™" significantly reduced body weight
12.6 +1.4% after every other day s.c. dosing for 9 days
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*P< 0.05 **P<0.01 ***P<0.001

Figure 3. Pharmacodynamics of the Syn-EX-4 (1), Syn-EX-4-GCG (5),
and Syn-ZP (4) in mice. Single doses of vehicle (PBS, pH 7.4), Syn-EX-
4, Syn-EX-4-GCG, and Syn-ZP (8 mgkg ') were subcutaneously admin-
istered into CD1 mice (N=5). OGTTs (3 gkg™' d-glucose; p.o.) were
performed at 6 h (A), 31 h (B), 55 h (C), and 85 h (D) after single-dose
treatment. *** p <0.001, ** p <0.01, * p<0.05 (one-way ANOVA
test).

(Figure 4 A), while the vehicle (PBS, pH 7.4) group showed
a slight increase in body weight. Syn-EX-4 (0.5 mgkg™") also
reduced body weight but to a lesser degree (8.1+1.8%
reduction after 9 days) than the dual Syn-EX-4-GCG fusion
protein at the same dose level. The higher efficacy of the dual
agonist antibody fusion Syn-EX-4-GCG suggests that there is
a benefit for co-agonism of both GLP-1R and GCGR, which
is consistent with the previous findings using receptor knock-
out mice.’” The dual agonist Syn-ZP fusion also induced
weight loss in the DIO model (4.8 1.3 %), but again not to
the same degree as Syn-EX-4-GCG after 6 day treatment
(Figure 4B). This result may stem from distinct receptor
activity or half-lives and reinforces the utility of being able to
independently modulate these properties in dual chain anti-
body fusion format.

In summary, we demonstrate that mono-, dual-, and tri-
agonist antibody fusion proteins can be generated by fusing
peptides at the N-terminus of the heavy chain or/and light
chain of Synagis. The fusion antibodies potently activate
GLP-1R, GCGR, and GIPR in vitro and have significantly
extended half-lives in rodents. The long lasting efficacy to
control glucose level and body weight reduction in mice will
likely translate into greater than 1X/week dosing in humans.
Although we observed improved efficacy for the GLP-1R/
GCGR dual agonist relative to the mono GLP-1R agonist in
body weight reduction, it will be important to evaluate dual
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Figure 4. The dual agonist Syn-EX-4-GCG significantly reduced body
weight in DIO mice. Vehicle (PBS, pH 7.4), Syn-EX-4, Syn-EX-4-GCG,
and Syn-ZP (0.5 mgkg™') were subcutaneously administered to DIO
mice (N=8) every other day. Mouse body weight was measured daily.
Percent weight loss was according to body weight change from Day 0.

agonists in non-human primate models to select the optimal
clinical candidates.

Keywords: antibodies - dual agonists - obesity - peptides -
protein engineering

How to cite: Angew. Chem. Int. Ed. 2016, 55, 12475-12478
Angew. Chem. 2016, 128, 12663 -12666

[1] M. B. Davidson, G. Bate, P. Kirkpatrick, Nat. Rev. Drug
Discovery 2005, 4, 713-714.

[2] L. Blonde, D. Russell-Jones, Diabetes Obes. Metab. 2009,
11(Suppl. 3),26-34.

[3] M. Christensen, F. K. Knop, J. J. Holst, T. Vilsboll, /Drugs 2009,
12,503-513.

[4] J. Lau, P. Bloch, L. Schaffer, 1. Pettersson, J. Spetzler, J. Kofoed,
K. Madsen, L. B. Knudsen, J. McGuire, D. B. Steensgaard, H. M.
Strauss, D. X. Gram, S. M. Knudsen, F. S. Nielsen, P. Thygesen, S.
Reedtz-Runge, T. Kruse, J. Med. Chem. 2015, 58, 7370-7380.

[5] J. W. Day, N. Ottaway, J. T. Patterson, V. Gelfanov, D. Smiley, J.

Gidda, H. Findeisen, D. Bruemmer, D. J. Drucker, N. Chaudh-

ary, J. Holland, J. Hembree, W. Abplanalp, E. Grant, J. Ruehl, H.

Wilson, H. Kirchner, S. H. Lockie, S. Hofmann, S. C. Woods, R.

Nogueiras, P. T. Pfluger, D. Perez-Tilve, R. DiMarchi, M. H.

Tschop, Nat. Chem. Biol. 2009, 5, 749-757.

B. Finan, T. Ma, N. Ottaway, T. D. Muller, K. M. Habegger,

K. M. Heppner, H. Kirchner, J. Holland, J. Hembree, C. Raver,

S. H. Lockie, D. L. Smiley, V. Gelfanov, B. Yang, S. Hofmann, D.

Bruemmer, D. J. Drucker, P. T. Pfluger, D. Perez-Tilve, J. Gidda,

L. Vignati, L. Zhang, J. B. Hauptman, M. Lau, M. Brecheisen, S.

Uhles, W. Riboulet, E. Hainaut, E. Sebokova, K. Conde-Knape,

A. Konkar, R. D. DiMarchi, M. H. Tschop, Sci. Transl. Med.

2013, 5, 209ral51.

[6

—_

Communications

An dte

Chemie

Internatic

[7] B. Finan, B. Yang, N. Ottaway, D.L. Smiley, T. Ma, C.
Clemmensen, J. Chabenne, L. Zhang, K. M. Habegger, K.
Fischer, J. E. Campbell, D. Sandoval, R. J. Seeley, K. Bleicher,
S. Uhles, W. Riboulet, J. Funk, C. Hertel, S. Belli, E. Sebokova,
K. Conde-Knape, A. Konkar, D. J. Drucker, V. Gelfanov, P. T.
Pfluger, T. D. Muller, D. Perez-Tilve, R. D. DiMarchi, M. H.
Tschop, Nat. Med. 2015, 21, 27 -36.

[8] X. Du, J. R. Kosinski, J. Lao, X. Shen, A. Petrov, G. G. Chicchi,
G.J. Eiermann, A. Pocai, Am. J. Physiol. Endocrinol. Metab.
2012, 303, E265-271.

[9] L. Gros, B. Thorens, D. Bataille, A. Kervran, Endocrinology
1993, 133, 631-638.

[10] S. Jung, M. H. Jang, L. A. Shen, Y. K. Park, Y.J. Park, S.C.
Kwon, Google Patents, US20140128318, 2014.

[11] P Y. Yang, H. Zou, E. Chao, L. Sherwood, V. Nunez, M. Keeney,
E. Ghartey-Tagoe, Z. Ding, H. Quirino, X. Luo, G. Welzel, G.
Chen, P. Singh, A. K. Woods, P. G. Schultz, W. Shen, Proc. Natl.
Acad. Sci. USA 2016, 113, 4140-4145.

[12] a) M. A. Bush, J. E. Matthews, E. H. De Boever, R. L. Dobbins,
R.J. Hodge, S. E. Walker, M. C. Holland, M. Gutierrez, M. W.
Stewart, Diabetes Obes. Metab. 2009, 11, 498-505; b)E.
Jimenez-Solem, M. H. Rasmussen, M. Christensen, F. K. Knop,
Curr. Opin. Mol. Ther. 2010, 12, 790-797.

[13] C.F. McDonagh, A. Huhalov, B.D. Harms, S. Adams, V.

Paragas, S. Oyama, B. Zhang, L. Luus, R. Overland, S.

Nguyen, J. Gu, N. Kohli, M. Wallace, M. J. Feldhaus, A.lJ.

Kudla, B. Schoeberl, U. B. Nielsen, Mol. Cancer Ther. 2012, 11,

582-593.

Y. Zhang, Y. Liu, Y. Wang, P. G. Schultz, F. Wang, J. Am. Chem.

Soc. 2015, 137, 38 -41.

a) Y. Zhang, H. Zou, Y. Wang, D. Caballero, J. Gonzalez, E.

Chao, G. Welzel, W. Shen, D. Wang, P. G. Schultz, F. Wang,

Angew. Chem. Int. Ed. 2015, 54, 2126-2130; Angew. Chem.

2015, 127, 2154-2158; b) S. Runge, H. Thogersen, K. Madsen, J.

Lau, R. Rudolph, J. Biol. Chem. 2008, 283, 11340-11347.

[16] a) R. L. Shields, A. K. Namenuk, K. Hong, Y. G. Meng, J. Rae, J.
Briggs, D. Xie, J. Lai, A. Stadlen, B. Li, J. A. Fox, L. G. Presta, J.
Biol. Chem. 2001, 276, 6591-6604; b) K. L. Armour, M. R.
Clark, A. G. Hadley, L. M. Williamson, Eur. J. Immunol. 1999,
29, 2613-2624.

[17] J. Chabenne, M. D. Chabenne, Y. Zhao, J. Levy, D. Smiley, V.
Gelfanov, R. Dimarchi, Mol. Metab. 2014, 3, 293 —300.

[18] J. T. Patterson, J. W. Day, V. M. Gelfanov, R. D. DiMarchi, J.
Pept. Sci. 2011, 17, 659 —666.

[19] L. B. Knudsen, D. Kiel, M. Teng, C. Behrens, D. Bhumralkar,
J. T. Kodra, J.J. Holst, C.B. Jeppesen, M. D. Johnson, J. C.
de Jong, A. S. Jorgensen, T. Kercher, J. Kostrowicki, P. Madsen,
P. H. Olesen, J. S. Petersen, F. Poulsen, U. G. Sidelmann, J. Sturis,
L. Truesdale, J. May, J. Lau, Proc. Natl. Acad. Sci. USA 2007, 104,
937-942.

[20] J. R. Daugaard, E. Meier, D. Riber, C. £. Bzk, K. Larsen, G.
Kampen, EASD 46th Annual Meeting 2010, Poster.

[21] E. P. Alford, S.R. Bloom, J. D. Nabarro, J. Clin. Endocrinol.
Metab. 1976, 42, 830—-838.

[22] J. W. Day, V. Gelfanov, D. Smiley, P. E. Carrington, G. Eiermann,
G. Chicchi, M. D. Erion, J. Gidda, N. A. Thornberry, M. H.
Tschop, D.J. Marsh, R. SinhaRoy, R. DiMarchi, A. Pocai,
Biopolymers 2012, 98, 443 —450.

[14

[}

[15

—_

Received: June 30, 2016
Revised: August 5, 2016
Published online: September 6, 2016

© 2016 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

Angew. Chem. Int. Ed. 2016, 55, 1247512478


http://dx.doi.org/10.1038/nrd1828
http://dx.doi.org/10.1038/nrd1828
http://dx.doi.org/10.1021/acs.jmedchem.5b00726
http://dx.doi.org/10.1038/nchembio.209
http://dx.doi.org/10.1126/scitranslmed.3007218
http://dx.doi.org/10.1126/scitranslmed.3007218
http://dx.doi.org/10.1152/ajpendo.00142.2012
http://dx.doi.org/10.1152/ajpendo.00142.2012
http://dx.doi.org/10.1073/pnas.1601653113
http://dx.doi.org/10.1073/pnas.1601653113
http://dx.doi.org/10.1111/j.1463-1326.2008.00992.x
http://dx.doi.org/10.1158/1535-7163.MCT-11-0820
http://dx.doi.org/10.1158/1535-7163.MCT-11-0820
http://dx.doi.org/10.1021/ja510519u
http://dx.doi.org/10.1021/ja510519u
http://dx.doi.org/10.1002/anie.201410049
http://dx.doi.org/10.1002/ange.201410049
http://dx.doi.org/10.1002/ange.201410049
http://dx.doi.org/10.1074/jbc.M708740200
http://dx.doi.org/10.1074/jbc.M009483200
http://dx.doi.org/10.1074/jbc.M009483200
http://dx.doi.org/10.1002/(SICI)1521-4141(199908)29:08%3C2613::AID-IMMU2613%3E3.0.CO;2-J
http://dx.doi.org/10.1002/(SICI)1521-4141(199908)29:08%3C2613::AID-IMMU2613%3E3.0.CO;2-J
http://dx.doi.org/10.1016/j.molmet.2014.01.006
http://dx.doi.org/10.1002/psc.1385
http://dx.doi.org/10.1002/psc.1385
http://dx.doi.org/10.1073/pnas.0605701104
http://dx.doi.org/10.1073/pnas.0605701104
http://dx.doi.org/10.1210/jcem-42-5-830
http://dx.doi.org/10.1210/jcem-42-5-830
http://dx.doi.org/10.1002/bip.22072
http://www.angewandte.org

