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ABSTRACT

Vasopressin and oxytocin are intrinsically disordered cyclic nonapeptides belonging to a family

of neurohypophysial hormones. Although unique in their functions, these peptides differ only by

two residues and both feature a tocin ring formed by the disulfide bridge between 1st and 6th

cysteine residues. This sequence and structural similarity is experimentally linked to oxytocin

agonism at vasopressin receptors and vasopressin antagonism at oxytocin receptors. Yet single-or

double-residue mutations in both peptides have been shown to have drastic  impacts on their

activities at either receptor, and possibly the ability to bind to their neurophysin carrier protein.

In this study we perform molecular dynamics simulations of the unbound native and mutant

sequences of the oxytocin and vasopressin hormones in order to characterize their  structural

ensembles.  We  classify  the  sub-populations  of  these  structural  ensembles  based  on  the

distributions of radius of gyration and secondary structure and hydrogen-bonding features of the

canonical tocin ring and disordered tail region. We then relate the structural changes observed in

the unbound form of the different hormone sequences to experimental information about peptide

receptor  binding,  and more  indirectly,  carrier  protein  binding  affinity,  receptor  activity,  and

protease degradation. This study supports the hypothesis that the structural characteristics of the

unbound  form of  an  IDP can  be  used  to  predict  structural  or  functional  preferences  of  its

functional bound form.
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INTRODUCTION

Intrinsically  disordered  peptides  and  proteins  (IDPs)  are  biomolecules  whose  function  is

intimately related to their structural diversity. The characterization of IDP structural diversity is a

challenge for traditional experimental methods, which have been finely honed on well-folded

globular proteins. To address this problem, there has been recent progress in the reliable use of

molecular  dynamics  (MD)  to  interpret  the  relevant  sub-populations  of  IDPs  once  they  are

sufficiently validated against experimental data (primarily NMR). Previously we have applied

MD to study the ensembles of amyloid-beta peptides in particular1-5. Here we extend these well-

developed computational  approaches  to  propose  a  structural  interpretation  of  some puzzling

functional behavior for two short IDP hormone peptides, oxytocin and vasopressin, and their

mutants. Both are intrinsically disordered nonapeptide hormones that differ in sequence at two

positions,  CYIQNCPLG vs.  CYFQNCPRG,  respectively.  Both  hormones contain  a  disulfide

bond between Cys1 and Cys6 that defines the so-called tocin ring, with an acyclic C-terminus tail

that  is  amidated  by  post-translational  modification  as  a  means  to  control  their  bioactivity6.

Crystal structures of the bound form of the native hormones to the neurophysin carrier proteins7-8

shows that Tyr2 of the native hormones is deeply buried in the neurophysin binding pocket, and

thus it is likely that amino acid substitutions at this site would compromise the ability of the

carrier protein to shepherd the peptides to their receptor targets. 

Oxytocin is a potent hormone and neurotransmitter secreted within the pituitary gland,

and is cleaved from a precursor along with its carrier protein neurophysin I. In addition to being

used as an aid to induce labor, more recently oxytocin has been examined as a possible therapy

for social anxiety disorders9. Because of its ability to unproductively interact with vasopressin

receptors,  considerable  research  has  been  directed  toward synthetic  peptide  and non-peptide



analogues with decreased turnover and increased receptor specificity. Previous studies identified

a single-residue Gln4 → Thr4 (Q4T) mutation in oxytocin that has twice as much binding and

activity at the oxytocin receptor OXTR (also known as OTR) and only 10-25% as much activity

at  vasopressin  receptors  as  the  native  peptide  sequence.10-12 When  combined  with  a  second

mutation Pro7 → Gly7 (P7G), however, the oxytocic activity is reduced to less than a third of the

native peptide, while the vasopressin receptor activity becomes essentially immeasurable.11-15 

The primary role of vasopressin is as an antidiuretic that regulates the concentration of

water, glucose, and salts within blood. Vasopressin is secreted from the posterior pituitary and

acts at a distance by binding to G protein-coupled AVPR2 (also known as V2R) receptors within

the kidney that promote the insertion of aquaporin-2 channels into the membrane of epithelial

cells within the kidney nephron collecting ducts16. While most forms of diabetes insipidus are

caused by mutations in the neurophysin II carrier protein or in the vasopressin receptors located

in the kidneys17-21, more rare single mutation variants of vasopressin, Tyr2 → His2 (Y2H) and Pro7

→ Leu7 (P7L), have been implicated in familial forms of diabetes insipidus22-23. Previous in vitro

cell  biology  experiments  carried  out  on  the  mutants  of  vasopressin,  Y2H  and  P7L,  by

Christensen et al. suggested two independent pathogeneses of diabetes insipidus.21 First that the

Y2H mutation  renders  the  hormone  unable  to  be  exported  from the  endoplasmic  reticulum

(likely due to  its  inability to  bind correctly  to  its neurophysin II  chaperone protein),  greatly

impairing its ability to leave the posterior pituitary and reach the receptors in the kidneys. In

contrast,  the P7L mutant  is able  to  bind neurophysin and be  successfully  exported from the

secretion granules in  the  posterior  pituitary,  likely due to  the retention of  Tyr 2.  Instead,  this

experimental study hypothesized that the P7L mutation might result in conformational changes



to the C-terminal region that could potentially hinder its ability to be processed from the pro-

form by proteases. 

Together,  these biochemical  data  no doubt  expose important  determinants of receptor

specificity, binding affinity to carrier proteins, bioactivity, and protease degradation, but on their

own are not necessarily explicative. Several studies have previously characterized the structural

motifs  of  native  oxytocin  and vasopressin  using  experimentally-restrained MD24-27,  which  is

different to our unrestrained MD approach and new emphasis on the structural properties of the

aforementioned mutants. Although these intrinsically disordered peptides sample many different

conformations, we hypothesize that specific structural properties of dominant sub-populations of

the unbound peptides are essential  contributors to the observed physiological behaviors.  Our

molecular dynamics simulations are shown to capture the variation in conformational ensembles

due  to  mutations  in  these  peptides,  and by  extension  provide  predictive  evidence  of  which

conformations may be important for binding and function. Here we explore the ability of MD

simulations of the unbound peptides to explain the differences in receptor agonist activity of the

parent vasopressin and oxytocin hormones, and to analyze the structural ensembles for possible

mechanistic insight into the biological behavior of their mutants.

METHODS

The hormones were modeled using the AMBER ff99SB force field with improved ILDN side-

chain torsions28 and corrections for φ dihedral angles29 and ω dihedral angles30.  The peptides

were solvated in explicit solvent represented by the TIP4P-Ew water model31. This combination

of  the  adjusted  ff99SB  force  field  and  TIP4P-Ew  water  model  has  been  shown  to  better



reproduce  experimental  NMR observables  compared  to  other  biomolecular  simulation  force

fields32-35. 

The structural ensembles were produced from a Reservoir Replica Exchange (RREMD)36

simulation performed with the AMBER 12 package37. All simulations used a 2 fs time step with

SHAKE constraints  on  hydrogen  vibrations,  while  a  Langevin  thermostat  and  a  Berendsen

barostat maintained the temperature and density respectively. Particle Mesh Ewald was used for

calculating long-range electrostatic forces throughout the study, with a cutoff of 9.0 Å for the real

space electrostatics and Lennard-Jones forces. We used the LEaP module to prepare the initial

extended structures of the peptides and to solvate them with a 10 Å layer of water in a truncated-

octahedron periodic box, with a total of 1500 water molecules. The charges on the peptides were

neutralized with the addition of Cl- counter ions. The systems were subsequently minimized and

equilibrated to 298.15 K, first by heating from 0 K to the desired temperature under constant

volume for 20 ps, followed by 300 ps of constant-pressure simulation at 1 bar to achieve the

correct the density.  The resulting equilibrated structures were then independently heated for 500

ps to 24 different temperatures,  spanning from 298.15 K to 442.45 K, to generate the initial

RREMD replicas.

In order to speed up convergence to the equilibrium distribution, we prepared a reservoir

of 19500 representative structures for each peptide from last 195 ns of a 200-ns NVT simulation

at 450 K using AMBER’s GPU-accelerated PMEMD.cuda module. Under the RREMD protocol,

a random structure from the reservoir acts as a 25 th replica during every other exchange attempt,

seeding the simulation with pre-equilibrated proposals and thus reducing the convergence time.

The production  run  consisted of  50 ns of  NVT RREMD using the  Sander  module,  with an



exchange attempt every 0.5 ps, yielding a Boltzmann-weighted ensemble of 45000 structures

evenly sampled from the last 45 ns of the simulation.

We used the cpptraj module of AMBER 1438 to calculate the structural properties of the

298.15 K ensemble for all  studied hormones.  We imposed a 135° angle cutoff  and a  3.5 Å

distance cutoff between heavy atoms for identifying hydrogen bonds. The reported secondary

structures  were  determined using  the  DSSP metric,  which  assigns  structure  types  based  off

backbone amide and carbonyl positions.39 The backbone chemical shifts for native oxytocin and

vasopressin  were  determined  using  SHIFTX240 and  reported  as  averages  across  the  entire

ensemble. The scalar couplings between the HN and Hα atoms were calculated for all residues

using the Karplus equation41 from the φ dihedral angles, with a parameter set from Vuister and

Bax42,  and likewise averaged across the ensemble. The uncertainties of SHIFTX2 and of the

Karplus parameters are the dominant contributors to the uncertainties of the reported calculated

observables.

RESULTS

Comparison of simulation to experiment. In order to validate our de novo structural ensembles,

we  compared  the  computed  and  experimental  backbone  chemical  shifts  and  3JHαHN scalar

couplings for native vasopressin and oxytocin. Experimental values were taken from a study by

Sikorska et al.24 for vasopressin, and from the comprehensive NMR analysis of Ohno et al.43 for

oxytocin. We have presented the chemical shift data in the form of a chemical shift index44, in

which residue-specific random coil chemical shifts45 were subtracted from both the simulated

and experimental data. As is evident from Figures 1, there is an overall good agreement between

the majority of Cα, Cβ, Hα and HN chemical shifts. The three residues comprising the C-terminal



tail of both peptides have experimental chemicals shifts very close to the random coil values,

consistent with its much greater flexibility compared to the tocin ring24, 43. As shown in Tables 1

and 2, this trend is manifested in the structural ensembles, in which these residues show very low

frequencies of persistent hydrogen bonds or secondary structure. 

The tocin ring structure imposed by the Cys1-Cys6 cysteine disulfide bond, on the other

hand, results in larger differences from random coil for the first six residues, which may be a

signature of persistent structure. Our computed shifts reasonably reproduce these experimental

differences for the most part, although the HN and C chemical shifts at the 1, 4, and 6 residue

positions show the largest deviation between the experimental and computed values for both

peptides. The shift differences for both Cys1 and Cys6 are very likely due to deficiencies of the

underlying parameters of the chemical shift calculators, which are trained on reduced cysteine

rather than the oxidized form40. The fact that there is the same disagreement in chemical shift

predictions for the same residues in both hormones may indicate systematic errors in the way

chemical shift calculators handle short cyclic peptides, the unusual chemical environment of the

tocin ring, and the greater amount of solvent exposure46 of IDPs, although errors in the generated

computational ensembles can not be ruled out either. 

In addition to the chemical shifts, we compare the experimental scalar couplings to our

simulated native oxytocin and vasopressin ensembles (Figure 2). As was the case with chemical

shifts, we see a good match for the C-terminal tail, and qualitative agreement in the tocin ring,

except for a flip in φ dihedral trends for Ile3 to Gln4 in oxytocin and Phe3 to Gln4 in vasopressin

when compared to experiment. Overall,  the underlying structural ensembles show reasonable

agreement with experiment, although the NMR-based validation suite is not definitive. We have

previously found that chemical shifts and J-coupling constants are not particularly useful for



distinguishing between different IDP ensembles of amyloid-β peptides due to the conformational

averaging that washes out distinctions between sub-populations3. Since there are presently no

additional  reported experimental  studies  (such as  spin  relaxation,  residual  dipolar  couplings,

SAXS etc) on these hormones to provide further points of comparison, we proceed with a more

detailed analysis of the differences in the structural ensembles of vasopressin and oxytocin and

their mutants as prediction to be tested by future refined experiments. 

Classification of structural sub-populations. Figures 3 and 4 show the normalized radius

of gyration (Rg) distributions for the native and mutant forms of oxytocin and vasopressin. When

contrasting the native oxytocin and vasopressin peptides,  the Rg distributions in both feature

distinct sub-populations (or clusters) at 4.0-4.4 Å and 5.0-5.6Å, but exhibit differences in their

secondary structure preferences and hydrogen-bond patterns within these sub-populations. Tables

1 and 2 report the secondary structure and dominant hydrogen bonds that are observed in the

simulations for each nonapeptide, including the mutants, for the compact sub-population with R g

< 5.0 Å, and the extended sub-population with Rg > 5.0 Å. 

Native Oxytocin vs. Vasopressin. From the simulated data, several generic features can be

identified that explain the trends in receptor binding affinity of the two native peptides to their

hormone receptors. The first is that oxytocin has a far greater percentage of extended structures

relative  to  compact  structures  when  compared  to  vasopressin.  For  both  peptides,  both  the

compact (Figure 5a) and extended (Figure 5b) sub-populations exhibit a ‘canonical’ tocin ring

arrangement– a  turn and  turn stabilized by the Tyr2-O to Asn5-H and Tyr2-O to Cys6-H

backbone hydrogen bonds. This bonding network is consistent with the ROESY-derived analysis

by  Sikorska  et  al24,  which  found  turn  across  residues  3-4  and  4-5  in  native  arginine

vasopressin and mesotocin (an oxytocin analogue with Ile8 replacing Leu8). The compact sub-



population is distinguished from the extended form by the presence of either a Cys6-O to Gly9-H

or Pro7-O Gly9-H hydrogen bond. An NMR-constrained MD simulation by Sikorska et al24 only

saw the Cys6-Gly9  turn in mesotocin, leading to a larger average Rg for vasopressin than

mesotocin. Our ensembles, in contrast, feature the turn in the compact sub-population of both

peptides,  indicating  even  higher  degree  of  homology  across  the  peptides  than  previously

reported. The strong similarities we observe for the ring motif and C-terminus structures of both

hormones likely contributes to the cross-agonism between oxytocin and vasopressin and their

receptors10. 

Nonetheless  there  are  structural  differences  in  the  tocin  ring  when  vasopressin  is

compared to oxytocin, in which vasopressin is structurally more diverse. In particular it adopts a

higher percentage of a 310 helix (actually a type III  turn involving residues 2-5),  a higher

percentage of the 2-5 turn, a lower percentage of the 2-6 turn, and there is an appearance of

a new hydrogen bond Phe3-O to Cys6-H in the extended population. Slusarz et al. have suggested

that vasopressin binds to AVPR2 receptor through parallel aromatic sidechains of Tyr2
 and Phe3,

stabilized by Tyr2-Asn5, and hence the structural differences we observe in the tocin region for

vasopressin relative to oxytocin may be important for AVPR2 receptor binding specificity47-48. 

Oxytocin and Mutants.  The conformational ensemble of the Q4T oxytocin mutant is

virtually identical to that of native oxytocin, in which the extended population is dominant for

both, and is comprised of similar hydrogen bonds and secondary structure propensities in the

extended form. The primary difference we observe between the native and Q4T mutant is a

higher percentage of the compact structures, which is attributable to higher populations of the

Cys6-O to Gly9-H and or Pro7-O Gly9-H hydrogen bonds. Furthermore, the mutant’s compact sub-

population exhibits  a  marked increase in the frequency of the canonical  2-5  turn and 2-6



turnwhich may be consistent with the greater affinity of the Q4T peptide to OXTR compared

to the native peptide, and this greater specificity for OXTR should at the same time reduce the

affinity for the vasopressin receptor. 

The  Q4T/P7G  double  mutant  shows  a  significant  reduction  in  the  extended  cluster

population,  although  this  sub-population  retains  the  tocin  ring  backbone  hydrogen  bond

frequencies  of  the  canonical  2-5  turn  and  2-6  turn  observed  for  native  oxytocin.  The

retention of the canonical ring structure is consistent with experimental findings that Q4T/P7G

maintains the specificity for the OXTR receptor. Instead the Q4T/P7G double mutant loses most

of the specific structural features of the compact native ensemble, and instead exhibits a diversity

of  hydrogen-bond  stabilized  turns  for  both  the  tocin  ring  and  C-terminus  tail  for  this  sub-

population. The steep reduction to 11% for the 6-9  turn in the C-terminus of this compact

cluster, in contrast to 50% and 71% of the compact ensembles of the native and single-mutant

oxytocin, respectively, means that the tail can adopt new interactions with the tocin ring. These

new interactions include a 3-7 turn and 4-7 turn, which may explain the reduced oxytocic

activity as well as reduced vasopressin receptor activity11-15.

Vasopressin and Mutants.  Figure 4 compares the Rg distributions for native vasopressin

and its mutants. For the Y2H mutant, the tyrosine of the tocin ring is replaced by a histidine

residue,  which  has  a  side  chain  pKa  of  6.04;  this  means  that  both  protonated  (Y2H+)  and

deprotonated (Y2H) forms of the side chain will be present in vivo, so we conducted simulations

of both forms. 

The Rg distribution for the Y2H mutant is not substantially  different from the parent

vasopressin hormone, although there is a greater percentage of extended structures, making it

more similar to oxytocin. Overall the canonical 2-5 turn and 2-6 turn ring structure and C-



terminal  hydrogen  bond  populations  do  not  differ  dramatically  from  native  vasopressin.

However, the primary difference is that the histidine side chain forms a hydrogen bond with the

tocin backbone nearly 82% of the time (Figure 6), meaning that it is unlikely to be found in an

exposed conformation. In comparison, the tyrosine side chain of native vasopressin or oxytocin

never forms a hydrogen bond with the backbone and thus is always exposed and available for

carrier binding. Thus the histidine side chain of the Y2H mutant may be unable to fulfill the

binding contact, and thus the carrier protein would be unable to shepherd this mutant form of the

vasopressin peptide.

The  Rg distribution  for  the  Y2H+  mutant  is  seen  to  sample  a  very  different

conformational  ensemble  compared  to  native  and  the  deprotonated  mutant  form,  and  is

dominated by extended structures. There is a dramatic reduction in the frequencies of hydrogen

bonds that define the canonical 2-5 turn and 2-6 turn tocin ring structure and compact C-

terminal tail.  For this mutant, the His2 side chain also forms a hydrogen bond with the tocin

backbone 28% of the time, reducing its likelihood of being found in an exposed conformation

available for carrier binding. The population loss and restructuring of the entire conformational

ensemble in solution would suggest that all binding and activity of the Y2H+ mutant would be

compromised relative to native.

The P7L vasopressin mutant displays an Rg distribution unlike either form of the Y2H

mutants or the native vasopressin and oxytocin peptides.  There are  no distinct compact  and

extended sub-populations, with most structures distributed fairly evenly across an Rg range of

4.6-6.2 Å. There is a catastrophic loss of the hydrogen bonds that define the canonical tocin ring

of  the  native ensemble that  would certainly lower the P7L mutant’s binding affinity for the

AVPR2 vasopressin receptor at the kidneys. Furthermore we see new tocin ring interaction with



the tail, including the 3-7 turn and 4-7 turn observed for the oxytocin double mutant, which

may also explain the reduced vasopressin receptor binding and activity. 

Christensen et al have suggested that the P7L mutation might result in conformational

changes  to  the  C-terminal  region  that  could  potentially  hinder  proteases  from  excising  the

hormone from the  pro-form21.  We note that  across all  analyzed hormones,  P7L had one the

highest  population  of  conformers  within  2  Å RMSD  to  a  trypsin-inhibiting  structure  of

vasopressin  (Table  3  and  Figure  7),  and  thus  might  be  capable  of  inhibiting  the  proteases

responsible for cleaving the pro-form. 

Role of Cis Isomer.  The Pro7 residue of both native oxytocin and vasopressin is unique

amongst amino acids in its isoenergeticism between the cis and the trans conformations across

the peptide bond. This allows a non-trivial  population of the cis isomer under physiological

conditions  and  the  associated  potential  for  interconversion.  Based  on  2D  COSY  NMR

experiments, Larive et al49 have demonstrated that the cis isomer comprises 10% of the in vitro

populations of the two hormones at pH 3, although the NMR data from Sikorska et al24 [43]

(used  for  experimental  comparison  with  the  computed  data)  suggest  that  the  cis  isomer

comprises only 5% for vasopressin. Furthermore, Wittelsberger et al.50 have found that fixing the

oxytocin Cys6-Pro7 peptide bond to the cis configuration resulted in 10-fold reduction in receptor

agonism compared to the native hormone but no noticeable antagonism. The high activation

barrier  of  the  cis  ↔  trans  interconversion  renders  a  dynamical  simulation  of  the  process

computationally infeasible, however we considered an RREMD simulation comprising a 100%

population of the cis conformation to understand what structural differences arise. Even at this

high  concentration  of  cis  conformations,  both  the  cis  and  trans  ensembles  yield  virtually



indistinguishable simulated chemical shift averages, prohibiting a conclusive determination of

their relative populations (Figure 8). 

The comparison of the Cys6-Pro7 trans and cis Rg distributions for the native oxytocin is

presented in Figure 9. There is a marked shift in structural properties, with the cis distribution

having a  much higher percentage of compact conformations but also featuring an additional

extended population not observed in the trans distribution. Although the Tyr2-Asn5 and Tyr2-Cys6

tocin backbone is still present in the majority of structures, the cis arrangement of the Cys6-Pro7

peptide bond positions the C-terminal tail closer to the tocin ring. The tail Gly9 now forms a

hydrogen bond with the ring Gln4 in over 20% of the ensemble, resulting in a reduction in the

canonical tocin ring structure but a growth in turn across residues 6-8. These deformations of

the ring and the tail are similar to the ones observed for the oxytocin double-mutant, furthering

the  hypothesis  that  the  canonical  ring  structure  is  key  to  oxytocin  receptor  specificity  and

activity. 

Variation in Protein Force Fields. The development of modern fixed-charge force fields

has reached a point where  de novo biophysical simulations of proteins are able to consistently

reproduce  and  characterize  experimental  observables  with  a  remarkable  level  of  accuracy.

Nonetheless,  the classical  assumptions underlying these force fields are  constantly improved

through reparameterization, which is especially important for small disordered peptides that are

more solvent exposed and have fewer stabilizing protein-protein interactions compared to their

folded counterparts. 

Figure 10 depicts the Rg distribution of native oxytocin modeled with the unmodified

AMBER ff99SB force field51 and with the ff99SB+ILDN+φ+ω used in this study. The ff99SB

ensemble features an extended sub-population,  centered around 6.5 Å, that is entirely absent



from the distribution derived from the newest AMBER parameter set that is currently considered

to  be  one  of  the  best  protein  force  fields  available.  This new sub-population  is  lacking the

canonical  Tyr2-Asn5 and  Tyr2-Cys6  ring  backbone hydrogen  bonds,  which  are  key factors  to

oxytocin  receptor  binding.  The only dominant  secondary  structure  is  a  turn  configuration

across  Tyr2-Ile3,  in  only  30% of  the  structures  in  the  sub-population,  formed  by  backbone

hydrogen bonds between Cys1 or Tyr2 and Gln4. Conversely, the structural properties of the 4.3 Å

and  5.4  Å  sub-populations  remain  largely  conserved  across  the  two  force  fields,  both

prominently featuring the Tyr2-Asn5 and Tyr2-Cys6  hydrogen bonds and the  turn across Ile3-

Asn5.

Though the disappearance of the most extended conformation in native oxytocin is the

most  drastic  impact  of  a  force  field change  observed in  the  course  of  this  study,  all  seven

hormones exhibited some smaller degree of variation across the force fields. These variations

underlie the importance of constant improvement to the force-field parameters, and the progress

gained in the six years between the release of ff99SB and of the modified ILDN, φ, and  ω

parameters. Based off a better agreement between the experimental NMR observables calculated

for the f99SB+ILDN+φ+ω ensemble, as well as the numerous validations of the corrections in

other simulations,  we believe the findings reported in this study using the newer force field

represent the more accurate structural ensembles for vasopressin, oxytocin, and their mutants.

DISCUSSION AND CONCLUSION

Computational studies by Slusarz  et al on docking of the hormones to their receptors47-48 have

suggested that the selectivity of oxytocin to OXTR is largely dependent on receptor interactions

with  Tyr2,  Ile3,  and  Leu8,  while  vasopressin  binds  to  the  AVPR2  receptor  through  parallel



aromatic sidechains of Tyr2
 and Phe3. We find that there are subtle structural differences between

oxytocin and vasopressin in the types and frequencies of turns that are adopted across residues

that define the tocin ring and C-terminus, and that these changes may be tied to this selectivity.

This  observation  stems  directly  from  the  use  of  unrestrained  MD,  which  allows  for

characterization of energetically-allowed conformations that do not necessarily conform to the

averaging nature of such restraints. Furthermore our data support a structural hypothesis that the

Q4T oxytocin mutant increases both the binding specificity and the activity at the G protein-

coupled OXTR receptor due to ‘rigidification’ of the tocin ring backbone, evident in the greater

population of the canonical  2-5  turn and 2-6  turn compared to  native,  and reduces the

structural features of the tocin ring needed to recognize the vasopressin receptors. 

Conversely,  the addition of the second mutation, Pro7 → Gly7 (Q4T/P7G), retains the

high frequency of Tyr2-Asn5 and Tyr2-Cys6 bonds and the canonical tocin turn propensities that

makes it a competent binder to the receptor, but the loss of canonical structure in the C-terminus

is the most obvious factor that would reduce its bioactivity relative to the native peptide. Instead

a new α−turn and β−turn couple the tocin ring to the C-terminus which may explain the observed

reduction  in  both  the  oxytocin  and  vasopressin  receptor  activity11-15.  While  our  simulations

cannot elaborate on the hypothesis that the  cis-trans isomerization about the Cys6-Pro7 peptide

bond is essential  to  the activation of OXTR receptor50,  it  is likely that orientation of the C-

terminus  tail  is  a  determining factor  in  the  hormone’s  ability  to  activate  the  receptor  post-

binding, and thus this mutant may not be competent for this role. 

Whereas the native vasopressin features an exposed Tyr2 phenol side-chain without being

encumbered by other intramolecular interactions, His2 of the Y2H and Y2H+ ensembles is most

often found bonded to Gln4 or Asn5 and thus unable to act as a binding site for neurophysin II.



While  we find that  the  protonated form Y2H+ would  also  be  compromised for  leaving the

pituitary, we would also predict that it would be an incompetent binder at the receptor due to loss

of  the  canonical  structure  in  the  tocin  ring.  The  P7L mutant,  on  the  other  hand,  is  readily

exported from the ER due to retention of Tyr2, which suggests that it has a similar ability to bind

neurophysin II as native vasopressin. Therefore P7L’s lack of antidiuretic function is likely due

either to  an inability for proteases to  cleave it  in its prohormone state  or a reduced binding

affinity/activation ability at the AVPR2 receptor. Our simulation results aligned with both of the

hypothesized disease mechanisms for this mutant.

The field of intrinsically disordered peptides and proteins revolves around the extent to

which structural motifs in the disordered conformational ensemble are important for function and

disease.  Our  de novo MD simulations show that  even small  nonapeptide hormones,  such as

oxytocin  and  vasopressin,  exhibit  well-defined  hydrogen  bonding  patterns  and  secondary

structure motifs in the majority of observed structures that deviate from the random-coil behavior

often attributed to IDPs1-3. While the focus of this study is mainly on oxytocin and vasopressin

and their mutants, we note that our underlying hypothesis is that the structural determinants of

the  unbound hormonal peptides that are disordered will have sub-populations of structure that

overlaps  with  the  bound form of  the  ordered peptide.  Thus the  relevance  of  this  work also

touches on how to interpret the functional significance of the disordered structural ensemble,

which remains an open question. We note that a recent combined NMR-MD study found that

certain  conformational  sub-populations  in  the  free-state  ensemble  of  the  IDP  Gab2  was

predictive for the binding motif exhibited by bound receptor complex Grb52. However, another

study found that residual structure in the isolated form of the intrinsically disordered PUMA

protein was unimportant for its binding the folded protein MCL-153.



We conclude that the effects of the shifts in structural patterns we observe across the

unbound native and mutant oxytocin and vasopressin hormones correlate  well with observed

changes  in  receptor  activity  and  physiological  function,  including  possible  receptor  binding

motifs.  As  such,  this  computational  study  supports  the  hypothesis  that  the  structural

characteristics of the unbound form of an IDP can be used to predict structural or functional

preferences of its functional bound form.
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TABLES 

Table 1. We report  the percentage of structures within each sub-ensemble of the native and

mutant  hormones  that  exhibited  a  particular  type  a  hydrogen  bond.  Statistics  for  compact

conformation are taken from dominant sup-populations with Rg < 5 Å and those for extended are

taken from sub-population with Rg > 5 Å.

Hormone/
Hydrogen-Bonds

Oxy
Native

Oxy
Q4T

Oxy
Q4T/P7G

Vaso
Native

Vaso
Y2H

Vaso
Y2H+

Vaso
P7L

Tyr2(His)-O Cys6-H
(compact) 68% 84% 60% 77% 16% 16%

Tyr2(His)-O Cys6-H
(extended) 79% 84% 73% 41-63% 80% 19% 8%

Tyr2(His)-O Asn5-H
(compact) 74% 86% 92% 87% 74% 32%

Tyr2(His)-O Asn5-H
(extended) 82% 79% 88% 89-91% 81% 62% 41-44%

Ile3-O Gly7-H
(extended) 12%

Phe3-O Cys6-H
(extended) 17% 19-22%

Cys6-O Gly9-H
(compact) 50% 71% 11% 31% 31% 58%

Pro7(Leu7)-O Cter- H
(compact) 14% 29% 36% 33%

Gln4-OE1 Gln4-H
(compact) 15%

His2-ND1 Gln4-H
(all) 82%

His2-HD1-Asn5-OD1
(all) 28%



Table 2.  We report  the percentage of structures within each sub-ensemble of the native and

mutant hormones that exhibited a particular type a DSSP39 secondary structure. Statistics for

compact conformation are taken from dominant sup-populations with Rg < 5 Å and those for

extended are taken from sub-population with Rg > 5 Å.

Hormone/
2º structure

Oxy
Native

Oxy
Q4T

Oxy
Q4T/P7G

Vaso
Native

Vaso
Y2H

Vaso
Y2H+

Vaso
P7L

-turn 2-5, -turn 2-6
(compact)

84% 98% 87-91% 98% 55-97% 42-60%

-turn 2-5, -turn 2-6
(extended)

92% 95% 80% 72-92% 97% 58-91% 47-76%

-turn 6-9
(compact)

67% 90% 63% 68% 77% 22%

3-10 helix 2-5
(compact) 2.5% 1.2% 8.7% <1% 1.1% 4%

3-10 helix 2-5
(extended) 3.6% 1.6% 5% 8-23% 1.6% 3.0% 17%

-helix 3-6
(all)

24% 5-20%

-turn 3-7; -turn 4-7
(compact)

14-18% 1.6% 34%

-bridge (2 and 5)
(all)

2.3% 8%

-bridge (6 and 9)
(all)

4.0% 1%

-bridge (3 and 6)
(all)

7.2% 2.0%



Table 3: Structural backbone RMSD to trypsin-inhibiting vasopressin (1YF4)54. Alignment was 

performed on backbone C, Cα, N and O atoms.

Hormone Rg bounds (Å) Min RMSD (Å) % ensemble within 2.5 Å

Native oxytocin
4.0-4.62 1.50 0.9
5.0-5.7 0.93 5.1

Q4T oxytocin
3.9-4.3 1.50 0.6
5.0-5.6 0.97 2.8

Q4T,P7G oxytocin 5.13-5.5 1.05 2.7

Native vasopressin
4.1-4.43 2.12 0.4
4.95-5.6 1.92 3.9
5.7-6.0 2.16 2.3

Y2H vasopressin
4.0-4.48 1.79 0.6
4.85-5.67 1.69 2.8

Y2H+ vasopressin
4.2-4.48 1.74 3.8
5.45-6.25 1.25 40.2

P7L vasopressin
4.5-4.9 1.52 2.3
5.0-5.5 1.64 11.0
5.7-6.1 1.44 35.6



FIGURE CAPTIONS

Figure  1a.  Experimental  and  calculated  native  oxytocin  proton  and  carbon  chemical  shift

indices by residue.  Experimental values taken from Ohno et al.43 Residue-specific random coil

chemical shifts45 are subtracted from both the calculated and experimental values.

Figure 1b.  Experimental and calculated native vasopressin proton and carbon chemical shift

indices by residue. Experimental values taken from Sikorska  et al.24 Residue-specific random

coil chemical shifts45 are subtracted from both the calculated and experimental values.

Figure 2.   J-coupling constants for backbone amides of native oxytocin and vasopressin. Red

squares  represent  the  experimental  values  taken  from  Ohno  et  al.43 and  Sikorska  et  al.24

respectively.  Black  circles  represent  the  calculated  coupling  constants  from  the  simulated

ensemble.

Figure 3. Radius of gyration (Rg) distributions for native and mutant oxytocin forms. 

Figure 4. Radius of gyration (Rg) distributions for native and mutant vasopressin forms.

Figure 5. Representative snapshot of the canonical tocin ring conformation for (a) the compact

structure stabilized by a  turn in the C-terminus, and (b) the extended conformation that is

disordered. Only the backbone is shown. The disulfide bridge is shown in yellow. Green dashes

represent  the  dominant  2-5  and  2-6  hydrogen  bonds  and  the  stabilizing  6-9  bond.  Figures

generated with UCSF Chimera55.  

Figure 6. Representative snapshot of the interactions of His2 with Gln4 for the Y2H mutants.

Only the backbone is shown with the exception of His2. The disulfide bridge is shown in yellow.

Green dashes represent the dominant 2-5 and 2-6 hydrogen bonds and the sidechain-backbone

bond. Figure generated with UCSF Chimera55.



Figure 7. A dominant conformation for P7L that closely resembles the hormone bound state with

the trypsin protease inhibitor. The averaged backbone structure of P7L is in red and the 1YF4

vasopressin backbone is in blue. Figure generated with UCSF Chimera55.

Figure 8. Calculated backbone carbon and proton chemical shift indices for Cys6-Pro7
 trans and

cis isomers of native oxytocin. Residue-specific random coil chemical shifts45 are subtracted from

both sets of data. The difference in Cβ for Pro7 is due to different random coil carbon shifts for

the two configurations of the sidechain.

Figure 9.  Radius of gyration (Rg) distributions for Cys6-Pro7
 trans and cis isomers of native

oxytocin.

Figure 10. Radius  of  gyration  (Rg)  distributions  for  ensembles  of  native  oxytocin  simulated

under two different force fields: ff99SB+ILDN+φ+ω and ff99SB.
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Figure 7. Yedvabny and co-workers



Figure 8. Yedvabny and co-workers



Figure 9. Yedvabny and co-workers
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Figure 10. Yedvabny and co-workers
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