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Release of Cytochrome C from 
Bax Pores at the Mitochondrial 
Membrane
Mingzhen Zhang1, Jie Zheng1, Ruth Nussinov2,3 & Buyong Ma   2

How cytochrome C is released from the mitochondria to the cytosol via Bax oligomeric pores, a process 
which is required for apoptosis, is still a mystery. Based on experimentally measured residue-residue 
distances, we recently solved the first atomic model for Bax oligomeric pores at the membranes 
using computational approaches. Here, we investigate the mechanism at the microsecond time- and 
nanometer space- scale using MD simulations. Our free energy landscape depicts a low barrier for 
the permeation of cytochrome C into the Bax C-terminal mouth, with the pathway proceeding to the 
inner cavity and exiting via the N-terminal mouth. Release is guided by organized charged/hydrophilic 
surfaces. The hydrophilicity and negative charge of the pore surface gradually increase along the 
release pathway from the pore entry to the exit opening. Rather than inert passing of the cytochrome 
C through a rigid pore, the flexible pore may selectively aid the cytochrome C passage. Once the Bax 
pore is formed in the membrane, with a low energy barrier, the release of cytochrome C may be readily 
achieved through energy fluctuations. Collectively, our work provides mechanistic insight in atomic 
detail into the release of cytochrome C through Bax oligomeric pores.

Bax, a pro-apoptotic protein regulator, belongs to the Bcl-2 protein family1. It is involved in a wide variety of 
cellular activities including apoptosis and cancer1, 2. In healthy cells, inactive Bax exists in the monomeric state 
in the cytosol and occasionally at the mitochondrial membranes3, 4. Apoptotic signals and external stimulations 
from abiotic factors including temperature variations, hydrogen peroxide, and pH perturbations, induce Bax’s 
structural shifts from monomer to dimer, forming heterodimers with the anti-apoptotic Bcl-2 proteins or homod-
imers5–11. Growing evidence suggests that active Bax ensures cell death via pore formation at the mitochondrial 
outer membranes, giving rise to the release of Cytochrome C to the cytosol, and inducing a series of functional 
disorders12–15.

Cytochrome C is a highly conserved hemeprotein in plants, animals and organisms16, 17. Under normal con-
ditions, cytochrome C resides in the inner membrane of the mitochondria, serving as the main component of 
the electron transport chain18, 19. It is also involved in other biological processes, e.g. peroxidase activity, nitrite 
reduction, and catalysis of hydroxylation and aromatic oxidation20–24. Release of cytochrome C from the mito-
chondria to the cytosol is the key event initiating the apoptotic cascade16. After detaching from the mitochon-
dria, cytochrome C binds the IP3 receptors at the endoplasmic reticulum, resulting in local elevation of calcium 
concentration which facilitates further cytochrome C leakage25, 26. When cytochrome C in the cytosol reaches 
cytotoxic levels, it activates cysteine proteases (caspase 9, caspase 3, caspase 7) and eventually kills the cells27, 28.

Formation of Bax oligomeric pores at the mitochondrial outer membranes is prerequisite for cytochrome C 
release29–31 and efforts have focused on the structural morphologies and dynamic properties of Bax membrane 
pores32–38. Activated by the BH3 only protein (tBid or Bim), Bax monomers first attach to membranes, where they 
oligomerize and gradually insert into the interior of the bilayers35, 39–41. Two different scenarios were proposed for 
Bax insertion, the hairpin model and the in-plane model. These reflect the differences in the orientations of α5 
and α642. However, evidence consistently suggested that irrespective of the penetration pathway, Bax eventually 
forms homodimer pores at the membranes, with the varied pore sizes depending on the concentrations43. Using 
double electron-electron resonance (DEER) spectroscopy in liposomes and isolated mitochondria, Bleicken et al. 
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measured residue-residue distances in Bax oligomeric pores at the membranes. They observed the core/Latch 
domain and proposed helix arrangements in the oligomeric pores44.

Based on the residue-residue distances detected experimentally for Bax and its homologous protein (Bak)45, 
we computationally solved the first atomic model for Bax oligomeric pores at the membranes using molecu-
lar dynamics simulations46. In our model, Bax dimers with dimeric BH3-in-groove conformation associate 
to form oligomeric pores with the α3:α3′ and α5:α5′ dimer-dimer interfaces, reproducing the experimental 
residue-residue distances44, 45 and opening the way for mechanistic investigation of cytochrome C release at 
atomic resolution.

While there are multiple pathways for cytochrome C release from the mitochondria in apoptosis47, release of 
cytochrome C through Bax oligomeric pores is the key step48–50. Bax induces cytochrome C release by multiple 
mechanisms in the mitochondria51, and modulation of this process is one of the most promising strategies in drug 
design52–56. It has been shown that an antibody binding to the Bak/Bax α1-α2 loop can activate mitochondrial 
Bax, but blocks translocation of cytosolic Bax57. Discovery of small molecules or peptides that directly and selec-
tively regulate these proteins could be a superior method for cytochrome C release58. Topologically, Bax assembles 
into large ring and arcs-like structures59, 60. Since activated Bak/Bax can form pores with different sizes43, 60, the 
question arises whether the passage of cytochrome C through the pore a generic passive process or is cytochrome 
C-selective, and if selective, how. Atomic insight into the release process of cytochrome C from Bax oligomeric 
pores at the membranes is important, because not only this process is pathological crucial, but also the informa-
tion may provide the structural and dynamic properties that may benefit the Bax- and cytochrome C-targeting 
drug design. However, the experimental characterization of this process is infeasible due to both the complexity 
of the membrane environment and the transient nature of the release process. Conventional MD simulation 
cannot be applied to probe this release process, because of the insufficient sampling space and efficiency. Using 
the coarse-grained model and replica-exchange simulation make it possible to probe the whole process at the 
microsecond time- and nanometer space-scale, allowing depicting the whole permeation process of cytochrome 
C from Bax pores in the full free energy landscape.

In this work, we computationally investigated the release of cytochrome from Bax oligomeric pores at the 
membranes, by both coarse grain replica exchange and explicit-solvent all-atom MD simulations. We character-
ized the free energy pathway of releasing cytochrome C from Bax oligomeric pores, and determined the spatial 
orientation of Bax oligomeric pores relative to the mitochondria. Our results show that cytochrome C is released 
from Bax oligomeric pores via three steps: (i) cytochrome C is initially anchored at the wider opening of the 
oligomeric pores, mainly associating with the C-terminal α6-α8 of Bax; (ii) cytochrome C detaches from the 
wider opening and approaches the inner pore cavity, tightly binding to α4 of Bax; (iii) cytochrome C pene-
trates the inner cavity and reaches the narrower pore opening, contacting Bax N-terminal α2-α3 regions. During 
cytochrome C permeation, the flexibility of Bax oligomeric pore accommodates cytochrome C interaction, mor-
phologically changing but still maintaining the overall structural integrity. Surface and residue-residue contact 
analysis reveal that cytochrome C permeation is driven by electrostatic forces along the pore.

Results and Discussion
Bax hexa-dimer oligomeric pore maintains an integral channel to allow passing of cytochrome 
C.  Figure 1 summarizes the simulated systems and the modeling protocols. In this study, we selected a trun-
cated Bax oligomeric pore lacking both N-terminal α1 and C-terminal α9 segments. Previous studies have 
shown that C-terminal (α9) truncated Bax has channel-forming activity at the liposomes, inducing the release 
of cytochrome C similar to the native full-length Bax41. Evidence also suggested that N-terminal (α1) truncated 
Bax preserves its apoptotic capacity61, showing higher cell toxicity than the native Bax62. These results suggested 
that the terminal truncated Bax can form typical oligomeric pores at the membranes and release cytochrome C 
from the mitochondria. Structurally, α9 resides at the outer surface of the pores, entirely embedded in the lipid 
bilayers46. It may barely contact with the released cytochrome C, thus insignificantly influencing this process. The 
positions and orientations of α1 regions are still inconclusive, lacking experimental data. Thus, α1 and α9 are 
not considered here, eliminating the uncertainty and potential bias in the simulations and meanwhile reducing 
the computational load. Modeling of the truncated Bax oligomeric pores balances computational efficiency and 
accuracy. As shown in Fig. 1, Bax oligomeric pore at the membranes exhibits an asymmetrical conformation at 
the membrane surface plane (x, y) but asymmetrical morphology along with membrane normal (z) with one 
wider opening covering α6- α8 and another narrower opening covering α2-α4. The Bax six-dimer oligomeric 
pore has an inner cavity at the center with the diameter around 48 Ǻ, consistent with experimental data45. Such a 
pore-like inner cavity is larger than the size of cytochrome C (~36 Ǻ), thus may well accommodate the incoming 
cytochrome C and allowing its theoretically free release.

The replica exchange simulation of Bax pore/cytochrome C was run for 3.0 μs at temperatures ranging from 
309 to 380 K, in which the system successfully achieved equilibrium after 1.5 μs, as evidenced by the plateaus 
of the time-dependent radius of gyration (Rg) and root-mean-square deviation (RMSD) profiles in Fig. 2a,b. 
The equilibrium trajectory showed that the simulation systems maintained reasonable structural arrangements. 
The decrease of Rg and increase of RMSD indicated that cytochrome C induced pore shrinkage. However, the 
structural integrity of the Bax oligomeric pores was well maintained, without any obvious dimer-dimer disas-
sociations. The distribution of lipid PO4 headgroups and membrane lipid order parameter were calculated. As 
shown in Fig. 2c, two predominating peaks exist at ± 24 Ǻ in the PO4 headgroup distribution profiles, consistent 
with a 4.98 nm membrane thickness from the small-angle neuron scattering measurement63. While missing in 
solution (z < −30 Ǻ and z > 30 Ǻ), the PO4 groups exhibit certain distribution in the interior space of the mem-
brane. Snapshots of the simulation systems in Fig. 2d confirmed the existence of the PO4 groups in the membrane 
interior and suggested that Bax retains a toroidal pore shape in the membrane, in line with previous experimental 
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observations32. Lipid alignments in the bilayers are quantified by the membrane order parameters. Order param-
eters were calculated by Px = 0.5*(3*cos2(τ) −1), which calculates the angle (τ) between the positional vector 
connecting lipid carbon chain and the bilayer normal64. Px reflects the lipid alignment relative to the membrane 
normal, i.e. Px = 1 means perfectly ordered lipids, while the Px = 0 means randomly mixed lipids. Previous work 
shows that the membranes without disruptions have the Px ranging from 0.75–0.8065. While the toroidal pore 
formed in the membranes, the lipids adjacent to the Bax pores rearrange their orientations with the headgroups 
buried in the hydrophobic areas of the membranes. Such rearrangement may disrupt the lipid alignment, reduc-
ing Px values. Even though it is not possible to quantitatively correlate the second-rank order parameter with a 
toroidal configuration, Fig. 2e shows that the lipid order parameters for DSPC membranes consistently fluctuated 
around 0.60.

The distributions of the ions were also monitored for the equilibrated systems along with the inner cavity of 
the Bax pore (z axis). NaCl and CaCl2 counter ions at 0.035 M were added to mimic a 0.15 M ion concentration. 
Ion distribution curves (Fig. 2f) show that in solution (z > 30 Ǻ and z < −30 Ǻ), the distributions for all ions are 
homogenous, but become uneven at the membrane regions (−30 Ǻ < z < 30 Ǻ). At the membrane surface areas, 
Ca2+ showed two protruding distribution peaks which are much higher than those in solution. Visual examina-
tion of the simulated systems showed that the majority of the Ca2+ ions in the systems strongly associate with and 
neutralize the anion PO4 headgroups in the lipids. While a strong Ca2+ layer formed at the membrane surface 
area, it stabilizes the membrane surface by both forming the PO4

−-Ca2+-PO4
− dual salt bridges and blocking the 

penetration of other cations. Thus, the Na+ at the membrane surface was reduced as compared to solution. The 
extra charges from Ca2+ at the membrane surfaces were compensated by the Cl− ions, as illustrated by its minor 
peaks at the membrane surface. The preference of Ca2+ at the membrane surface implies potential Ca2+ roles in 
modulating the Bax oligomerization at the lipid bilayers, in line with previous experiments66–68. Importantly, the 
distributions of all ions in the inner cavity of the pores (−30 Ǻ < z < 30 Ǻ) point to the importance of ions in neu-
tralizing the charged Bax surfaces and their potential roles in cytochrome C release26.

Permeation Pathway of Cytochrome C through Bax pore.  Based on the equilibrium trajectories of 
REMD simulation of the Bax pore/cytochrome C system, we calculated the two-dimensional (2D) free energy 
landscape for the release of cytochrome C by -RTlog (Pxy, z), where P(xy, z) is the probability for the cytochrome C 
at the position with the xy distances at the membrane surface plane and z distance along with the Bax inner cavity 
relative to the center of Bax pore. The free energy landscape in Fig. 3 indicates that the release of cytochrome C is 
a multi-step process, involving intermolecular associations between cytochrome C with the entire surface areas of 
the Bax pores. The lack of the potential basins in the Bax-free regions and the continuous potential local minima 

Figure 1.  Snapshots of coarse-grained Bax oligomeric pores (yellow and pink) with the cytochrome C (cyan) 
at the membranes (green) (top); Secondary structures (Cartoon) and the amino acid sequences for Bax and 
cytochrome C (bottom).
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at the Bax surfaces suggested that while approaching to the Bax oligomeric pores, cytochrome C tends to firstly 
attach on the edge surface of Bax pores, then gradually roll in and pass through the inner cavity. Even though the 
free pore size is larger than the size of cytochrome C, it is unlikely that it goes freely through the Bax pore without 
contacting the pore openings.

Figure 3.  Two-dimensional (2D) free energy landscape for the release of cytochrome C from Bax oligomeric 
pores at the membranes. Z distance: vertical distance to pore center alone the pore axis. Left panel: X-axis: 
distance of the center of mass of cytochrome C to the center of pore. Right panel Characterizing of Bax pore 
elliptical shape by the differences between the longest and shortest distance between the center of masses of two 
opposite dimers in hexagon vertices. A larger dimer-dimer distance difference refers to a larger shape change of 
the pore from regular hexagon.

Figure 2.  Time-dependent Rg and RMSD profiles for Bax oligomeric pores and cytochrome C (a,b), 
distribution probability profile for PO4 groups of the lipids (c), superimposed snapshots for PO4 groups of 
the lipid bilayers (d), membrane order parameter (e), and the distribution probability profiles for ions (f). Z 
distance: vertical distance to pore center alone the pore axis.
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In order to estimate the activation barrier for cytochrome C release, the 2D free energy landscape was fur-
ther decomposed into one-dimensional (1D) potential-mean-force (PMF) profiles based on the three stages of 
cytochrome C release: 1. before pore entry; 2. inside the pore; and 3. after leaving the pore (Fig. 4). The PMF 
profiles revealed that there are three local energy minima corresponding to the three stages of cytochrome C 
release. The three potential energy basins are located at ① (25 Ǻ < xy < 40 Ǻ, 15 Ǻ < z < 30 Ǻ, at the wider opening 
of Bax pores), ② (0 Ǻ < xy < 10 Ǻ, −5 Ǻ < z < 5 Ǻ, at the center of Bax inner cavity), and ③ (10 Ǻ < xy < 25 Ǻ, 
−30 Ǻ < z < −20 Ǻ, at the narrower opening of Bax pores), respectively. As shown in Fig. 4, state ③ is the most 
energetically favored, followed by ② and ①. The release of cytochrome C via Bax pore depends on the gradients 
of concentration, free energy minima and other factors, maximizing the system entropy69. The maximization of 
entropy by the concentration gradient between the mitochondrion and cytosol could be an initial driving force 
for Cytochrome C release. However, the rapid release of the entire Cytochrome C pool from mitochondria still 
need a favorable free energy guidance. A descending free energy may benefit the cytochrome C release from Bax 
pores, by providing the asymmetry in the flux. Thus, release of cytochrome C is highly possible to follow the path-
way of ① → ② → ③. This suggests that when released, cytochrome C has to first approach the wider opening of 
the pores from the intermembrane space, reaching the first potential energy basin. Then, it gradually moves to 
the center of the pores, stabilized by the interaction with Bax residues. Finally, cytochrome C departs from the 
inner cavity to the narrower opening of the pores, completing the release process. Importantly, the energy bar-
riers between the adjacent potential basins are only around 1 to 4 kcal/mol (Fig. 4), indicating that the release of 
cytochrome C through the Bax pores may be readily achieved under normal energy fluctuations in the systems.

Bax oligomeric pore has an asymmetrical geometry along the membrane normal. Previously, the orientation 
of the pores and its biological implication were elusive. The proposed pathway suggests that the orientation in 
the mitochondrial membranes determines the release mechanism of cytochrome C. Our proposed pathway from 
simulations shows that the wider opening of Bax pores located at the intermembrane space of the mitochondria 
is responsible for the initial anchoring of cytochrome C, and the narrower opening exposed to the cytosol may be 
exiting path for its release.

Figure 4.  One-dimensional (1D) potential mean force (PMF) profiles along with xy distance and z axis (top), 
and the schematic diagram illustrating the release pathway of cytochrome C through Bax oligomeric pores. The 
red plateaus in the Fig. 3 were taken as the energy references (zero energy), since the sampling in red plateaus 
equals to zero. Thus, the zero energy appeared at z = −40 or 40 and XY = 55. Color code: cytochrome C (cyan), 
Bax oligomeric pores (yellow and pink), and membranes (green). ① denotes the Bax areas at 25 Ǻ < xy < 40 Ǻ 
and 15 Ǻ < z < 30 Ǻ. ② denotes the Bax areas at 0 Ǻ < xy < 10 Ǻ and −5 Ǻ < z < 5 Ǻ. ③ denotes the Bax areas at 
10 Ǻ < xy < 25 Ǻ and −30 Ǻ < z < −20 Ǻ.
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Key residues stabilize the intermediates during cytochrome C release.  The association between 
cytochrome C and Bax oligomeric pores may be governed by interfacial residues of both partners along the 
permeation stages. To identify the key residues and examine their significance, we calculated the residue-residue 
contacting matrix with residue-residue distance <6.5 Ǻ. Figure 5a,b and c show the 2D residue-contacting maps 
for ①, ② and ③, respectively, followed by contacting probability plots for individual pore and cytochrome C 
residues.

REMD trajectories showed that at the wider opening of the pore (①), interfacial residue binding mainly 
occurred at two regions, between the C-terminal amino acids of the pores (residue 130–165, α6-α8) and 
cytochrome C (residue 50–90), and between residue 83–105 (α4) of Bax oligomeric pores and residue 23–38 
of cytochrome C, whereas other parts of both partners (N-terminal residues of the Bax pore and cytochrome 
C) are rarely involved. These simulation results suggest that the α4, α6-α8 of Bax pores are important for the 
initial anchoring of cytochrome C. Moving to the inner cavity of the pore (②), cytochrome C has close contact 
with the α4 (residue 83–105). Stage 1 contacts with α6-α8 of the pores were replaced by the binding between 
the N-terminal residues 54–75 (α2) of Bax and cytochrome C, suggesting that the translocation from ① to ② 
involves the separation of cytochrome C from α6-α8 to the α2 helix of Bax. Approaching the exit opening (③), 
the binding residues of the pore further shifted to the N-termini. The binding between cytochrome C and α4 
disappeared. Instead, cytochrome C tends to solely bind to residues 54–85 (α2–α3) of Bax. The binding residues 
in cytochrome C also exhibit changes. Different from ① to ②, both N- and C-terminal residues in cytochrome C 
become free from Bax associations, implying a new binding model at this region.

Structural adjustments and driving forces for cytochrome C permeation.  Previous experiments 
suggested that cytochrome C may induce pore morphological changes during its release process11, 30. The expo-
sure to cytochrome C at the mitochondrial membrane may increase the diameter of the pores30, 33, suggesting 
considerable pore flexibility to fit and accommodate incoming cytochrome C molecules. A similar phenomenon 
was observed in our simulations. Figure 6a shows typical snapshots at ①, ② and ③, respectively. As shown, 
while cytochrome C resided at both wider and narrower openings, the pore maintained its initial morphology 
with a constant circular inner cavity. However, as cytochrome C approached the center of the inner cavity, it 
changes from round to oval shape. To check change of shape as a variable in energy landscape accompanying 
cytochrome C release, we characterize Bax pore elliptical shape by the differences between the longest and 

Figure 5.  Residue-residue contacting matrix (left), and the residue contact number profiles for Bax (middle) 
and cytochrome C (right) at ① (a), ② (b) and ③ (c).
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shortest distance between the center of masses of two opposite dimers in hexagon vertices. A larger dimer-dimer 
distance difference refers to a larger shape change of the pore from regular hexagon. The 2D free energy land-
scape taking the shape change and Z distance as the reaction coordinates is shown in the right panel of Fig. 3. 
The results clearly showed that dimer-dimer distance differences are much larger while cytochrome C is in the 
middle of the Bax pores, compared to those with cytochrome C at both entrancing and exiting mouths of the Bax 
pores. Theoretically, a small inert protein can pass through the Bax pore unselectively. However, we observed 
specific interactions between Bax and cytochrome C, forming a stable intermediate and triggering pore reshap-
ing. Despite the conformational changes induced by cytochrome C at the cavity center, the pore preserved its 
structural integrity. The dimer-dimer associations in the pores were well kept, without obvious disruptions. This 
implies that release of cytochrome C is indeed capable of inducing the morphological change of Bax oligomeric 
pores, in consistent with experiments30, 31.

To further study the cytochrome C-induced structural changes, using the REMD equilibrated structure in the 
Martini model, we reconstructed an all atom cytochrome C/Bax pore structure and re-equilibrated the structure 
using all-atom MD simulations. The simulated all atom structure presents excellent structural stability through-
out the 40 ns simulations. The 2D RMSD plots in Fig. 7a show that both pore and cytochrome C experienced 
minor structural changes, with the RMSD values consistently lower than 4 Ǻ. At 25 ns, the systems achieved 
equilibrium. After that the proteins become more steady, as evidenced by the much lower RMSD values <2 Ǻ. 
Figure 7b shows the final snapshots for the simulated systems. It can be seen that the helix-abundant confor-
mations and the structural integrity for both the pore and cytochrome C were maintained, presenting compact 
protein-protein interactions between neighboring Bax dimers and between the Bax pore and cytochrome C, 
confirming the results from coarse grain REMD simulations. ~25% surfaces of cytochrome C was embedded by 
the inner cavity. Non-bonded analysis (Fig. 7c) showed that the hydrogen bonds, salt bridges and hydrophobic 
contacts synergistically enhanced the interfacial binding between cytochrome C and Bax oligomeric pore. In 
comparison, hydrogen bonds (~40) and salt bridge (~13) have larger contributions than the hydrophobic contacts 
(~8), suggesting that selective inclusion of cytochrome C into the inner cavity of the pore is controlled by elec-
trostatic interactions. As shown in Fig. 7d, ~95% of the total interaction energies derived from the electrostatic 
forces, while the VdW forces only contributed ~−100 kcal/mol.

Since the sizes of the Bax oligomeric pores may vary, the Bax can form higher oligomer assemblies of 50–60 
angstrom pores to release cytochrome C70. We also conducted the simulation of the larger Bax pores with eight 
dimer motifs at the membranes, and simulated it in presence of cytochrome C. As shown in Fig. 6b, the similar 
structural changes for Bax oligomeric pores with initial pore size of ~61 Ǻ were observed, suggesting that the 
active structural changes may be a general phenomenon for Bax pores to release the cytochrome C regardless of 
their sizes.

The external surfaces for both cytochrome C and the Bax oligomeric pore are the primary and major inter-
acting sites determining the release landscape. As shown in Fig. 8a, cytochrome C, as a natively folded protein, 
consists of 72.8% hydrophilic surfaces and 28.2% hydrophobic area. Further decomposition of the hydro-
philic surfaces showed that the positively-charged (36.4%) surfaces occupied much higher percentage than the 

Figure 6.  Snapshots for the simulated six-dimer Bax pores at ① (top left), ② (top middle) and ③ (top right), 
and the schematic diagram highlighting the morphological changes of Bax oligomeric pores upon binding 
to cytochrome C (bottom), and (b) the initial and final structures of eight-dimer Bax pores. Color code: Bax 
oligomeric pores (black), cytochrome C (blue).
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Figure 8.  Surface properties for the cytochrome C and Bax oligomeric pores at different locations (a, color 
code: positively-charged surface (red), negatively-charged surface (blue), non-charged hydrophilic surface 
(cyan), hydrophobic surface (gray)), sum of hydrophilic areas (b), and the percentages of hydrophilic-
hydrophilic and hydrophobic-hydrophobic residue-residue contacts between cytochrome C and Bax oligomeric 
pores at different locations (c).

Figure 7.  2D RMSD matrix (a), snapshots (b), non-bonded analysis (c) and interaction energies (d) for the all-
atom explicit-solvent simulations of the cytochrome C in the inner cavity of Bax oligomeric pores.
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negatively-charged (11.7%), indicating that cytochrome C has positively-charged hydrophilic surfaces. Similarly, 
the solvent-exposed surfaces of the Bax pore are hydrophilic and charged, but to different extent at different loca-
tions (Fig. 8a,b). At the wider opening sides (①), the hydrophilic areas occupied 52.6% of total solvent-accessible 
surfaces, with 15.7% positively-charged, 14.3% negatively-charged and 22.6% non-charged areas. The inner cavity 
of the pores (②) has larger hydrophilic areas of 66.7%, contributed by the increased positively-charged (29.3%) 
and negatively-charged (17.7%) areas. This becomes more pronounced for the narrower opening of the pore (③), 
whose hydrophilic surfaces increased to 74.5% and has the largest negatively-charged surfaces (23.8%). Thus we 
observed an increasing gradient of negatively-charged patch from the entry opening through the pore center to 
the exit opening.

Figure 8c presents the percentages of hydrophilic-hydrophilic and hydrophobic-hydrophobic residue-residue 
contacts at ①, ② and ③. At any region of the pore, the hydrophilic-hydrophilic residue contacts have dominant 
percentages, 4–6 times higher than hydrophobic-hydrophobic residue interactions. Along the release pathway 
from ① to ② to ③, the percentage of hydrophilic-hydrophilic contacts continuously increased from 77.2% to 
83.3% to 85.2%, suggesting that enhanced polar residue contacts may drive the cytochrome C through the pores. 
Therefore, the increase of hydrophilic surfaces along with the release pathway, combined with the hydrophilic 
nature of cytochrome C, reveal that electrostatic forces between the polar residues are the main driving force for 
the release of cytochrome C.

Discussion
The release of cytochrome C through Bax oligomeric pores at mitochondrial membranes mediates apoptosis and 
serves as a target for the drug discovery against diseases, including cancers2. Despite decades of investigation, the 
activation, regulation and function of Bak/Bax during apoptosis are still unclear, as is what are the mechanism 
and detailed pathways of cytochrome C passing through Bak/Bax pore. Experimental investigation at atomic 
resolution is still infeasible. Based on replica exchange molecular dynamics simulations, we examined the overall 
free energy landscape for the release of cytochrome C through the Bax oligomeric pores. Our results suggest that 
the release of cytochrome C follows the pathway of wider opening → inner cavity → narrower opening through 
Bax oligomeric pores. Bauer and Nadler have demonstrated that binding sites in a channel can facilitate trans-
port with a simple mechanism that once the single molecule is bound by the binding site, its escape is faster to 
the closest side69. Consistently, we found that during its releasethis process, cytochrome C gradually binds to the 
C-terminal α6-α8, central α4, and N-terminal α2-α3 segments of Bax. Our analysis of the surface properties of 
cytochrome C/Bax oligomeric pore indicated that electrostatic match could control and drive selective release 
of the positively-charged cytochrome C. The Bax pore has an organized distribution of charged hydrophilic sur-
faces at different locations. The hydrophilicity and negative charge of Bax pore surfaces continuously increases 
along with the release pathway of cytochrome C from the pore entry to the exit opening, facilitating the selection 
and permeation of cytochrome C. We observed that the incoming cytochrome C induces structural adjustment 
of the Bax oligomeric pore, arguing that it does not pass inertly through a rigid pore. The induced fit between 
cytochrome C and the Bax oligomeric pore explains that the varied pore sizes may point toward specificity in 
cytochrome C release. Consistent with fast cytochrome C release71, the energy barrier through the pathway is less 
than 4 kcal/mol. Thus, once Bax pore is formed in the membrane, the release of cytochrome C through it may be 
readily achieved via normal energy fluctuations.

Considering the complexity of the release of cytochrome C, there are several important factors that could 
potentially modify the theoretical mechanism. In our simulations, we used coarse grained Martini force field 
combined with all atom CHARMM36 force field. The applications of Martini force field have successfully gener-
ated insightful and reliable protein dynamics and free energy surfaces72, including in membrane environments73, 

74.
The Bax pore sizes depending on the concentrations43, and we modeled a hexamer of dimer. In selection 

of simulation system, we also examined a pentamer of dimer, which has a pore diameter with similar size of 
cytochrome C. Our selection of hexamer of dimer allow us to examine the possibility of both free and selective 
passing. For the pore with larger size, the surface electrostatic interactions with cytochrome C should still oper-
ate and the interaction still could trigger adjustment of pore size to selectively allow cytochrome C permeation. 
Indeed, our room temperature simulation of the larger Bax pores with eight dimer motifs at the membranes in 
presence of cytochrome C confirmed the shape change of Bax pore. The flexibility of pore is the results of the 
relative motion between different Bax proteins combined with the internal flexibility of each individual Bax, and 
influenced by cytochrome C interaction. This kind of allosteric communication and regulation mechanism is very 
common in protein function75, 76.

In our modeling of the Bax/Bak pores, we have shown that orientations of the α1 (residues 1–53) and α9 
(residues 166–192) segments are in the outmost region of the pore, consistent with the distance measurements 
observed in experiments46. Several experiments have shown that α1 and α9 are not constituents of interior pore, 
which are mostly central helices42, 77, 78. It has been shown that Bax α-helices 2–5/9 is the minimum domain 
required for oligomerization and apoptotic function79, and that the core α 2–5 helices of Bak are sufficient for 
dimerization but that the α 6–8 helices are essential for Bak function77. Lyer et al. also shown that Bak α9 trav-
erses the MOM but does not line a pore following apoptosis78. Therefore, the omission of α1 and α9 in our cur-
rent work does not affect our evaluation of release of cytochrome C through the Bax/Bak pore.

In conclusion, our simulations revealed that the release of cytochrome C from Bax oligomeric pores is an 
active permeation process with three characteristics. First, we found there is only a low energy barrier of the 
release of cytochrome C, suggesting a rapid release that may be readily achieved through energy fluctuations. 
Second, these free energy is funneled towards release of cytochrome C by the delicate match between the hydro-
philicity and negative charge of Bax oligimeric pore surfaces and the positively-charged cytochrome C surfaces. 
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These binding sites between Bax pore and cytochrome C provides excellent example of Bauer and Nadler’s theory 
that binding sites in a channel can facilitate transport. Finally, we found that Bax oligomeric pore can change 
shape to accommodate interactions between Bax pore and cytochrome C. The morphological change of Bax 
oligomeric pores explains that the varied pore sizes may point toward specificity in cytochrome C release, which 
can also be applied to the larger AIF, SMAC and Diablo.

Materials and Methods
Bax Oligomeric Pores and Cytochrome C.  Bax oligomeric pores were modeled according to the 
double electron-electron resonance (DEER) residue-residue distances41, 45, and the crystal structures of the 
Bax monomer (1F16)3 and BH3-in-groove dimer (4BDU)5 as templates. Six Bax homo-dimers associate in 
the pores via α2:α3 and α4:α5 surfaces, with the α2-α5 BH3-in-groove framework and the anti-parallel 
model of α6-α8 domain45 (Bax oligomeric pore modeling details can be found in our previous work)46. 
For efficiency and accuracy, in this work, we selected the truncated Bax six-dimer oligomeric pore, lacking 
the α1 (residues 1–53) and α9 (residues 166–192) segments (Fig. 1). The pore was initially modeled using 
the all-atom model, relaxed by multi-step minimizations and short explicit-solvent simulations using the 
CHARMM 36 force field. Then, the all-atom coordinates of Bax oligomeric pore were mapped into the 
coarse-grained model by the Martini force field (version 2.4). Consistent with our previous work46, coarse-
grained distearoyl-phosphatidylcholine (DSPC) lipids were used to generate the mimicked mitochondrial 
membranes, since phosphatidylcholine (PC) is their most abundant lipid, occupying over 44% weight of the 
total phospholipids80. Initial all-atom coordinates of cytochrome C were obtained from the crystal structure 
(3ZCF)81, which were mapped into the coarse-grained model using the Martini force field (version 2.4). 
Coarse-grained water beads were employed to solvate the system with 15 Ǻ distance between the edge of box 
and the solvent atoms. NaCl and CaCl2 of 0.035 M concentrations were added into the system to mimic the 
0.15 M ion strength in solution.

To establish the initial conformations for the replica exchange simulations, the coarse-grained cytochrome C 
molecules were placed at six different positions along the pore inner cavity (z axis) with a distance interval of 13 Ǻ 
(Fig. 1). At each point, eight orientations were randomly generated. A total 48 independent replica systems were 
established. Excluding candidates in the Bax inner cavity, cytochrome C at both wider and narrower openings 
initially did not contact with the pore surfaces.

Coarse-grained Replica Exchange Simulation Protocols.  Coarse-grained replica exchange 
simulations were performed using the Gromacs-4.6.5 program with the Martini force field (version 2.4). 
The independent 48 replica exchange systems were exchanged at temperatures ranging from 309 K to 
380 K. The exchange between two replicas was attempted every 1000 integration steps. Based on the fitted 
energy-temperature curve and the Metropolis criterion, the acceptance ratio varied between 0.20 and 0.25. 
The elastic network potential in Martini was applied to the individual Bax and cytochrome C molecules, and 
the Lincs method was used to add the extra potentials on the PO4 atoms of the lipids, to avoid the structural 
disruptions of the lipid bilayer at high temperature. Long-range electrostatics interactions were controlled by 
the reaction field algorithm. Short-rang interactions were described by cut-off methods. The temperatures 
and pressures for the individual system were controlled by V-rescale and Parrinello-Rahman methods with 
the coupling constants of 1.0 and 12.0 ps. Leapfrog integrator was used to generate the time step of 30 fs in the 
simulations. For each replica, the simulation time was 3,000 ns (3.0 us). All the analysis in this paper was con-
ducted based on one trajectory at 310 K (body temperature). Thus, the simulation results in this paper should 
hold the physiological meaning.

All-atom Simulation Protocols.  The initial conformation of the system was obtained from the 
coarse-grained replica exchange simulations, which had typical residue-residue interactions between cytochrome 
C and the inner cavity of the pores (0 Ǻ < xy < 10 Ǻ and −5 Ǻ < z < 5 Ǻ). The coarse-grained protein structure 
was back-mapped into the all-atom coordinates using in-house codes. To reduce the computational load, α6–8 
(residue 130–165) in the coarse-grained model were not considered, since they were far away and had no contacts 
with cytochrome C molecules. We first measured and recorded the positions and orientations for all the helix 
segments of coarse-grained pores. Then, the all-atom helix structures of the Bax monomer (1F16)3 were taken 
as the references for the superimpositions into the corresponding coarse-grained geometry. Constraining the 
helix segments, minimization of 50,000 steps and a short 2 ns simulation with 1 fs time step were conducted to 
relax the loops that connect the helices. The all-atom conformation of cytochrome C (3ZCF)81 was mapped to the 
coarse-grained cytochrome C model by superimposing the backbone atoms. The CHARMM-GUI webserver82 
was used to establish the all-atom DSPC lipid bilayer that embeds the Bax oligomeric pores. TIP3 water mole-
cules were used to solvate the system. NaCl and CaCl2 with 0.035 M concentrations were employed to mimic the 
0.15 M ion strength in solution.

All-atom simulations were performed by the NAMD package using the CHARMM 36 force field with 
CMAP correction83. The NPT simulations were run at the temperature of 310 K and pressure of 1 atm. The 
RATTLE algorithm was used to constrain the covalent bonds involving hydrogen atoms. Short-range van 
der Waals (VdW) interactions were calculated by the switch function with the twin-range cutoff at 12 and 
14 Ǻ. Long-rang electrostatic interactions were calculated using the force-shifted methods with the cutoff of 
14 Ǻ. The velocity verlet integration was used to generate the time step of 2 fs. Simulations were conducted 
for 40 ns.

All the analysis was performed using the tools in CHARMM, VMD and in-house TCL codes.



www.nature.com/scientificreports/

1 1Scientific Reports | 7: 2635  | DOI:10.1038/s41598-017-02825-7

References
	 1.	 Tsujimoto, Y. Role of Bcl-2 family proteins in apoptosis: apoptosomes or mitochondria? Genes Cells 3, 697–707, doi:10.1046/j.1365-

2443.1998.00223.x (1998).
	 2.	 Degenhardt, K., Chen, G. H., Lindsten, T. & White, E. BAX and BAK mediate p53-independent suppression of tumorigenesis. 

Cancer Cell 2, 193–203, doi:10.1016/S1535-6108(02)00126-5 (2002).
	 3.	 Suzuki, M., Youle, R. J. & Tjandra, N. Structure of Bax: Coregulation of dimer formation and intracellular localization. Cell 103, 

645–654, doi:10.1016/S0092-8674(00)00167-7 (2000).
	 4.	 Schellenberg, B. et al. Bax Exists in a Dynamic Equilibrium between the Cytosol and Mitochondria to Control Apoptotic Priming. 

Mol Cell 49, 959–971, doi:10.1016/j.molcel.2012.12.022 (2013).
	 5.	 Czabotar, P. E. et al. Bax Crystal Structures Reveal How BH3 Domains Activate Bax and Nucleate Its Oligomerization to Induce 

Apoptosis. Cell 152, 519–531, doi:10.1016/j.cell.2012.12.031 (2013).
	 6.	 Westphal, D., Kluck, R. M. & Dewson, G. Building blocks of the apoptotic pore: how Bax and Bak are activated and oligomerize 

during apoptosis. Cell Death Differ 21, 196–205, doi:10.1038/cdd.2013.139 (2014).
	 7.	 Shamas-Din, A., Kale, J., Leber, B. & Andrews, D. W. Mechanisms of Action of Bcl-2 Family Proteins. Csh Perspect Biol 5, doi:ARTN 

a008714 10.1101/cshperspect.a008714 (2013).
	 8.	 Liu, Q. A. & Gehring, K. Heterodimerization of BAK and MCL-1 Activated by Detergent Micelles. J Biol Chem 285, 41202–41210, 

doi:10.1074/jbc.M110.144857 (2010).
	 9.	 Dewson, G. et al. To trigger apoptosis, Bak exposes its BH3 domain and homodimerizes via BH3: Groove interactions. Mol Cell 30, 

369–380, doi:10.1016/j.molcel.2008.04.005 (2008).
	10.	 Certo, M. et al. Mitochondria primed by death signals determine cellular addiction to antiapoptotic BCL-2 family members. Cancer 

Cell 9, 351–365, doi:10.1016/j.ccr.2006.03.027 (2006).
	11.	 Kumarswamy, R. & Chandna, S. Putative partners in Bax mediated cytochrome-c release: ANT, CypD, VDAC or none of them? 

Mitochondrion 9, 1–8, doi:10.1016/j.mito.2008.10.003 (2009).
	12.	 Strasser, A. et al. Involvement of Bcl-2 family proteins in Gleevec’s mechanism of action. Ejc Suppl 4, 3–3, doi:10.1016/S1359-

6349(06)70010-6 (2006).
	13.	 Bleicken, S. et al. Molecular Details of Bax Activation, Oligomerization, and Membrane Insertion. J Biol Chem 285, 6636–6647, 

doi:10.1074/jbc.M109.081539 (2010).
	14.	 Dewson, G. & Kluck, R. M. Mechanisms by which Bak and Bax permeabilise mitochondria during apoptosis. J Cell Sci 122, 

2801–2808, doi:10.1242/jcs.038166 (2009).
	15.	 Kushnareva, Y., Andreyev, A. Y., Kuwana, T. & Newmeyer, D. D. Bax Activation Initiates the Assembly of a Multimeric Catalyst that 

Facilitates Bax Pore Formation in Mitochondrial Outer Membranes. Plos Biol 10, doi:ARTN e1001394 10.1371/journal.pbio.1001394 
(2012).

	16.	 Skulachev, V. P. Cytochrome c in the apoptotic and antioxidant cascades. Febs Lett 423, 275–280, doi:10.1016/S0014-5793(98)00061-
1 (1998).

	17.	 Mavridou, D. A., Ferguson, S. J. & Stevens, J. M. Cytochrome c assembly. IUBMB life 65, 209–216, doi:10.1002/iub.1123 (2013).
	18.	 Fedurco, M. Redox reactions of heme-containing metalloproteins: dynamic effects of self-assembled monolayers on 

thermodynamics and kinetics of cytochrome c electron-transfer reactions. Coordin Chem Rev 209, 263–331, doi:10.1016/S0010-
8545(00)00292-7 (2000).

	19.	 Pelicci, P. G. Electron transfer between cytochrome C and P66SHC generates reactive oxygen species that trigger mitochondrial 
apoptosis. Febs J 272, 319–320 (2005).

	20.	 Bonagura, C. A. et al. High-resolution crystal structures and spectroscopy of native and compound I cytochrome c peroxidase. 
Biochemistry-Us 42, 5600–5608, doi:10.1021/bi034058c (2003).

	21.	 Dabir, D. V. et al. A role for cytochrome c and cytochrome c peroxidase in electron shuttling from Erv1. Embo J 26, 4801–4811, 
doi:10.1038/sj.emboj.7601909 (2007).

	22.	 Bamford, V. A. et al. Structure and spectroscopy of the periplasmic cytochrome c nitrite reductase from Escherichia coli. 
Biochemistry-Us 41, 2921–2931, doi:10.1021/bi015765d (2002).

	23.	 Einsle, O., Messerschmidt, A., Huber, R., Kroneck, P. M. H. & Neese, F. Mechanism of the six-electron reduction of nitrite to 
ammonia by cytochrome c nitrite reductase. J Am Chem Soc 124, 11737–11745, doi:10.1021/ja0206487 (2002).

	24.	 Taylor, C. T. & Moncada, S. Nitric Oxide, Cytochrome C Oxidase, and the Cellular Response to Hypoxia. Arterioscl Throm Vas 30, 
643–647, doi:10.1161/Atvbaha.108.181628 (2010).

	25.	 Breckenridge, D. G., Stojanovic, M., Marcellus, R. C. & Shore, G. C. Caspase cleavage product of BAP31 induces mitochondrial 
fission through endoplasmic reticulum calcium signals, enhancing cytochrome c release to the cytosol. The Journal of cell biology 
160, 1115–1127, doi:10.1083/jcb.200212059 (2003).

	26.	 Boehning, D. et al. Cytochrome c binds to inositol (1,4,5) trisphosphate receptors, amplifying calcium-dependent apoptosis. Nat Cell 
Biol 5, 1051–1061, doi:10.1038/ncb1063 (2003).

	27.	 Jiang, X. J. & Wang, X. D. Cytochrome C-mediated apoptosis. Annu Rev Biochem 73, 87–106, doi:10.1146/annurev.
biochem.73.011303.073706 (2004).

	28.	 Nakagawa, I., Nakata, M., Kawabata, S. & Hamada, S. Cytochrome c-mediated caspase-9 activation triggers apoptosis in 
Streptococcus pyogenes-infected epithelial cells. Cell Microbiol 3, 395–405, doi:10.1046/j.1462-5822.2001.00122.x (2001).

	29.	 Korsmeyer, S. J. et al. Pro-apoptotic cascade activates BID, which oligomerizes BAK or BAX into pores that result in the release of 
cytochrome c. Cell Death Differ 7, 1166–1173, doi:10.1038/sj.cdd.4400783 (2000).

	30.	 Saito, M., Korsmeyer, S. J. & Schlesinger, P. H. BAX-dependent transport of cytochrome c reconstituted in pure liposomes. Nat Cell 
Biol 2, 553–555, doi:10.1038/35019596 (2000).

	31.	 Jurgensmeier, J. M. et al. Bax directly induces release of cytochrome c from isolated mitochondria. Proceedings of the National 
Academy of Sciences of the United States of America 95, 4997–5002 (1998).

	32.	 Qian, S., Wang, W. C., Yang, L. & Huang, H. W. Structure of transmembrane pore induced by Bax-derived peptide: Evidence for 
lipidic pores. Proceedings of the National Academy of Sciences of the United States of America 105, 17379–17383, doi:10.1073/
pnas.0807764105 (2008).

	33.	 Schlesinger, P. H. & Saito, M. The Bax pore in liposomes, biophysics. Cell Death Differ 13, 1403–1408, doi:10.1038/sj.cdd.4401991 
(2006).

	34.	 Xu, X. P. et al. Three-dimensional structure of Bax-mediated pores in membrane bilayers. Cell Death Dis 4, doi:ARTN e683 10.1038/
cddis.2013.210 (2013).

	35.	 Shimizu, S., Ide, T., Yanagida, T. & Tsujimoto, Y. Electrophysiological study of a novel large pore formed by Bax and the voltage-
dependent anion channel that is permeable to cytochrome c. J Biol Chem 275, 12321–12325, doi:10.1074/jbc.275.16.12321 (2000).

	36.	 Epand, R. F., Martinou, J. C., Montessuit, S., Epand, R. M. & Yip, C. M. Direct evidence for membrane pore formation by the 
apoptotic protein Bax. Biochem Bioph Res Co 298, 744–749, doi:Pii S0006-291x(02)02544-5, doi:10.1016/S0006-291x(02)02544-5 
(2002).

	37.	 Garcia-Saez, A. J., Chiantia, S., Salgado, J. & Schwille, P. Pore formation by a Bax-derived peptide: effect on the line tension of the 
membrane probed by AFM. Biophysical journal 93, 103–112, doi:10.1529/biophysj.106.100370 (2007).

	38.	 Kuwana, T. et al. Bid, Bax, and lipids cooperate to form supramolecular openings in the outer mitochondrial membrane. Cell 111, 
331–342 (2002).

http://dx.doi.org/10.1046/j.1365-2443.1998.00223.x
http://dx.doi.org/10.1046/j.1365-2443.1998.00223.x
http://dx.doi.org/10.1016/S1535-6108(02)00126-5
http://dx.doi.org/10.1016/S0092-8674(00)00167-7
http://dx.doi.org/10.1016/j.molcel.2012.12.022
http://dx.doi.org/10.1016/j.cell.2012.12.031
http://dx.doi.org/10.1038/cdd.2013.139
http://dx.doi.org/10.1074/jbc.M110.144857
http://dx.doi.org/10.1016/j.molcel.2008.04.005
http://dx.doi.org/10.1016/j.ccr.2006.03.027
http://dx.doi.org/10.1016/j.mito.2008.10.003
http://dx.doi.org/10.1016/S1359-6349(06)70010-6
http://dx.doi.org/10.1016/S1359-6349(06)70010-6
http://dx.doi.org/10.1074/jbc.M109.081539
http://dx.doi.org/10.1242/jcs.038166
http://dx.doi.org/10.1016/S0014-5793(98)00061-1
http://dx.doi.org/10.1016/S0014-5793(98)00061-1
http://dx.doi.org/10.1002/iub.1123
http://dx.doi.org/10.1016/S0010-8545(00)00292-7
http://dx.doi.org/10.1016/S0010-8545(00)00292-7
http://dx.doi.org/10.1021/bi034058c
http://dx.doi.org/10.1038/sj.emboj.7601909
http://dx.doi.org/10.1021/bi015765d
http://dx.doi.org/10.1021/ja0206487
http://dx.doi.org/10.1161/Atvbaha.108.181628
http://dx.doi.org/10.1083/jcb.200212059
http://dx.doi.org/10.1038/ncb1063
http://dx.doi.org/10.1146/annurev.biochem.73.011303.073706
http://dx.doi.org/10.1146/annurev.biochem.73.011303.073706
http://dx.doi.org/10.1046/j.1462-5822.2001.00122.x
http://dx.doi.org/10.1038/sj.cdd.4400783
http://dx.doi.org/10.1038/35019596
http://dx.doi.org/10.1073/pnas.0807764105
http://dx.doi.org/10.1073/pnas.0807764105
http://dx.doi.org/10.1038/sj.cdd.4401991
http://dx.doi.org/10.1074/jbc.275.16.12321
http://dx.doi.org/10.1016/S0006-291x(02)02544-5
http://dx.doi.org/10.1529/biophysj.106.100370


www.nature.com/scientificreports/

1 2Scientific Reports | 7: 2635  | DOI:10.1038/s41598-017-02825-7

	39.	 Terrones, O. et al. Lipidic pore formation by the concerted action of proapoptotic BAX and tBID. J Biol Chem 279, 30081–30091, 
doi:10.1074/jbc.M313420200 (2004).

	40.	 Annis, M. G. et al. Rax forms multispanning monomers that oligomerize to permeabilize membranes during apoptosis. Embo J 24, 
2096–2103, doi:10.1038/sj.emboj.7600675 (2005).

	41.	 Antonsson, B., Montessuit, S., Lauper, S., Eskes, R. & Martinou, J. C. Bax oligomerization is required for channel-forming activity in 
liposomes and to trigger cytochrome c release from mitochondria. The Biochemical journal 345(Pt 2), 271–278 (2000).

	42.	 Westphal, D. et al. Apoptotic pore formation is associated with in-plane insertion of Bak or Bax central helices into the mitochondrial 
outer membrane. Proceedings of the National Academy of Sciences of the United States of America 111, E4076–4085, doi:10.1073/
pnas.1415142111 (2014).

	43.	 Bleicken, S., Landeta, O., Landajuela, A. & Basanez, G. & Garcia-Saez, A. J. Proapoptotic Bax and Bak proteins form stable protein-
permeable pores of tunable size. J Biol Chem 288, 33241–33252, doi:10.1074/jbc.M113.512087 (2013).

	44.	 Bleicken, S. et al. Structural Model of Active Bax at the Membrane. Mol Cell 56, 496–505, doi:10.1016/j.molcel.2014.09.022 (2014).
	45.	 Aluvila, S. et al. Organization of the mitochondrial apoptotic BAK pore: oligomerization of the BAK homodimers. J Biol Chem 289, 

2537–2551, doi:10.1074/jbc.M113.526806 (2014).
	46.	 Zhang, M., Zheng, J., Nussinov, R. & Ma, B. Oncogenic Mutations Differentially Affect Bax Monomer, Dimer, and Oligomeric Pore 

Formation in the Membrane. Sci Rep 6, 33340, doi:10.1038/srep33340 (2016).
	47.	 Gogvadze, V., Orrenius, S. & Zhivotovsky, B. Multiple pathways of cytochrome c release from mitochondria in apoptosis. Biochim 

Biophys Acta 1757, 639–647, doi:10.1016/j.bbabio.2006.03.016 (2006).
	48.	 Zamzami, N. & Kroemer, G. The mitochondrion in apoptosis: how Pandora’s box opens. Nature reviews. Molecular cell biology 2, 

67–71, doi:10.1038/35048073 (2001).
	49.	 Karch, J. et al. Bax and Bak function as the outer membrane component of the mitochondrial permeability pore in regulating 

necrotic cell death in mice. eLife 2, e00772, doi:10.7554/eLife.00772 (2013).
	50.	 Wei, M. C. et al. Proapoptotic BAX and BAK: a requisite gateway to mitochondrial dysfunction and death. Science 292, 727–730, 

doi:10.1126/science.1059108 (2001).
	51.	 Gomez-Crisostomo, N. P., Lopez-Marure, R., Zapata, E., Zazueta, C. & Martinez-Abundis, E. Bax induces cytochrome c release by 

multiple mechanisms in mitochondria from MCF7 cells. J Bioenerg Biomembr 45, 441–448, doi:10.1007/s10863-013-9508-x (2013).
	52.	 Zhou, H. et al. The oncolytic peptide LTX-315 kills cancer cells through Bax/Bak-regulated mitochondrial membrane 

permeabilization. Oncotarget 6, 26599–26614, doi:10.18632/oncotarget.5613 (2015).
	53.	 Xin, M. et al. Small-molecule Bax agonists for cancer therapy. Nature communications 5, 4935, doi:10.1038/ncomms5935 (2014).
	54.	 Cory, S. & Adams, J. M. Killing cancer cells by flipping the Bcl-2/Bax switch. Cancer Cell 8, 5–6, doi:10.1016/j.ccr.2005.06.012 (2005).
	55.	 Yang, J. et al. Prevention of apoptosis by Bcl-2: Release of cytochrome c from mitochondria blocked. Science 275, 1129–1132, 

doi:10.1126/science.275.5303.1129 (1997).
	56.	 Hamada, S., Masamune, A., Miura, S., Satoh, K. & Shimosegawa, T. MiR-365 induces gemcitabine resistance in pancreatic cancer 

cells by targeting the adaptor protein SHC1 and pro-apoptotic regulator BAX. Cellular signalling 26, 179–185, doi:10.1016/j.
cellsig.2013.11.003 (2014).

	57.	 Iyer, S. et al. Identification of an activation site in Bak and mitochondrial Bax triggered by antibodies. Nat Commun 7, 11734, 
doi:10.1038/ncomms11734 (2016).

	58.	 Liu, Z. et al. Direct Activation of Bax Protein for Cancer Therapy. Med Res Rev 36, 313–341, doi:10.1002/med.21379 (2016).
	59.	 Grosse, L. et al. Bax assembles into large ring-like structures remodeling the mitochondrial outer membrane in apoptosis. EMBO J 

35, 402–413, doi:10.15252/embj.201592789 (2016).
	60.	 Salvador-Gallego, R. et al. Bax assembly into rings and arcs in apoptotic mitochondria is linked to membrane pores. EMBO J 35, 

389–401, doi:10.15252/embj.201593384 (2016).
	61.	 Gao, G. & Dou, Q. P. N-terminal cleavage of bax by calpain generates a potent proapoptotic 18-kDa fragment that promotes bcl-2-

independent cytochrome C release and apoptotic cell death. Journal of cellular biochemistry 80, 53–72 (2000).
	62.	 Toyota, H. et al. Calpain-induced Bax-cleavage product is a more potent inducer of apoptotic cell death than wild-type Bax. Cancer 

letters 189, 221–230 (2003).
	63.	 Balgavy, P. et al. Bilayer thickness and lipid interface area in unilamellar extruded 1,2-diacylphosphatidylcholine liposomes: a small-

angle neutron scattering study. Biochim Biophys Acta 1512, 40–52 (2001).
	64.	 van de Ven, M., Kattenberg, M., van Ginkel, G. & Levine, Y. K. Study of the orientational ordering of carotenoids in lipid bilayers by 

resonance-Raman spectroscopy. Biophysical journal 45, 1203–1209, doi:10.1016/S0006-3495(84)84269-1 (1984).
	65.	 Zhang, M. et al. Molecular Understanding of Abeta-hIAPP Cross-Seeding Assemblies on Lipid Membranes. ACS chemical 

neuroscience 8, 524–537, doi:10.1021/acschemneuro.6b00247 (2017).
	66.	 Deniaud, A. et al. Endoplasmic reticulum stress induces calcium-dependent permeability transition, mitochondrial outer membrane 

permeabilization and apoptosis. Oncogene 27, 285–299, doi:10.1038/sj.onc.1210638 (2008).
	67.	 Orrenius, S., Zhivotovsky, B. & Nicotera, P. Regulation of cell death: the calcium-apoptosis link. Nature reviews. Molecular cell 

biology 4, 552–565, doi:10.1038/nrm1150 (2003).
	68.	 Scorrano, L. et al. BAX and BAK regulation of endoplasmic reticulum Ca2+: a control point for apoptosis. Science 300, 135–139, 

doi:10.1126/science.1081208 (2003).
	69.	 Bauer, W. R. & Nadler, W. Molecular transport through channels and pores: Effects of in-channel interactions and blocking. 

Proceedings of the National Academy of Sciences of the United States of America 103, 11446–11451, doi:10.1073/pnas.0601769103 
(2006).

	70.	 Martinez-Caballero, S. et al. Assembly of the Mitochondrial Apoptosis-induced Channel, MAC. J Biol Chem 284, 12235–12245, 
doi:10.1074/jbc.M806610200 (2009).

	71.	 Valentijn, A. J., Metcalfe, A. D., Kott, J., Streuli, C. H. & Gilmore, A. P. Spatial and temporal changes in Bax subcellular localization 
during anoikis. J Cell Biol 162, 599–612, doi:10.1083/jcb.200302154 (2003).

	72.	 Duncan, A. L., Robinson, A. J. & Walker, J. E. Cardiolipin binds selectively but transiently to conserved lysine residues in the rotor 
of metazoan ATP synthases. Proceedings of the National Academy of Sciences 113, 8687–8692, doi:10.1073/pnas.1608396113 (2016).

	73.	 Louhivuori, M., Risselada, H. J., van der Giessen, E. & Marrink, S. J. Release of content through mechano-sensitive gates in 
pressurized liposomes. Proceedings of the National Academy of Sciences 107, 19856–19860, doi:10.1073/pnas.1001316107 (2010).

	74.	 Koldsø, H. & Sansom, M. S. P. Organization and Dynamics of Receptor Proteins in a Plasma Membrane. Journal of the American 
Chemical Society 137, 14694–14704, doi:10.1021/jacs.5b08048 (2015).

	75.	 Stetz, G. & Verkhivker, G. M. Dancing through Life: Molecular Dynamics Simulations and Network-Centric Modeling of Allosteric 
Mechanisms in Hsp70 and Hsp110 Chaperone Proteins. PLoS One 10, e0143752, doi:10.1371/journal.pone.0143752 (2015).

	76.	 Wei, G., Xi, W., Nussinov, R. & Ma, B. Protein Ensembles: How Does Nature Harness Thermodynamic Fluctuations for Life? The 
Diverse Functional Roles of Conformational Ensembles in the Cell. Chem Rev 116, 6516–6551, doi:10.1021/acs.chemrev.5b00562 
(2016).

	77.	 Ma, S. et al. Assembly of the Bak apoptotic pore: a critical role for the Bak protein alpha6 helix in the multimerization of homodimers 
during apoptosis. J Biol Chem 288, 26027–26038, doi:10.1074/jbc.M113.490094 (2013).

	78.	 Iyer, S. et al. Bak apoptotic pores involve a flexible C-terminal region and juxtaposition of the C-terminal transmembrane domains. 
Cell Death Differ 22, 1665–1675, doi:10.1038/cdd.2015.15 (2015).

http://dx.doi.org/10.1074/jbc.M313420200
http://dx.doi.org/10.1038/sj.emboj.7600675
http://dx.doi.org/10.1073/pnas.1415142111
http://dx.doi.org/10.1073/pnas.1415142111
http://dx.doi.org/10.1074/jbc.M113.512087
http://dx.doi.org/10.1016/j.molcel.2014.09.022
http://dx.doi.org/10.1074/jbc.M113.526806
http://dx.doi.org/10.1038/srep33340
http://dx.doi.org/10.1016/j.bbabio.2006.03.016
http://dx.doi.org/10.1038/35048073
http://dx.doi.org/10.7554/eLife.00772
http://dx.doi.org/10.1126/science.1059108
http://dx.doi.org/10.1007/s10863-013-9508-x
http://dx.doi.org/10.18632/oncotarget.5613
http://dx.doi.org/10.1038/ncomms5935
http://dx.doi.org/10.1016/j.ccr.2005.06.012
http://dx.doi.org/10.1126/science.275.5303.1129
http://dx.doi.org/10.1016/j.cellsig.2013.11.003
http://dx.doi.org/10.1016/j.cellsig.2013.11.003
http://dx.doi.org/10.1038/ncomms11734
http://dx.doi.org/10.1002/med.21379
http://dx.doi.org/10.15252/embj.201592789
http://dx.doi.org/10.15252/embj.201593384
http://dx.doi.org/10.1016/S0006-3495(84)84269-1
http://dx.doi.org/10.1021/acschemneuro.6b00247
http://dx.doi.org/10.1038/sj.onc.1210638
http://dx.doi.org/10.1038/nrm1150
http://dx.doi.org/10.1126/science.1081208
http://dx.doi.org/10.1073/pnas.0601769103
http://dx.doi.org/10.1074/jbc.M806610200
http://dx.doi.org/10.1083/jcb.200302154
http://dx.doi.org/10.1073/pnas.1608396113
http://dx.doi.org/10.1073/pnas.1001316107
http://dx.doi.org/10.1021/jacs.5b08048
http://dx.doi.org/10.1371/journal.pone.0143752
http://dx.doi.org/10.1021/acs.chemrev.5b00562
http://dx.doi.org/10.1074/jbc.M113.490094
http://dx.doi.org/10.1038/cdd.2015.15


www.nature.com/scientificreports/

13Scientific Reports | 7: 2635  | DOI:10.1038/s41598-017-02825-7

	79.	 George, N. M., Evans, J. J. & Luo, X. A three-helix homo-oligomerization domain containing BH3 and BH1 is responsible for the 
apoptotic activity of Bax. Genes Dev 21, 1937–1948, doi:10.1101/gad.1553607 (2007).

	80.	 Horvath, S. E. & Daum, G. Lipids of mitochondria. Progress in lipid research 52, 590–614, doi:10.1016/j.plipres.2013.07.002 (2013).
	81.	 Rajagopal, B. S. et al. The hydrogen-peroxide-induced radical behaviour in human cytochrome c-phospholipid complexes: 

implications for the enhanced pro-apoptotic activity of the G41S mutant. The Biochemical journal 456, 441–452, doi:10.1042/
BJ20130758 (2013).

	82.	 Jo, S., Kim, T., Iyer, V. G. & Im, W. CHARMM-GUI: a web-based graphical user interface for CHARMM. Journal of computational 
chemistry 29, 1859–1865, doi:10.1002/jcc.20945 (2008).

	83.	 Phillips, J. C. et al. Scalable molecular dynamics with NAMD. Journal of computational chemistry 26, 1781–1802, doi:10.1002/
jcc.20289 (2005).

Acknowledgements
J.Z. thanks the financial support, in part, from NSF grants (CAREER Award CBET-0952624 and CBET-1510099) 
and Alzheimer Association – New Investigator Research Grant (2015-NIRG-341372). The high-performance 
computational facilities of the Biowulf PC/Linux cluster at the NIH were mainly used for the simulations. This 
project has been funded in whole or in part with Federal funds from the National Cancer Institute, National 
Institutes of Health, under contract number HHSN261200800001E. This research was supported (in part) by the 
Intramural Research Program of the NIH, National Cancer Institute, Center for Cancer Research.

Author Contributions
B.M., R.N., and J.Z. designed the simulations. B.M., R.N., M.Z. and J.Z. performed the simulations, analyzed data 
and wrote the paper.

Additional Information
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

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. The 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/.
 
© The Author(s) 2017

http://dx.doi.org/10.1101/gad.1553607
http://dx.doi.org/10.1016/j.plipres.2013.07.002
http://dx.doi.org/10.1042/BJ20130758
http://dx.doi.org/10.1042/BJ20130758
http://dx.doi.org/10.1002/jcc.20945
http://dx.doi.org/10.1002/jcc.20289
http://dx.doi.org/10.1002/jcc.20289
http://creativecommons.org/licenses/by/4.0/

	Release of Cytochrome C from Bax Pores at the Mitochondrial Membrane

	Results and Discussion

	Bax hexa-dimer oligomeric pore maintains an integral channel to allow passing of cytochrome C. 
	Permeation Pathway of Cytochrome C through Bax pore. 
	Key residues stabilize the intermediates during cytochrome C release. 
	Structural adjustments and driving forces for cytochrome C permeation. 

	Discussion

	Materials and Methods

	Bax Oligomeric Pores and Cytochrome C. 
	Coarse-grained Replica Exchange Simulation Protocols. 
	All-atom Simulation Protocols. 

	Acknowledgements

	Figure 1 Snapshots of coarse-grained Bax oligomeric pores (yellow and pink) with the cytochrome C (cyan) at the membranes (green) (top) Secondary structures (Cartoon) and the amino acid sequences for Bax and cytochrome C (bottom).
	Figure 2 Time-dependent Rg and RMSD profiles for Bax oligomeric pores and cytochrome C (a,b), distribution probability profile for PO4 groups of the lipids (c), superimposed snapshots for PO4 groups of the lipid bilayers (d), membrane order parameter (e),
	Figure 3 Two-dimensional (2D) free energy landscape for the release of cytochrome C from Bax oligomeric pores at the membranes.
	Figure 4 One-dimensional (1D) potential mean force (PMF) profiles along with xy distance and z axis (top), and the schematic diagram illustrating the release pathway of cytochrome C through Bax oligomeric pores.
	Figure 5 Residue-residue contacting matrix (left), and the residue contact number profiles for Bax (middle) and cytochrome C (right) at ① (a), ② (b) and ③ (c).
	Figure 6 Snapshots for the simulated six-dimer Bax pores at ① (top left), ② (top middle) and ③ (top right), and the schematic diagram highlighting the morphological changes of Bax oligomeric pores upon binding to cytochrome C (bottom), and (b) the initial
	Figure 7 2D RMSD matrix (a), snapshots (b), non-bonded analysis (c) and interaction energies (d) for the all-atom explicit-solvent simulations of the cytochrome C in the inner cavity of Bax oligomeric pores.
	Figure 8 Surface properties for the cytochrome C and Bax oligomeric pores at different locations (a, color code: positively-charged surface (red), negatively-charged surface (blue), non-charged hydrophilic surface (cyan), hydrophobic surface (gray)), sum 




