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Abstract
Small interfering RNAs (siRNAs) are fundamental to the regulation of cell function. Much is

known about its gene interfering mechanism, but a kinetic description of it is still lacking.

Here, we derived a set of reaction-diffusion equations for multiple RNA-induced silencing

complex (RISC) pathways that give quantitative temporal and spatial descriptions of the

siRNA process in mammalian cell, and are able to correctly describe all salient experimen-

tally observed patterns of sub-cellular siRNA localization, including those that, at first

glance, appear irreconcilable. These results suggest siRNA sub-cellular localization mainly

concerns the non-catalytic RISC-target complex, and is caused by the selectiveness of

RISC-target interaction and the permeability of the nuclear membrane to siRNA strands but

not to RISC-target complexes. Our method is expected to be useful in devising RNAi based

cell regulation strategies.

Introduction
siRNA is a double-stranded RNA, 20–25 nucleotides in length that, through complementary
base paring, sequence-specifically regulates cell functions including mRNA degradation and
DNAmethylation [1–3]. RNA interference (RNAi) was initially thought to be a form of post-
transcriptional gene silencing with only a cytoplasmic pathway [4]. Later on, an siRNA nuclear
pathway was discovered [5]. Experiments have shown that siRNA co-localizes with target
RNA, but a molecular model capable of accounting for all observed patterns of siRNA localiza-
tion [6–9] is lacking.

Argonaute (AGO) proteins—AGO1-4 in mammals—are key effectors in siRNA induced
RNAi [10, 11]. In mammal siRNA action, an AGO protein loads the double stranded—the
guide/antisense strand and the passenger/sense strand—siRNA, then discards one of the
strands to forms a RNA-induced silencing complex (RISC). A guide-strand containing, or
mature, RISC is guided by the strand to the target RNA and binds with it to form a complex,
and either silences the target by AGO2-catalysed cleavage [10, 11], or otherwise disrupts its
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function by mRNA-destabilization [12, 14]. A passenger-strand RISC does not bind with the
target and has no interference activity.

Ordinary differential equations (ODEs) have been used to describe the dynamics of the
siRNA system [15–17]. Being temporal but not spatial in nature, these works did not address
localization, which is a spatial phenomenon, nor did it address the fact that different RISCs have
distinct pathways. Here, we developed a set of partial differential reaction-diffusion equations
(PDEs) for the siRNA system based on the law of mass action and designed to yield realistic tem-
poral and spatial simulations of multiple RISC pathways. We find that having multiple RISC
pathways was necessary for understanding siRNA action, that siRNA sub-cellular localization is
dominated by the localization of non-catalytic RISCs, and is a kinetic consequence of RISC-tar-
get interactions and the non-permeability of the nuclear membrane to RISC-target complexes.

In our simulation, the siRNA system is represented by two types of reaction equations,
those describing the binding of the DNA strands for siRNA to the AGO proteins (i = 1 to 4)
and the hybridization of the guide and passenger strands to form the double-stranded siRNA
(i = 5):

Xi þ Yi !
ki Zi þ Ui; ði ¼ 1 to 5Þ ð1Þ

where X1−4 = D, X5 = G, Y1,2 = Ac, Y3,4 = Ao, Y5 = P, Z1 = Rcg, Z2 = Rcp, Z3 = Rog, Z4 = Rop, Z5 =
D, U1,2,5 = null, U3 = P, and U4 = G; and those describing the binding of RISCs to target RNA
to form RISC-target complexes and, in the case of the complex Cct, its return to RISC after
cleavage of target by the AGO2 protein:

Rcg þ TÐ
k6

k0
6

Cct!
k00
6 Rcg ; Rog þ TÐ

k7

k0
7

Cot ð2Þ

Abbreviations (lower case when used as subscripts) are: D, the double-stranded siRNA; G/P,
guide/passenger strand of siRNA; T, target RNA (mRNA or nucleus RNA); A, AGO proteins;
R, RISCs; C, RISC-target RNA complexes. The subscript c indicates the catalytic AGO2 protein;
o, other AGO proteins.

From Eqs (1) and (2) we derive the set of 12 dynamic PDEs:

dWi

dt
¼ Fi � oir2Wi; ði ¼ 1 to 12Þ ð3Þ

with the functions Fi andWi defined in Table 1.
The cell was modelled by a sphere of radius r = 10μm composed of a spherical nucleus of

radius 0.45r, a cytoplasmic perinuclear shell of thickness 0.2r, and the outer shell. For simplicity
the cytoplasm was composed of only the cytosol. The nucleus had a typical 1/10 volume of the
cell and the perinuclear region had twice the volume of the nucleus.

The system was injected with fixed amounts of double-stranded siRNA and total AGO pro-
teins initially: D(0) = 2nM in cytoplasm and D(0) = 0 in the nucleus (the notation D(0) denotes
D at initial time with no spatial reference), and Ac(0) + Ao(0) = A(0) = 4nM throughout the
entire cell, and was supplied with quantities of target RNA at a constant rate ST: T(0) = T0 and
ST = T0 s

−1, with T0 = 10nM and 2nM, either only in the nucleus (and zero elsewhere; case of
nuclear target) or only in the perinuclear region (case of perinuclear target). All other quanti-
ties were initially set to zero,Wi(0) = 0, i = 4 to 11, throughout the entire cell. The parameter
pd2[0, 1] controls the relative abundance of AGO2 versus non-AGO2 proteins: Ac(0) = pd A
(0), Ao(0) = (1-pd)A(0), and the parameter sd2[0, 1] controls the relative abundance ofguide
and passenger strands (Table 1). Values for the reaction coefficients (k’s) (Table 1) were
derived from experiment [16] and those for diffusion coefficients were estimated based on the
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value of 27μm2 s−1 for the diffusion coefficient of GFP in eukaryotic cells [18] and letting the
diffusion coefficient of a biology molecule be inversely proportional to the cube root of molecu-
lar weight. siRNA strands, AGO proteins and RISCs may diffuse across the (virtual) cyto-
plasm-nucleus boundary [9] (ωi6¼0 in Table 1) while the target RNA (T) and target-containing
complexes do not. In particular, this implies that non-AGO2 proteins are trapped in situ once
they form Cot complexes with target. The reaction rate k8 represents degradation of the target
RNA by other unspecified enzymes.

Results
In a typical round of computation, a set of values for T0, sd and pd were taken and the PDEs in
Eq (3) were solved using the finite difference method for all sites in the cell from time zero to
120 minutes in one-second time steps separately for two cases: nuclear target and perinuclear
target. All computation results are deposited at the public data storage site Figshare: http://dx.
doi.org/10.6084/m9.figshare.1598072.

Time-evolution of the target RNA density after siRNA injection was sensitive to target loca-
tion and the values of sd and pd (Fig 1). When there was no AGO2 protein (pd = 0) to form
RNA cleaving RISC, little loss of target RNA was observed regardless of target location, even
when the production of the guide strand was maximized (sd = 1), (4 in Fig 1(a) and 1(b)). Tar-
get depletion became noticeable when the amounts of AGO2 protein and guide strand were
moderate (pd = 0.4, sd = 0.6). Rate of depletion was higher when target was in the perinuclear
region than in the nucleus (5 in Fig 1(a) and 1(b)). Location dependence was strong in the
nucleus—the closer is the target to the nucleus-cytoplasm boundary the faster the depletion
(Fig 1(c))—but weak in the perinuclear region (Fig 1(d)).

Response following siRNA injection was faster in the perinuclear region for all values of pd
and sd (except when pd = 0). At four minutes after siRNA injection, target depletion essentially
reached equilibrium in perinuclear region but was minimal in the nucleus (Fig 2a). In both
cases target depletion grew monotonically with increasing values of pd and sd. Equilibrium was
substantially achieved two hours after siRNA injection (Fig 2b).

Table 1. Symbols and diffusion coefficients in Eq (3).

i Wi Fi* ωi(μm2 s−1)b

1 D −kc Ac D − ko Ao D + k5 GP 30

2 Ac −kc Ac D 20

3 Ao −ko Ao D 20

4 Rcg k1 Ac D − F10 15

5 Rcp k2 Ac D 15

6 Rog k3 Ao D − F11 15

7 Rop k4 Ao D 15

8 G k4 Ao D − k5 GP 40

9 P k3 Ao D − k5 GP 40

10 Cct k6RcgT � ðk0
6 þ k00

6 ÞCct 0

11 Cot k7RogT � k0
7Cot 0

12 T �ðF10 þ k00
6CctÞ � F11 � k8T þ ST 0

*k1 = sd kc, k2 = (1-sd)kc, k3 = sd ko, and k4 = (1-sd)ko, where kc = ko = 5 × 10−3nM−1 s−1 and sd, ranging

from 0 to 1, controls the relative abundance of guide and passenger strand; k5 = 2.8×10−2nM−1 s−1, k6 =

(M/n)k0
6 = k7 = (M/n)k0

7 = 10−3nM−1 s−1, k00
6 = 7×10−3 s−1, k8 = 4×10−3 s−1.

doi:10.1371/journal.pone.0143182.t001
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Time courses of the density of the passenger/sense strand Dp (= D+ P+ Rcp+ Rop) in all three
regions, and that of the guide/antisense strand Dg (= D+ G+ Rcg+ Rog+ Cct+ Cot) in regions
without target RNA, converged to a common value close to 1 nmol. In contrast, in the region
where the target RNA resides, Dg increased with time to a value close to 3 nmol (Fig 3;☐ in (a)
and� in (b)).

Density profile of the passenger strand (Dp) along the cell diameter was low, about 1 nmol
along the entire line (Fig 4), as was that of the guide strand (Dg) except in the region where the
target RNA was located. In the latter case, the density was about 3 to 4 nmol when it was in the
nucleus (Fig 4(a)), and about 3 nmol when it was in the perinuclear region (Fig 4(b)).

Radial density profiles of the guide strand, the passenger strand, the AGO2 protein, and
non-AGO proteins were distinct and responded differently to changing nuclear target

Fig 1. Time-evolution of target RNA concentration. (a) Average density, target in nucleus:4, pd = 0, sd =
1;5, pd = 0.4, sd = 0.6. (b) Same as (a), but with target in perinuclear region. (c) Target in nucleus at 0.29R
(4), 0.35R (�), and 0.42R (☐); pd = 0.4 and sd = 0.6; cell radius is R = 10μM; nucleus-cytoplasm boundary is
at 0.45R. (d) Same as (c), but target in perinuclear region at 0.48R, 0.55R, and 0.61R.

doi:10.1371/journal.pone.0143182.g001

Fig 2. Density of target RNA as a function of sd and pd. Density of target RNA (a) 4 minutes and (b) 2
hours (b) after siRNA injection. Dashed lines, target in nucleus; solid lines, target in perinuclear region.
Values shown are averaged over region where target resides.

doi:10.1371/journal.pone.0143182.g002
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conditions (Fig 5). Of the four cases, the passenger-strand profile is the most featureless (Fig 5
(b)) because the strand (and RISCs bearing it) is blind to the presence of target.

Discussion
A prominent difference between nuclear and perinuclear target is the speed of target attenua-
tion after siRNA injection; fast for perinuclear target, and slow for nuclear target (Figs 1 and 2

Fig 3. Time-evolution of guide and passenger strand densities,Dg andDp. (a) Target in the nucleus; (b)
target in the perinucleus. Symbols☐ (^),� (●), and4 (5) stand for: guide (passenger) strand in nucleus,
perinuclear region, and rest of cytoplasm, respectively. In all cases pd = 0.4 and sd = 0.6.

doi:10.1371/journal.pone.0143182.g003

Fig 4. Density profiles of guide and passenger strands. Density profiles at pd = 0.4 and sd = 0.6, along the
diameter in the case of (a) nuclear target and (b) cytoplasmic target; solid line, guide strand; dashed line,
passenger strand. The two colored strips indicate the perinuclear region.

doi:10.1371/journal.pone.0143182.g004
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(a)). This is because siRNA is injected into, and RISCs are formed in, the cytoplasm, and the
RISCs enter the nucleus only by diffusion [9], a slow process. Diffusion also explains why, in
the case of nuclear target, response time is slow near the nucleus center while almost as fast as
the case of perinuclear target near the nucleus-cytoplasm boundary (Fig 1(c)), and why in the
perinulear region response time is largely location independent (Fig 1(d)).

The high concentration of guide strand in the region where the target RNA resides (Figs 3
and 4) is consistent with the siRNA localization reported in [6]. The enrichment of the guide
strand is linked to target RNA because only guide strand-containing RISCs can form RISC-target
complexes, and the non-catalytic complex Cot, once formed, stay in place because they neither
breakup nor diffuse, and act as traps for guide strands. In contrast, the passenger strand does not
bind to the target RNA and does accumulate around the target. The dip in the guide strand con-
centration near the nucleus center (Fig 4(a)) is likely caused by guide-strand bearing RISCs being
consumed by target near the nucleus-cytoplasm boundary before they can diffuse to the center.

Imaging experiments have been conducted to examine the intracellular locations of two
siRNA duplexes, 7SK siRNA targeting the small nuclear 7SK RNA and NS3 siRNA targeting
the cytoplasmic HCV replicon mRNA [6]. In the case of cytoplasmic target our result (Fig 4
(b)) essentially reproduces the experimental result (Fig 2f, [6]). In the case of nuclear target our
result shows the localization of the guide strand in the nucleus (Fig 4(a)), whereas the experi-
ment shows the localization of both guide and passenger (antisense and sense) strands, in the
human Huh-7 and CHO cells (Figs 1f and 4f, [6]). These results led to the suggestion that cyto-
plasmic and nuclear RNAi pathways have distinct mechanisms, such that in the latter case
both sense- and antisense-strand bearing RISCs are trapped in the nucleus [6].

The 7SK siRNA result observed in [6] can be explained without invoking distinct cyto-
plasmic and nuclear RNAi pathways: both the sense and antisense strands are guide strands,
but they target RNAs from different sources. The antisense strand GGAGGUUUGUUCGAGA
GUU targets the nuclear 7SK as supposed, while the sense strand AACUCUCGAACAAACCU
CC can target the uncharacterised human ncRNA LOC101928306 (Sequence ID: ref|
XR_251544.1|Range 32–50). The existence of two distinct nuclear targets for the 7SK siRNA
can also explain why the two strands were observed to have different concentration profiles
[6]. This hypothesis can be verified using human cells with either snRNA 7SK or ncRNA
LOC101928306 is pre-silenced. Our search for a target for the sense strand in the NS3 siRNA
yielded a null result.

Fig 5. Radial density profiles.Radial density profiles of (a) guide strand, (b) passenger strand, (c) AGO2
protein, and (d) non-AGO proteins with target in the nucleus under four conditions: T = 10 nmol, pd = 0.4 (solid
black); T = 2 nmol, pd = 0.4 (solid gray); T = 10 nmol, pd = 0.9 (dashed black); T = 2 nmol, pd = 0.9 (dashed
gray). In all cases sd = 0.6. Colored strip in panels indicate the perinuclear region.

doi:10.1371/journal.pone.0143182.g005
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Fluorescence correlation spectroscopic measurements of AGO2-RISC concentration in
nuclear pathway of siRNA induced RNAi in ER239 cells revealed little AGO2-RISC accumula-
tion in the nucleus [9]. Our results agree with these measurements: localization of AGO2 in the
nucleus is weak and insensitive to target concentration and relative abundance (proportional
to pd) of AGO2 protein (Fig 5(c)). Owing to the catalytic cleaving ability of the AGO2 protein,
the target depleted AGO2-bearing complex does not trap the AGO2-RISC inside the nucleus,
hence accumulation of AGO2 near the target is not expected.

For the case of nuclear target, our result attributing nuclear localization to the accumulate of
non-catalytic (or non-AGO2, (Fig 5(d))), but not catalytic, RISC-target complexes reconciles
the seemingly conflicting results reported in [6] (localization of guide strands, Fig 5(a))) and
[9] (absence of localization of AGO2 protein, Fig 5(c))). It follows that the degree of localiza-
tion is sensitive to target concentration (solid lines in Fig 5(d)) and relative abundance (propor-
tional to (1-pd)) of non-AGO2 proteins (black lines in Fig 5(d)). These results can be
experimentally validated.

It is now generally believed that in mammalian miRNA action, the predominant reason for
reduced protein output in gene expression is the destabilzation of target RNA associated with
miRNA induced mRNA deadenylation in the cytoplasm [13, 14]. This action, not caused by
AGO endonuclease cleavage, is an issue separate from siRNA sub-cellular localization.

Our model gives a simple and unified molecular narrative for siRNA sub-cellular localiza-
tion for both cytoplasmic and nuclear RNAi pathways that quantitatively reconciles seemingly
conflicting experimental observations. Our work establishes localization as a phenomenon of
non-catalytic RISC-target complex, a consequence of the selectiveness of RISC-target interac-
tion and the non-diffusiveness of the RISC-target complex. The model provides a realistic
framework for gaining deep insights in siRNA induced RNAi and for devising RNAi based cell
regulation strategies.

Acknowledgments
FMJ and LYL were supported by grants from the Beijing Jiaotong University. HCL was sup-
ported by Ministry of Science and Technology through the Center for Dynamical Biomarkers
and Translational Medicine, National Central University, Taiwan, (MOST 102-2911-I-008-001
and 103-2911-I-008-001).

Author Contributions
Conceived and designed the experiments: FMJ HCL. Performed the experiments: FMJ LYL
YHT YHP. Analyzed the data: FMJ HCL. Contributed reagents/materials/analysis tools: FMJ.
Wrote the paper: FMJ HCL. Wrote the computer codes used to solve reaction equations: FMJ.
Carried out computations: FMJ LYL YHT YHP.

References
1. Fire A, Xu S, Montgomery MK, Kostas SA, Driver SE, and Mello CC, Potent and specific genetic inter-

ference by double-stranded RNA in Caenorhabditis elegans. Nature 1998, 391:806–811. doi: 10.1038/
35888 PMID: 9486653

2. Morris KV, Chan SW, Jacobsen SE, and Looney DJ, Small interfering RNA-induced transcriptional
gene silencing in human cells. Science 2004, 305:1289–1292. doi: 10.1126/science.1101372 PMID:
15297624

3. Kawasaki H, and Taira K, Induction of DNAmethylation and gene silencing by short interfering RNAs in
human cells. Nature 2004, 431:211–217. doi: 10.1038/nature02889 PMID: 15311210

4. Zeng Y, and Cullen BR, RNA interference in human cells is restricted to the cytoplasm. RNA, 2002,
8:855–860. doi: 10.1017/S1355838202020071 PMID: 12166640

Kinetics Determine siRNA Sub-Cellular Localization

PLOS ONE | DOI:10.1371/journal.pone.0143182 December 23, 2015 7 / 8

http://dx.doi.org/10.1038/35888
http://dx.doi.org/10.1038/35888
http://www.ncbi.nlm.nih.gov/pubmed/9486653
http://dx.doi.org/10.1126/science.1101372
http://www.ncbi.nlm.nih.gov/pubmed/15297624
http://dx.doi.org/10.1038/nature02889
http://www.ncbi.nlm.nih.gov/pubmed/15311210
http://dx.doi.org/10.1017/S1355838202020071
http://www.ncbi.nlm.nih.gov/pubmed/12166640


5. Robb GB, Brown KM, Khurana J, and Rana TM, Specific and potent RNAi in the nucleus of human
cells. Nat. Struct. Mol. Biol. 2005, 12:133–137. doi: 10.1038/nsmb886 PMID: 15643423

6. Berezhna SY, Supekova F, Schultz PG, and Deniz AA, siRNA in human cells selectively localizes to
target RNA sites. Proc. Natl. Acad. Sci. USA. 2006, 103:7682–7687. doi: 10.1073/pnas.0600148103
PMID: 16684885

7. Papp I, Mette MF, Aufsatz W, Daxinger L, Schauer SE, Ray A, et al., Evidence for nuclear processing
of plant Micro RNA and short interfering RNA precursors. Plant Physiol. 2003, 132:1382–1390. doi: 10.
1104/pp.103.021980 PMID: 12857820

8. Denti MA, Boutla A, Tsagris M, and Tabler M, Short interfering RNAs specific for potato spindle tuber
viroid are found in the cytoplasm but not in the nucleus. The Plant Journal 2004, 37:762–769. doi: 10.
1111/j.1365-313X.2004.02001.x PMID: 14871315

9. Ohrt T, Mütze J, StaroskeW, Weinmann L, Höck J, Crell K, et al., Fluorescence correlation spectros-
copy and fluorescence cross-correlation spectroscopy reveal the cytoplasmic origination of loaded
nuclear RISC in vivo in human cells. Nucleic Acids Research, 2008, 36:6439–6449. doi: 10.1093/nar/
gkn693 PMID: 18842624

10. Kawamata T, and Tomari Y, Making RISC. Sciences 2010, 35:368–376.

11. Meister TG, Argonaute proteins: functional insights and emerging roles. Nature Rev. Genetics 2013,
14:447–459. doi: 10.1038/nrg3462

12. Giraldez AJ, Mishima Y, Rihel J, Grocock RJ, Van Dongen S, Inoue K, et al., Zebrafish MiR-430 pro-
motes deadenylation and clearance of maternal mRNAs. Science 2006, 312:75–79. doi: 10.1126/
science.1122689 PMID: 16484454

13. Wu L, Fan J, and Belasco JG, MicroRNAs direct rapid deadenylation of mRNA. Proc. Natl Acad. Sci.
USA 2006, 103:4034–4039. doi: 10.1073/pnas.0510928103 PMID: 16495412

14. Guo H, Ingolia NT, Weissman JS, and Bartel DP, Mammalian microRNAs predominantly act to
decrease target mRNA levels, Nature 2010, 466:835–840. doi: 10.1038/nature09267 PMID: 20703300

15. Bergstrom CT, McKittrick E, and Antia R, Mathematical models of RNA silencing: unidirectional amplifi-
cation limits accidental self-directed reactions. Proc. Natl. Acad. Sci. USA. 2003, 100:11511–11516.
doi: 10.1073/pnas.1931639100 PMID: 12972639

16. Bartlett DW, and Davis ME, Insights into the kinetics of siRNA-mediated gene silencing from live-cell
and live-animal bioluminescent imaging. Nucleic Acids Research 2006, 34:322–333. doi: 10.1093/nar/
gkj439 PMID: 16410612

17. Wang X, Li Y, Xu X, andWang YH, Toward a system-level understanding of microRNA pathway via
mathematical modeling, BioSystems 2010, 100:31–38. doi: 10.1016/j.biosystems.2009.12.005 PMID:
20005918

18. Swaminathan R, Hoang CP, and Verkman AS, Photobleaching recovery and anisotropy decay of
green fluorescent protein GFP-S65T in solution and cells: cytoplasmic viscosity probed by green fluo-
rescent protein translational and rotational diffusion. Biophys. J. 1997, 72:1900–1907. doi: 10.1016/
S0006-3495(97)78835-0 PMID: 9083693

Kinetics Determine siRNA Sub-Cellular Localization

PLOS ONE | DOI:10.1371/journal.pone.0143182 December 23, 2015 8 / 8

http://dx.doi.org/10.1038/nsmb886
http://www.ncbi.nlm.nih.gov/pubmed/15643423
http://dx.doi.org/10.1073/pnas.0600148103
http://www.ncbi.nlm.nih.gov/pubmed/16684885
http://dx.doi.org/10.1104/pp.103.021980
http://dx.doi.org/10.1104/pp.103.021980
http://www.ncbi.nlm.nih.gov/pubmed/12857820
http://dx.doi.org/10.1111/j.1365-313X.2004.02001.x
http://dx.doi.org/10.1111/j.1365-313X.2004.02001.x
http://www.ncbi.nlm.nih.gov/pubmed/14871315
http://dx.doi.org/10.1093/nar/gkn693
http://dx.doi.org/10.1093/nar/gkn693
http://www.ncbi.nlm.nih.gov/pubmed/18842624
http://dx.doi.org/10.1038/nrg3462
http://dx.doi.org/10.1126/science.1122689
http://dx.doi.org/10.1126/science.1122689
http://www.ncbi.nlm.nih.gov/pubmed/16484454
http://dx.doi.org/10.1073/pnas.0510928103
http://www.ncbi.nlm.nih.gov/pubmed/16495412
http://dx.doi.org/10.1038/nature09267
http://www.ncbi.nlm.nih.gov/pubmed/20703300
http://dx.doi.org/10.1073/pnas.1931639100
http://www.ncbi.nlm.nih.gov/pubmed/12972639
http://dx.doi.org/10.1093/nar/gkj439
http://dx.doi.org/10.1093/nar/gkj439
http://www.ncbi.nlm.nih.gov/pubmed/16410612
http://dx.doi.org/10.1016/j.biosystems.2009.12.005
http://www.ncbi.nlm.nih.gov/pubmed/20005918
http://dx.doi.org/10.1016/S0006-3495(97)78835-0
http://dx.doi.org/10.1016/S0006-3495(97)78835-0
http://www.ncbi.nlm.nih.gov/pubmed/9083693

