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Ebola Deep Dive Discussion: Outline, Figures, and Notes

Outline:

* Background Information and Definitions
* Impact of Ebola Mutations
* Ebola 2014 Mutation Rate: Comparison to previous Ebola outbreaks & Other Viruses
* Superinfection: Mathematical Properties / Evolutionary Dynamics
* Ebola Virulence vs Infectivity: Confounding Variables
* Recombination: Evidence for Horizontal Gene Transfer in Ebola
 
NOTE:  This post represents notes from a 'deep dive' scientific conference call regarding the Ebola 2014 outbreak.  
 
Definitions and Background Information:

Virulence: A virus's adverse impact on  host fitness (ie. host mortality and morbidity)
Infectivity: A virus's inherent ability to spread (ie. reflected in basic reproduction number)

 
There have long been discussions on virulence vs infectivity.  Currently, the consensus is that these two parameters are absolutely related
within a virus to some sort of fitness optimum, but the confounding variables present make straightforward analysis impossible.  The
important point is to understand that Virulence and Infectivity are linked, and form a sort of 'optimum' for a virus under a given set of
conditions.
 
The Ebola Polymerase is an RNA-Dependent RNA Polymerase, which means that it is far more error prone than DNA viruses.  This reduces
the reproductive fidelity per cycle and introduces genetic instability in the form in single-nucleotide polymorphisms (SNPs), insertions, and
deletions.  Additionally, recent evidence has indicated the Ebola RdRp is capable of engaging in genetic recombination.  This gives Ebola a
rich source of genetic change from which to explore it's optimum fitness landscape.
 

Deep Dive Discussion 1:

· The Ebola 2014 viral outbreak is of a has a common genetic,  lineage which goes back to the discovery of the species of the Zaire Ebolavirus
in 1976.

· The Ebola 2014 outbreak is considered a 'strain' or 'sub-clade' of Ebola Zaire.

· Ebola Zaire viral species are defined by in reference to a 'consensus strain' -- the Mayinga-76 Ebola Virus (named for Ebola victim Nurse
Mayinga N'Seka in 1976).

· The Ebola 2014 outbreak's RNA genome is only 97% similar to the 1976 Ebola Zaire consensus strain.  

· This means out of the 20kb Ebola 2014 genome, approx. 600 nucleotides are different from the 1976 consensus strain.

· The Ebola 2014 outbreak's RNA Genome can be considered to be a separate 'clade' within the species of Ebola Zaire due to these genetic
differences.

· The Ebola 2014 outbreak's RNA Genome is most closely related to Ebola strains from 2007-2008 isolated and sequenced in the DRC.

· Computer analysis indicates the Ebola 2014 outbreak and the Ebola DRC 2007-2008 outbreak had a common viral ancestor, perhaps
around 2004.
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Deep Dive Figure 1:

Ebola 2014 Genetic Lineages

 
· Notice in the above diagram that Guinea and Sierra Leone both have distinct Ebola 2014 'sub-clades'

· Also notice in the above diagram that the current Ebola 2014 Guinea and Sierra Leone strains are most closely related to the DRC outbreak
in 2007-2008.

· The current 2014 Ebola outbreak and the 2007-2008 DRC outbreak have an unidentified parent lineage, which ultimately goes back
to 1976.

 

Deep Dive Discussion 2:

· Notice the Ebola 2014 outbreak and the DRC 2007-08 outbreak diverged from common ancestor strain in 2004 (Deep Dive Figure 2A).

· With only 97% sequence homology to the Mayinga-76 strain, the current Ebola outbreak could be substantially changed it's reproductive fitness -- but this is unknown.

· Notice on (Figure 2B) we have what looks like 3 or 4 sub-clades ('strains') present in the 2014 Ebola outbreak.

· We can see an Ebola strain in Guinea ("GN") appeared earliest (Feb - March), but then died out by May 2014. (Fig 2B)

· After the Ebola 2014 (GN) strain disappeared, new Ebola (SLx) strains took it's place. (Fig 2B)

· The Ebola strains from Sierra Leone ("SL1, SL2...") appeared after the GN strain, and these continued to spread in May and June 2014. (Fig 2B)

· Within the Ebola 2014 outbreak, we are dealing with multiple genetic sub-clades of Ebola ('sub-strains') which circulate and compete. (Fig 2B)

· The resurgence of the Ebola in May 2014 coincided with the appearance of genetically distinct Ebola viral sub-clades SL2 and SL3. (Fig 2B)

· Deep Dive Figure 2B does not tell us about reproductive fitness, but this is a mystery that must be resolved (do these Ebola genetic changes play any role?).

 

Deep Dive Figure 2:
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Deep Dive Discussion 3:

· Above Deep Dive Figure 3A, we can view the Ebola 2014 Virus Genome, and it's accumulated mutations as of August 28th 2014.

· We can see that circulating Ebola viruses have substantial genetic changes, including non-synonymous mutations (protein changes)
in:

NP gene (nucleoprotein)

VP35 gene (L cofactor/immune suppression)

VP40 gene (Ebola Matrix Protein)

GP gene (Ebola Spike Glycoprotein)

VP24 gene (Minor Matrix Protein)

 L gene (Ebola RdRp)

· This means that the Ebola 2014 Virus has protein-changes (red color) to EVERY gene except highly-conserved VP30 -- probably since VP30 is required for

transcription activation.

· We can clearly see the Ebola 2014 Virus Genome has accumulated a substantial number of changes, including non-synonymous mutations.

· What is especially curious (h/t to IBM) is the amount of mutations that accumulated in the intragenic region -- the grey lines between
VP30 and VP24.

· The implication of these non-synonymous mutations in the 2014 Ebola Virus Genome is unknown at this time.  They could substantially
impact viral replication, tissue tropisms, virulence, etc.... Or these mutations could have absolutely no effect.
 

Deep Dive Figure 3:
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· Notice in Deep Dive Figure 3A we see the Ebola virus genome organized from 5' to 3' end divided into a grid of boxes.  The rows are
grouped by 2014 viral sub-clade (or 'sub-strain'). . . "GN", "SL1", "SL2", and "SL3".  The columns represent genetic changes across the Ebola
-ssRNA genome.  The Ebola 2014 "SL3" strain can be distinguished by a unique SNP at position 10,218 in the genome.

· Notice in Deep Dive Figure 3B we see that over time, the Ebola 2014 SL1 strain became less and less dominant in the population, and
burned itself out by June 2014, meaning that by June 2014, both the Ebola SL1 and GN strains were not actively circulating in humans in
West Africa.

· During June 2014, the Ebola SL2 and SL3 strains began to become dominant and co-circulate.  Eventually, both became widespread.

· Deep Dive Figure 3C shows that the iSNP at position 10,218 (associated with SL3) became increasingly frequent over the month of June
2014, indicating reproductive success (for whatever reason) of the Ebola 2014 SL3 strain.

· Current 'deep sequencing' data from the ongoing outbreak as of Oct 16 2014 is not available.  The diagram referenced here stops analysis at
August 2014.

 

Deep Dive Discussion 4:

· The phylogenetic tree below contains isolates from patients infected with the Ebola Virus in 2014.

· Their isolates were 'deep-sequenced' and the Ebola RNA sequences were deposited in Genbank.

· Phylogenetic analysis of these Ebola 2014 RNA sequences show (as of August 2014) that there are Four distinct Ebola sub-clades ('strains')

· The earliest strains, named GN and SL1, correlate with Guinea and Cluster1 respectively.

· The circulating strains, named SL2 and SL3, correlate with Cluster2 and Cluster3 respectively.

· It is undetermined if there is any molecular biological or sociological factor which would favor SL2 and SL3 over GN and SL1.

· Observed data regarding changes in Ebola sub-clades 'strains' may simply represent sampling bias of a small number of isolates.

Deep Dive Figure 4:
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Deep Dive Discussion 5:

· This diagram shows the Ebola 2014 mutation rate compared to various parameters

· Mutation Rate and Substitution Rate are not technically the same measurement.  For simplicity, by mutation rate we mean substitution rate.

· Notice in Deep Dive Figure 5F we have a brown and a blue probability distribution.  

· The brown distribution (Figure 5F) shows Ebola mutation rates using 'all prior known human Ebola outbreaks'.  This results in a previous 'all-outbreak' Ebola

substitution (mutation) rate average of about 0.9 x 10-3substitutions / base pair / year.

· The blue distribution shows (Figure 5F) Ebola mutation rates using sequences 'only from the 2014 Ebola outbreak'.  This results in a previous 'all-outbreak' Ebola

substitution (mutation) rate average of about 2.0 x 10-3 substitutions / base pair / year.  

· The wide probability distribution of Ebola 2014 mutation rate ranges from as low as 1.0 x 10-3 subs/bp/year  to as high as 3.1 x 10-3 subs/bp/year.

· This data indicates that the Ebola 2014 outbreak is undergoing genetic mutation at a rate 220% to 330% faster than previous Ebola outbreaks.

· Part of this may reflect an acceleration of genetic change in order for the virus to be adaptable to human hosts, as it explores the fitness landscape.

Deep Dive Figure 5:
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· Notice in Deep Dive Figure 5G that a significant fraction of Ebola 2014 viral mutations were detected and sequenced WITHIN patients (Fig
5G, Within Hosts). 

· What this means if someone is infected with a single copy of Ebola, by the time they are sick, they may actually posses MULTIPLE Ebola
viral-substrains within themselves. (Fig 5G)

· In other words, an original Ebola genome might be in a host liver cell, but a mutated Ebola genetic copy might be in the same host's spleen
cell.  This is how fast the virus is changing. (Fig 5G)

· Another important point from Figure 5G is that a substantial fraction of intra-host Ebola genetic mutation involves non-synonymous
mutations, which can result in changes to amino acid residues which comprise the Ebola proteins.  Amino acid substitutions can have no
effect, they can be beneficial for the virus, or they can be detrimental to the virus.

· This is how the virus explores the 'fitness landscape'.

· Lastly, in Figure 5H, notice that from May to June 2014, the virus acquired significant genetic variation which seemed to correlate with the
number of hosts it infected.  As of June 16th, the Ebola virus had acquired 29 new viral lineages, which seemed to scale very closely with the
number of new Ebola patients. (Fig 5H)

· Bottom Line:  The larger the pool of individuals sick with Ebola 2014, the more opportunities the virus will have to adapt for better genetic
fitness (better transmissibility, etc)

 

 

Deep Dive Figure 6:
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Deep Dive Discussion 7:

· This diagram shows how mutation rate and substitution rates relate to Viral classifications.

· Notice that the viruses with the highest substitution rates include are ssRNA viruses  (which includes Ebola).

Deep Dive Figure 7:
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Deep Dive Discussion 8:

· Deep Dive Figure 8 shows the average mutation rate of the Influenza A virus NS genes.

· The average mutation rate for Influenza A is 2.6 x 10-3 subs / bp / year.  (Influenza A / Seasonal Flu)

· The average mutation rate for Influenza B is 0.5 x 10-3 subs / bp / year.

· The average mutation rate for Ebola 2014 is 2.0 x 10-3 subs / bp / year.  (Ebola 2014 Outbreak)

· Thus, the mutation rate for the Ebola 2014 outbreak is comparable to that of seasonal flu  (Influenza A is one of the fastest changing viruses known).

· The future mutations in Ebola will be impossible to predict. This why it is critical to get the outbreak contained.

 

Deep Dive Figure 8:

 

Deep Dive Discussion 9:

· The average mutation rate for Ebola 2014 is 2.0 x 10-3 subs / bp / year.  (Ebola 2014 Outbreak)

· The average mutation rate for all previous Ebola Outbreaks is under 0.9 x 10-3 subs / bp / year.  (Previous Ebola outbreaks)

· The average mutation rate for Influenza A NS genes is 2.6 x 10-3 subs / bp / year.  (Seasonal Influenza)

· In Deep Dive Figure 9, we can compare the Ebola 2014 viral mutation rate to 50 other common RNA Viruses.

· In Deep Dive Figure 9, we see that Ebola 2014's viral mutation rate is among the highest mutation rates in the literature for RNA Viruses.

http://operonlabs.com/sites/default/files/field/image/mutation_vs_virus.png
http://operonlabs.com/sites/default/files/field/image/influenza_mutation.png


· In Deep Dive Figure 9, any virus with a mutation rate comparable to Ebola 2014 Virus (2.0 x 10-3 subs / bp / year ) is marked in red.

· The Ebola 2014 Virus is currently mutating at a very fast pace by any metric, so much so that it is changing as fast as Seasonal Flu.
 

Deep Dive Figure 9:

 



Deep Dive Discussion 10:

· The pages below are extracts from the book Evolutionary Dynamics by Martin Nowak.

· These diagrams show how it is mathematically possible for a pathogen NOT maximize it's R0 under conditions of Superinfection.

· These diagrams also illustrate how it is possible for Nature to permit the evolution of Virulence in pathogens, when it seems such virulence
is not in the pathogen's self-interest.
 

Deep Dive Figure 10:
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Deep Dive Figure 11:
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Deep Dive Discussion 12:

· Contrary to previous thinking, negative-sense ssRNA viruses can undergo genetic recombination.

· Recombination is where the viral RdRp essentially 'swaps' reading from one RNA strand to another, creating a chimeric viral RNA.

· Evidence has emerged to show Ebola Virus has undergone recombination events, event within the last 15 to 20 years.

· This evidence should seriously question our perspective and approach to how viruses evolve, especially if they can 'swap' genetic material so
easily in a non-segmented genome.
 

Deep Dive Figure 12:

 



 

source: Isolates of Zaire ebolavirus from wild apes reveal genetic lineage and recombinants
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