
Some of these slides have been borrowed from Dr.
Paul Lewis, Dr. Kirsten Jensen, Dr. Michael Engel,

and Dr. Steve Ashe. Thanks to all!

Paul has many great tools for teaching phylogenetics at his

web site:

http://phylogeny.uconn.edu/

http://phylogeny.uconn.edu/
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Tree of Life Web Project: http://tolweb.org/tree/

http://tolweb.org/tree/


Systematics – the science devoted to study of the diversity of organisms,
and the relationships among them.

Taxonomy – the theory and practice of classifying organisms . This includes
description and identification, and higher level groupings of species

Classification – the ordering of animals into groups on the basis of their
relationships. The codification of the results of systematic studies, using
taxonomic principles.

Nomenclature – (a part of taxonomy) the application of distinctive names
to each of the groups recognized in a classification.

Phylogenetics – the science of inferring the genealogical relationships
between species.



Today’s topics

• Another example of systematics in use in a area of basic biology

• Some examples of the application of systematics to health and
environmental problems

• Contrasting comparative and experimental method



Figure by Mathieu Joron: http://xyala.cap.ed.ac.uk/joron/

http://xyala.cap.ed.ac.uk/joron/


Predicting drug targets

Cimetidine (Tagamet) is one of the most profitable drugs ever.
Histamine activates H2 receptors in the lining of the stomach releasing acid.
Cimetidine prevents “heartburn” by inhibiting the binding of histamine to
H2.

H2 gene is one of about 720 G-protein coupled receptor (GPCR). About
half of the GPCRs respond to specific ligands

• 30 GPCRs are targets for drugs (accounting for 9% of pharmaceutical
sales worldwide)

• 150 are “orphan” GPCRs (no ligand is known).



Finding a ligand (traditional way)

-Tedious

-Expensive

Wise, A., Jupe, S. C., and Rees, S. 2004.

The identification of ligands at orphan

G-protein coupled receptors. Annu.

Rev. Pharmacol. Toxicol. 44:43-66.



Orphan GPCR

Natural ligand known

to be histamine

Which ligand for AXOR35

would you test first?

Wise, A., Jupe, S. C., and Rees, S. 2004.

The identification of ligands at orphan

G-protein coupled receptors. Annu.

Rev. Pharmacol. Toxicol. 44:43-66.
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As a result, strains with advantageous mutations could,
by chance, find themselves in individuals with low rates
of partner exchange and so will not be transmitted far in
the population. Of more debate is whether a bottleneck
has a selective component, so that strains that are better
adapted to new hosts (such as R5 strains) competitively
establish themselves in primary infection60, or whether
it is entirely neutral61 and thereby only magnifies the
effects of genetic drift.

Finally, some advantageous mutations, such as those
conferring CTL escape, might not appear until relatively
late in infection62. If these late-escape mutants do not
arise until after most individuals have transmitted the
virus, natural selection will be less effective at the pop-
ulation level. As a consequence, HIV strains might not
readily adapt to the HLA HAPLOTYPE distributions of their
local populations63, because some CTL-escape mutants
have little opportunity for further transmission. The
data presented to support the adaptation of HIV to
HLA haplotypes at the population level only considered
within-host evolution, albeit in a large number of
patients, and did not measure the effect of transmission.
Indeed, the fact that repeated individual adaptation was
observed in these patients indicates that the HIV popu-
lation as a whole was not adapted to the host HLA dis-
tribution. Moreover, although certain CTL-escape
mutants can be transmitted through the population64, it
is possible that CTL-escape mutations that are passed to
individuals with the ‘wrong’ HLA background will
sometimes be deleterious and removed by purifying
selection. In summary, inter-host HIV evolution is not
merely intra-host evolution played out over a longer
timescale, and the evolutionary process that occurs
within hosts will not select for viruses with enhanced
transmissibility.

Recombination and HIV diversity. Genetic recombina-
tion is an integral part of the HIV lifecycle, occurring
when reverse transcriptase switches between alternative
genomic templates during replication. As already men-
tioned, the recombination rate of HIV is one of the
highest of all organisms, with an estimated three recom-
bination events occurring per genome per replication
cycle65, thereby exceeding the mutation rate per replica-
tion. The discovery that most infected cells harbour two
or more different proviruses66, and the evidence for dual
infection67,68, set the stage for recombination to have a
central role in generating HIV diversity. Indeed, recom-
bination has now been detected at all phylogenetic lev-
els: among primate lentiviruses7,8, among HIV-1
groups69, among subtypes70 and within subtypes71.
Prevalent inter-subtype recombinants are denoted ‘cir-
culating recombinant forms’ (CRFs). There are 15 cur-
rently recognized CRFs that show a broad range of
complexity and are widely distributed. In some geo-
graphical regions, CRFs account for at least 25% of all
HIV infections72. Probably because it is more difficult to
detect, the role of intra-subtype recombination has tra-
ditionally been downplayed. However, recent popula-
tion-genetic studies indicate that recombination is also a
pervasive force within subtypes71,73.

(neutral) spatial and temporal diffusion of the virus,
with viral lineages co-existing for extended time peri-
ods. Indeed, there is little evidence that fitness differ-
ences determine subtype structure and distribution. For
example, experimental studies have revealed that sub-
type C viruses consistently have lower in vitro fitness
than those assigned to subtype B (REF. 56). Although cau-
tion should be shown when extrapolating from the lab-
oratory to nature, this indicates that the high prevalence
of subtype C in sub-Saharan Africa is the result of its
chance entry into populations with high rates of partner
exchange. However, it is unclear whether the success of
HIV-1 group M, relative to groups N and O, is the result
of some intrinsic property of the virus that enhances
transmissibility, or because the founding virus from
group M was fortunate enough to find itself in popula-
tions in which the epidemiological conditions were ideal
for transmission.

Why is natural selection a less potent force among
hosts than within them? The first factor is the bottleneck
that accompanies inter-host transmission, which greatly
reduces genetic diversity. Evidence for a strong bottle-
neck at transmission is the homogeneity of the virus
during primary infection57–58, although this could
depend on the mode of transmission59. The second
important factor concerns the behavioural aspects of
HIV transmission. HIV is predominantly a sexually
transmitted disease, and so the extensive variation in
rates of partner exchange will, in combination with the
transmission bottleneck, generate strong genetic drift.

NEIGHBOUR-JOINING METHOD 

An algorithm that uses genetic
distances to construct a
phylogeny by the sequential
addition of taxa.

BOTTLENECK 

A severe reduction in population
size that causes the loss of
genetic variation. The role of
random drift is increased,
whereas the power of selection is
reduced, by bottlenecks.

HLA HAPLOTYPE 

The particular pattern of alleles
at the human major
histocompatibility complex
(MHC) loci, which defines
which antigens are recognized by
T cells.

Figure 4 | Contrasting patterns of intra- and inter-host evolution of HIV. The tree was
constructed using the NEIGHBOUR-JOINING METHOD on envelope gene-sequence data that was
taken from nine HIV-infected patients48 (a total of 1,195 sequences, 822 base pairs in length), with
those viruses sampled from each patient depicted by a different colour. In each case, intra-host
HIV evolution is characterized by continual immune-driven selection, such that there is a
successive selective replacement of strains through time, with relatively little genetic diversity at
any time point. By contrast, there is little evidence for positive selection at the population level
(bold lines connecting patients), so that multiple lineages are able to coexist at any time point. 
A major BOTTLENECK is also likely to occur when the virus is transmitted to new hosts.

Figure from Rambaut, Posada, Crandall, and Holmes

Nature Reviews Genetics, 2004



The timing and accumulation of the different drug resistance
mutations have been shown to be variable between HIV-1-infected
individuals (42, 43). Stratifying the patient sequences based on AZT
resistance (AZTR), the range of divergence for all AZTR sequences
was 0.00–1.45% and for all AZT sensitive (AZTS) sequences was
0.44–1.23%. The victim’s HIV-1 DNA sequences were more sim-
ilar to the patient’s AZTR sequences than to the patient’s AZTS

sequences (the ranges of divergence were 0.15–1.52% compared
with 1.60–2.61%, respectively).

Sequence analyses of 20 HIV-1 DNA public sequences that
showed the most significant BLAST scores revealed that molecular
clone sequences for the patient and victim differed by 8.05–13.54%
and 8.54–15.37%, respectively, from the GenBank sequences. The
gp120 LA control sequences differed from those of the patient by
7.41–14.22% and from those of the victim by 8.02–15.43%. The
random LA controls and the 20 closest HIV-1 DNA sequences
selected from GenBank exhibited similar divergence, though the
most similar sequences to the victim and patient were found among
the LA controls. These data suggest that the selection of control
sequences from the local geographic area were appropriate for this
study. Comparing RT sequences, 57% of the LA controls showed
various amino acid substitutions known to confer resistance to
AZT. These LA control sequences were more divergent from
the stratified patient AZTR, patient AZTS, and the victim se-
quences and differed by 2.61–6.75%, 3.19–6.53%, and 3.34–6.53%,
respectively.

Phylogenetic Results. In the parsimony analyses, all 100,000 boot-
strap replicates of the gp120 gene data supported the victim and
patient sequences as the most closely related within the analysis
(P ! 0.00001), and 95,826 bootstrap replicates of the RT gene data
supported the victim sequences as embedded within a group of
patient sequences (P ! 0.04174). In the maximum-likelihood
distance analyses, all 1,000 bootstrap replicates of the gp120 gene
data (P ! 0.001; Fig. 1) supported the closer relationship between
the patient and victim viral sequences compared with any of the LA

controls, and all 10,000 bootstrap replicates of the RT gene data
(P ! 0.0001; Fig. 2a) supported the victim sequences as embedded
within a group of patient sequences. All 25,000 sampled trees from
the MCMC analyses also supported these relationships (P !
0.00004). The relationships of the patient and victim RT sequences
were virtually identical based on both the originally sampled
sequences (sequenced at BCM) and those subsequently sequenced
at MIC (Fig. 2b). The close relationship between the victim and
patient samples was thus supported by both of the genes that we
examined, using all major methods of phylogenetic analysis (par-
simony, minimum evolution, and likelihood), and a broad range of
evolutionary models.

Discussion
Direction of Transmission. Although the inferred sister relationship
between patient and victim viruses is consistent with the alleged
transmission event, this finding by itself does not establish the
direction of the transmission nor does it prove that additional
individuals could not have been involved in a series of intermediate
transmissions. However, if the sequences are sampled close enough
in time to the transmission event, the direction between a suspected
pair can often be established (44). Typically only a single or a few
viral isolate(s) have been shown to be transmitted during primary
infection (38, 45, 46), and if samples are obtained shortly after this
event, a subset of source sequences will be found to be more closely
related to the recipient sequences than all source sequences are to
each other. Thus, source sequences that are paraphyletic with
respect to the recipient sequences provide evidence for the direc-
tion of transmission. This paraphyletic relationship will be lost
through time as a result of lineage extinction, but can be observed
between transmission pairs that are sampled within a short period
of the transmission event. The window of opportunity for observing
this paraphyletic relationship is expected to vary as a function of
rate of evolution of the various parts of the genome and degree of
immunoselection and/or drug selection for the different gene
proteins.

Fig. 2. Phylogenetic analysis of the RT region; details of the
analysis are the same as for Fig. 1. Nucleotide alignment was
based on the protein alignment in Fig. 4. (a) Tree based on
sequences from BCM. (b) Subtree of patient and victim se-
quences, including those added by MIC. In both a and b, the
smaller set of boxed sequences represents the sequences from
the victim, and the larger set of boxed sequences represents the
patient plus victim sequences. The victim sequences were found
to be embedded within the patient sequences in all analyses and
for all models of evolution examined. In addition to the 100%
bootstrap support of this relationship for the minimum evolu-
tion analyses, the parsimony bootstrap support was 96% and the
Bayesian posterior support was 100%.

14296 ! www.pnas.org"cgi"doi"10.1073"pnas.222522599 Metzker et al.

Figure from Metzker et al. (2002)



Core “requirements” for science

1. Models are articulated in sufficient detail that predictions

about what data should occur can be developed.

2. Data and acceptable statistical analyses are used to decide

which model or hypothesis is preferred.

• Different models can be tested if (and only if) they differ

in the type of data that they predict.

• Conclusions on the relative support for different

models/hypothesis is obtained by statistical analysis

(perhaps implicit, if the results are clearly overwhelming).

3. The data and analysis details are described (published) in

such a way that the testing can be repeated by others.



Comparative (rather than experimental) methods

• The fact that the “natural experiment” has already been

carried has no affect on our interpretation of the results.

• in retrospective sciences we do suffer from:

– uncertainty caused by not knowing the details of the

“experiment”.

– we are may not find all possible combination of important

factors to compare.
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