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Abstract
The cytochrome P450 family 1 enzymes (CYP1s) are a diverse family of hemoprotein monooxygenases, which metab-
olize many xenobiotics including numerous environmental carcinogens. However, their historical function and evo-
lution remain largely unstudied. Here we investigate CYP1 evolution via the reconstruction and characterization of
the vertebrate CYP1 ancestors. Younger ancestors and extant forms generally demonstrated higher activity toward
typical CYP1 xenobiotic and steroid substrates than older ancestors, suggesting significant diversification away from
the original CYP1 function. Caffeine metabolism appears to be a recently evolved trait of the CYP1A subfamily, ob-
served in the mammalian CYP1A lineage, and may parallel the recent evolution of caffeine synthesis in multiple sep-
arate plant species. Likewise, the aryl hydrocarbon receptor agonist, 6-formylindolo[3,2-b]carbazole (FICZ) was
metabolized to a greater extent by certain younger ancestors and extant forms, suggesting that activity toward
FICZ increased in specific CYP1 evolutionary branches, a process that may have occurred in parallel to the exploit-
ation of land where UV-exposure was higher than in aquatic environments. As observed with previous reconstruc-
tions of P450 enzymes, thermostability correlated with evolutionary age; the oldest ancestor was up to 35 °C more
thermostable than the extant forms, with a 10T50 (temperature at which 50% of the hemoprotein remains intact after
10 min) of 71 °C. This robustness may have facilitated evolutionary diversification of the CYP1s by buffering the de-
stabilizing effects of mutations that conferred novel functions, a phenomenon which may also be useful in exploiting
the catalytic versatility of these ancestral enzymes for commercial application as biocatalysts.

Key words: cytochrome P450, drug metabolism, CYP1A2, CYP1B1, ancestral sequence reconstruction,
thermostability.

Introduction
Cytochrome P450 enzymes (P450s) are a superfamily of
heme-containing monooxygenases found in all domains
of life. Their ability to functionalize unactivated carbon
centers has led to their evolutionary diversification to
many important and diverse physiological roles including
the utilization of carbon sources in microorganisms, pro-
duction of defensive compounds in plants and microor-
ganisms (e.g., many antibiotics), synthesis of chemical
signaling molecules (hormones, eicosanoids), and the

metabolic clearance of lipophilic chemicals. The vertebrate
P450 families, CYP1–CYP3, include many important hu-
man drug-metabolizing enzymes and are principally re-
sponsible for the clearance of xenobiotics including
drugs and environmental toxins, but also contribute to
the metabolism of steroids, eicosanoids, and fatty acids.

Xenobiotic-metabolizing P450s represent an interesting
case study for enzyme evolution since they are involved in
protecting animals from a diverse array of potentially toxic
environmental chemicals, such as plant secondary meta-
bolites as well as numerous endogenous chemicals. Thus,
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it is important for the survival of an organism that they
show a high degree of promiscuity, either individually or
collectively, to ensure adequate defense of the host organ-
ism against the accumulation of potentially toxic lipophilic
chemicals, especially those ingested via the diet.

A finite set of enzymes in each organism (e.g., �16 in
humans of which five are dominant) deals with an exten-
sive, diverse, and constantly changing array of xenobiotics
(Guengerich 2015)—a function that can be described as
“chemical defense” (Gillam and Hunter 2007). They use a
conserved diflavin redox partner, NADPH-cytochrome
P450 reductase (CPR), the redox cofactor, NADPH, and
molecular oxygen to insert a single oxygen into a substrate,
reducing the other to water (Aigrain et al. 2012).
P450-mediated monooxygenation leads to an increase in
the water solubility of the metabolite compared with
the parent compound, thereby facilitating its elimination
directly in urine. Alternatively, monooxygenation may
introduce or expose a functional group that enables con-
jugation with more water-soluble moieties. The extant
forms show broad and often overlapping substrate specifi-
city on xenobiotic substrates, but exhibit routinely poor
stability and typically feeble catalytic rates (less than �10
min−1) consistent with not being specialized to any one
xenobiotic substrate.

The CYP1 family enzymes are responsible for themetab-
olism of�19% of chemicals subject to metabolic clearance
in humans, representing�20% of the total contribution by
P450s (Rendic and Guengerich 2015). They make a propor-
tionally greater contribution to the bioactivation of envir-
onmental carcinogens (32% of the bioactivation of
carcinogens; 48% of the total P450 contribution; Rendic
and Guengerich 2012). Most xenobiotic substrates of
CYP1s are fused ring structures or heterocyclic amines
such as biphenyls, caffeine, and benzo[a]pyrene
(Guengerich 2015) but they also metabolize various en-
dogenous substrates including 17β-estradiol (E2), testoster-
one, uroporphyrin, and arachidonic acid (Lambrecht et al.
1992; Spink et al. 1992; Hayes et al. 1996). There are three
human forms, CYP1A1, CYP1A2, and CYP1B1: CYP1A1
and CYP1A2 are the principal xenobiotic-metabolizing
CYP1 forms, with the hepatic form, CYP1A2, contributing
�9% of the total P450-mediated clearance of drugs
(Rendic and Guengerich 2015). CYP1A1 is mostly extrahe-
patic and may contribute to tissue-specific xenobiotic me-
tabolism, for example, in the lung, especially in smokers.
CYP1A1 and CYP1B1 can also activate certain environmen-
tal carcinogens, in particular benzo[a]pyrene, resulting in
DNA-adduct forming products (Penman et al. 1994;
Buters et al. 1995; Shimada et al. 1996; Crespi et al. 1997;
Shimada et al. 1999; Shimada et al. 2001). Genetic poly-
morphisms in CYP1B1 have been linked to congenital glau-
coma (Stoilov et al. 1997), whereas polymorphisms in
CYP1A2 have been associated with the risk of cardiovascu-
lar disease (Cornelis et al. 2004) and with dietary coffee in-
take (Rodenburg et al. 2012).

Mammalian CYP1 gene expression is regulated by the
aryl hydrocarbon receptor (AhR), and many known

CYP1 substrates, for example, components of cigarette
smoke, are also AhR ligands. One of the most potent en-
dogenous AhR ligands identified to date is
6-formylindolo[3,2-b]carbazole (FICZ) (Rannug et al.
1987; Rannug et al. 1995), which is also an exceptionally
good substrate for all three human CYP1 enzymes, display-
ing a catalytic efficiency that widely exceeds those of all
other CYP1A1 substrates (Wincent et al. 2009). This
naturally occurring compound can be generated by the
photo-oxidation of tryptophan and can also be formed
systemically (Smirnova et al. 2016) or by certain microor-
ganisms (Schallreuter et al. 2012; Magiatis et al. 2013).
FICZ is, therefore, a likely candidate for an ancestral sub-
strate of CYP1 enzymes (reviewed in Rannug and
Rannug 2018). However, given their ability to metabolize
a wide range of other endogenous substrates and xeno-
biotic compounds that were not present historically, the
true ancestral function of these enzymes and how they
evolved to carry out their modern-day activities remains
largely unknown.

Although the literature exists on the phylogeny and
evolution of CYP1s (Morrison et al. 1998; Goldstone
and Stegeman 2006; Goldstone et al. 2007; Kawai et al.
2010; Jönsson et al. 2011) complementary experimental
studies on the evolution and ancestral function of this
family are lacking. Therefore, the aim of the present study
was to infer and resurrect ancestral CYP1 forms in order
to explore the evolution of function in this P450 family. In
addition, previous reconstructions of P450s and many
other enzymes have shown that the thermostability of
ancestral enzymes is often (but not always) greatly
enhanced over that of extant forms (Risso et al. 2013;
Hart et al. 2014; Gumulya et al. 2018; Gumulya et al.
2019). We, therefore, hypothesized that the resurrected
CYP1 ancestors would be more thermostable than the
extant forms.

Here we show that CYP1 enzymes evolved from a highly
thermostable ancestor with relatively poor activity toward
typical xenobiotic and endobiotic substrates of the well-
characterized extant human CYP1 forms. This study
addresses the gap in experimental evidence and provides
insights into the evolution of activity and promiscuity in
xenobiotic-metabolizing enzymes involved in chemical
defense.

Results
Ancestral Sequence Reconstruction
A total of 471 sequences from the CYP1 clade (encompass-
ing the vertebrate CYP1A, CYP1B, CYP1C, and CYP1D sub-
families plus the available CYP1E and CYP1F sequences
identified in Ciona and Lottia gigantia, respectively) were
aligned using Multiple Alignment using Fast Fourier
Transform (MAFFT) and used to generate a tree in
MEGA, using the maximum-likelihood method with 100
bootstrap replicates (Alignment and Bootstrapped Tree,
Supplementary material online). The tree and alignment
were submitted to Graphical Representation of Ancestral
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Sequence Predictions (GRASP; Foley 2022) to infer a series
of ancestors using a maximum likelihood, joint reconstruc-
tion approach. GRASP models insertion and deletion
events via the inference of a partial order graph at each an-
cestor, representing the inclusion/exclusion of sequence
by “jumps” (edges) between positions determined by the
original input alignment (Foley 2022; Ross et al. 2022).
Although content is determined by maximum likelihood,
inference of edges for an ancestor is based on maximum
parsimony. Each ancestor was denoted by a node number
(N#) and the representative evolutionary branch or sub-
families from which it was derived (e.g., N52_1A_Actino
denotes Node 52, derived from the CYP1A sequences
from Actinopterygii). Eleven ancestral nodes were selected
for resurrection based on evolutionary position and rele-
vance to characterized extant enzymes (fig. 1), including
the vertebrate CYP1 ancestor (N9_1ABCD) and individual
subfamily ancestors (N17_1A, N20_1B, N18_1D).
N25_1C_Actino was selected over the more ancient
CYP1C subfamily ancestor (N19_1C), due to the paucity
of sequence data from the CYP1C subfamily outside the
actinopterygian CYP1C group. Ancestors of individual
forms of interest were also resurrected (specifically: mam-
malian CYP1A1, CYP1A2, and CYP1B1; avian CYP1A4 and
CYP1A5; and actinopterygian CYP1A).

Recombinant Expression and Thermostability
Analysis of Ancestral Proteins
All ancestral enzymes were expressed in Escherichia coli
at levels comparable to or exceeding those of the extant
forms (table 1). The thermostability of each enzyme was
quantified in whole cells (table 1, supplementary figs. S1
and S2, Supplementary Material online). In general, the
older ancestors were found to exhibit greater thermo-
stability than the extant forms with the oldest ancestor
(N9_1ABCD) demonstrating a 60T50 value (temperature
at which 50% of the protein remains folded after heat-
ing for 60 min) of 62.2+ 0.7 °C and a 10T50 value (tem-
perature at which 50% of the protein remains folded
after heating for 10 min) of 70.8+ 0.4 °C; increases of
22–29 °C above those of the extant forms tested (hu-
man [h]CYP1A1, hCYP1A2, hCYP1B1, and turkey [t]
CYP1A5). Each subfamily ancestor (N17_1A, N18_1D,
N20_1B, and N25_1C_Actino) also demonstrated a sig-
nificantly higher stability than the corresponding des-
cendant, extant forms (P, 0.005, unpaired two-tailed
Student’s t-test), the greatest difference being seen in
the 1B subfamily, with the ancestor (N20_1B) showing
a thermostability .18 °C higher than hCYP1B1.
Younger ancestors, namely those corresponding to a sin-
gle form, demonstrated smaller improvements in stabil-
ity, with N98_1B1_Mam, N127_1A2_Mam, and
N223_1A5_Aves, showing increases in 60T50 of 5–6 °C
over the corresponding extant forms (P, 0.05, unpaired
Student’s two-tailed t-test). The 60T50 values of each
form correlated with evolutionary branch length, a
measure of evolutionary age that indicates the relative

separation of ancestors along evolutionary lineages
(fig. 1 inset).

Activity Towards Typical Marker and Drug Substrates
of Extant CYP1 Forms
The activity of each ancestral and extant form was tested
toward the dealkylation of several high-throughput probe
substrates of the extant CYP1 forms (fig. 2, supplementary
figs. S3 and S4, Supplementary Material online), namely
7-ethoxyresorufin, 7-methoxyresorufin, 7-benzyloxyresor-
ufin, 7-pentoxyresorufin, and the luminogenic substrates
luciferin-CEE and luciferin-ME. The relative activity of
mammalian CYP1A forms toward these marker substrates
is known to differ between CYP1A1 and CYP1A2 enzymes
in a given species. Ratios of activity toward 7-alkoxyresor-
ufins differed markedly between ancestors. Metabolism of
the pharmaceutical substrates clozapine, tacrine, imipra-
mine, and aminopyrine was also tested (fig. 3,
supplementary figs. S5–S8, Supplementary Material on-
line). Younger ancestors, especially from the CYP1A
lineages, tended to demonstrate greater activity toward
these substrates than older ancestors with some of the old-
er ancestors (N9_1ABCD and N18_1D) showing minimal
or no activity toward many substrates.

E2 Metabolism
Figure 4 and supplementary figures S9 and S10,
Supplementary Material online show the ability of each
ancestral and extant form to metabolize E2. Most ances-
tors produced 2-hydroxyestradiol (2-OH-E2) with the ex-
ception of N9_1ABCD, N18_1D, and N52_1A_Actino.
Among the ancestral forms, the N128_1A1_Mam,
N224_1A4_Aves, and N127_1A2_Mam ancestors pro-
duced the highest amounts, whereas older ancestors
showed less activity. 4-Hydroxyestradiol (4-OH-E2), the
principal metabolite of hCYP1B1, was produced by several
ancestral forms including the CYP1B, CYP1A1, CYP1A2,
and CYP1A4 ancestors, albeit to a much smaller extent
than hCYP1B1. Estriol (16α-OH-E2) was produced by
N25_1C_Actino and N20_1B alone. An unidentified me-
tabolite (denoted M9.6) with a retention time (RT) of
9.6 min was produced by all forms except those along
the CYP1D and recent CYP1A2/1A5 lineages, that is,
hCYP1A2 and tCYP1A5 and the ancestors N127_1A2_
Mam, N223_1A5_Aves, and N18_1D. Likewise, unidenti-
fied metabolites eluting at 8.5 and 9 min were also pro-
duced by hCYP1A1 and hCYP1B1 and in much smaller
amounts by the ancestors along the corresponding
CYP1A1/4 and CYP1B lineages but were absent from the
CYP1A2/5, CYP1C, and CYP1D lineages.

Testosterone Metabolism
Two main metabolites, 6β-hydroxytestosterone
(6β-OH-T) and 16α-hydroxytestosterone (16α-OH-T)
were formed from testosterone (fig. 4, supplementary
figs. S11 and S12, Supplementary Material online). Most
forms produced 6β-OH-T, with the highest amounts
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produced by hCYP1A1, N20_1B, N128_1A1, and
N224_1A4 ancestors. Slightly fewer forms produced sig-
nificant quantities of 16α-OH-T, with N20 and N98
CYP1B subfamily ancestors, N224_1A4_Aves and
N25_1C_Actino generating the most. No 16α-OH-T was
observed with extant hCYP1A2 or most of the CYP1A2/
5 lineage, except for small amounts with tCYP1A5 and
N17_CYP1A. A metabolite was observed to elute at
11.5 min (M11.5) that was identified as 2α- and/or
2β-hydroxytestosterone (2α/β-OH-T) based on compari-
son with the RTs of the authentic metabolites. This peak
was seen at significant levels with all extant forms but
only N25_1C_Actino and the CYP1A1/4 lineage among
the ancestors (i.e., N17_CYP1A, N128_1A1 Mam, and
N224_1A4_Aves). An additional metabolite with a RT of
6.2 min (M6.2) was produced by N20_1B,

N98_1B1_Mam, and hCYP1B1 that was tentatively identi-
fied as 15α-hydroxytestosterone. Trace androstenedione
formation was detected at statistically significant levels
(exceeding apparent formation in the hCPR control)
with all extant forms plus N224_1A4_Aves,
N25_1C_Actino, and N128_1A1_Mam. A minor unidenti-
fied metabolite peak was also observed at a RT of 4.2 min
(M4.2) for N224_1A4_Aves.

Caffeine Metabolism
For the caffeine assay, three negative controls were used to
assess apparent P450-independent product formation:
minus cofactor (NADPH), time= 0, and hCPR-only.
Product formation was taken to be significant only if it
was statistically higher in complete reactions than in all

FIG. 1. CYP1 ancestral nodes reconstructed and correlation of thermostability with evolutionary age. Main figure: The phylogenetic relationship
between sequences used to reconstruct CYP1 family ancestors from the CYP1A, CYP1B, CYP1C, and CYP1D subfamilies. Sequences were col-
lected from the NCBI and UniProt databases by BLAST searching for proteins with at least 40% sequence similarity to characterized forms, and
aligned with selected outgroup sequences (human CYP2A6 [NP_000753.3] and mouse CYP2E1 [NP_067257]) using MAFFT. A maximum-
likelihood tree was generated using the JTT evolutionary model, and ancestors were inferred using a joint reconstruction approach in
GRASP (Foley 2022). Individual nodes selected for reconstruction are shown as circles, with names based on the node number and sequences
from which they are derived. “CYP1-like” sequences are those from the basal chordate Ciona intestinalis determined by the NCBI sequence an-
notation algorithm to likely be CYP1 genes. Inset: The variation in the 60T50 values for CYP1 ancestors and extant forms with branch length (a
measure of evolutionary age). Each subfamily is colored separately (CYP1A: red, CYP1B: orange, CYP1C: green, CYP1D: blue) and lines connect
points on the same evolutionary branch. Data represent the mean+ SD (n= 2–3 60T50 determinations). A general trend was observed toward
increased thermostability correlating with greater evolutionary age.
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three types of negative control. Among the ancestors,
N128_1A1_Mam and N127_1A2_Mam form demon-
strated the greatest overall activity toward caffeine (fig.
5, supplementary fig. S13, Supplementary Material online)
consistent with the highest activity being seen with the ex-
tant mammalian 1A forms. Paraxanthine was the domin-
ant metabolite, being produced by all forms except the
oldest ancestor (N9_1ABCD) and the extant tCYP1A5.
Levels of the other metabolites were an order of magni-
tude or more lower. Theophylline formation was only stat-
istically significant for N20_1B, N98_1B1_Mam,
N25_1C_Actino, N127_1A2_Mam, N224_1A4_Aves,
hCYP1A1, and hCYP1A2. Similarly, trimethyluric acid
(TMU) was found at significant levels only with the
CYP1A1 and CYP1A2 ancestors and their extant counter-
parts, N224_1A4_Aves and the Actinopterygian ancestors
N25_1C_Actino and N52_1A_Actino. Theobromine pro-
duction was only statistically significant with hCYP1A1.

FICZ Metabolism
FICZ was metabolized to various extents by the forms as-
sayed here, resulting in the formation of at least eight me-
tabolites, many of which have been at least partially
resolved and identified by Bergander et al.: M1,
2,8-dihydroxy-FICZ (2,8-diOH-FICZ); M2, a combination
of 2,10-diOH-FICZ and 4,8-diOH-FICZ; M3, a combination
of 2-OH-FICZ and 8-OH-FICZ; indolo(3,2-b)carbazole-6-
carboxylic acid (CICZ); andMB, an unidentifiedmetabolite
(Bergander et al. 2004; Bergander 2005; Wincent et al. 2009:
supplementary table S1, fig. S14 and Detailed discussion of
FICZ, Supplementary Material online). In addition, at least
three other unknown metabolites were observed here,
eluting at 3.1 min (M3.1), 3.5 min (M3.5), and 5.0 min

(M5.0). Metabolite identities were inferred by comparing
the relative RTs (supplementary fig. S15, Supplementary
Material online) to those observed by Bergander et al.
(2004, 2005). Although most metabolites eluted within
0.5 min of the RTs Bergander et al. observed, M3.1, M3.5,
and M5.0 eluted at least a full minute earlier than the earli-
est, previously characterized metabolite (2,8-diOH-CICZ;
eluting at 6 min). M3.1 appears to consist of two peaks,
however, due to the poor resolution of peaks this early
in the chromatogram, both peaks were quantified as
“M3.1.” The M3.1 peak was seen in all samples, however,
it was also present in considerable amounts in the negative
controls lacking NADPH or containing the reductase but
no P450. M3.1 production was only significantly increased
in complete reactions over NADPH- or P450-deficient con-
trols in 10 of the 15 forms, suggesting that the putativeme-
tabolite coeluted with a contaminating peak that
correlated with the concentration of membranes
(supplementary fig. S16, Supplementary Material online).

The extant turkey CYP1A5 (t1A5) showed the highest
overall activity of all forms assessed (fig. 6,
supplementary fig. S16, Supplementary Material online),
predominantly producing the mono-hydroxylated
(monoOH) metabolite fraction M3 (where the order of
other metabolites was M3.M2.CICZ.MB). The clos-
est ancestor along the avian lineage, N223_1A5_Aves, was
the most active ancestral form overall, showing a similar
qualitative metabolite profile as tCYP1A5, with the differ-
ence that it produced much less of M3, CICZ, and MB.
However, M1 (2,8-diOH-FICZ) and M3.1 were produced
in trace amounts by N223_1A5_Aves, whereas they were
not seen with tCYP1A5.

The monoOH M3 fraction, containing 2-OH-FICZ and/
or 8-OH-FICZ, was the most frequently seen metabolite
fraction, produced in statistically significant amounts by
all forms except the mammalian CYP1A1, CYP1A2, and
CYP1B1 ancestors and hCYP1A1. This was followed by
the diOH M2 and M1 fractions. Assuming no major differ-
ence between the absorbance characteristics of the meta-
bolites, for many forms, one or more diOH metabolites
were produced in higher amounts than the monoOH me-
tabolites, including some forms that failed to produce sig-
nificant amounts of M3, suggesting rapid conversion of the
primary to the secondary metabolites.

The unidentified metabolite fraction, M3.1, was the
next most frequently produced. The early elution time of
M3.1, M3.5, and M5.0 suggests increased polarity of these
compounds and may reflect further metabolism of the
diOH metabolites. The formation of these polar com-
pounds by CYP1B forms is in line with a hypothesis pro-
posed by Bergander et al. (2004) that CYP1B1 is
responsible for the further metabolism of one or more
diOH-FICZ metabolites. This is based on the observation
that inhibition of CYP1B1 by 3-ethynylphenanthrene in
microsomes from Aroclor-induced rat liver microsomes
resulted in the accumulation of diOH products.

Although many forms overlapped in the metabolites
they produced, there were distinct quantitative differences

Table 1. Expression and Thermostability of Ancestral and Extant CYP1
Enzymes.

Protein Expression

(nmol/l culture)

10T50 (°C)
a 60T50 (°C)

b

Ancestral forms
N9_1ABCD 600+ 400 70.8+ 0.4 62.2+ 0.7
N18_1D 620+ 30 56.5+ 0.8 47.1+ 0.8
N17_1A 360+ 90 52.1+ 0.1 46+ 1
N20_1B 150+ 20 60.1+ 0.8 54+ 1
N52_1A_Actino(pterygii) 140+ 10 52+ 2 42+ 1
N25_1C_Actino(pterygii) 380+ 20 43+ 2 41.8+ 0.7
N224_1A4_Aves 200+ 30 34.8+ 0.2 36+ 2
N223_1A5_Aves 510+ 60 52.0+ 0.9 44.3+ 0.3
N128_1A1_Mam(malia) 300+ 100 40+ 5 36+ 3
N98_1B1_Mam(malia) 1400+ 600 47+ 3 43+ 2
N127_1A2_Mam(malia) 790+ 20 47.5+ 0.3 45.4+ 0.4
Extant forms
Turkey (t)CYP1A5 120+ 20 45.5+ 0.3 35.3+ 0.4
Human (h)CYP1B1 470+ 70 42+ 2 37+ 2
Human (h)CYP1A1 550+ 20 46+ 2 34+ 2
Human (h)CYP1A2 330+ 70 44.9+ 0.2 39.8+ 0.5

a10T50 indicates the temperature at which 50% of the hemoprotein remains intact
after an incubation of 10 min.
b60T50 indicates the temperature at which 50% of the hemoprotein remains intact
after an incubation of an hour.
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FIG. 2. Relative activity of CYP1 ancestors toward 7-alkoxyresorufin and luciferin derivatives as marker substrates of extant human CYP1 forms.
Plots illustrate the relative activity of ancestral and extant forms toward the dealkylation of six CYP1 probe substrates: 7-ethoxyresorufin,
7-methoxyresorufin, 7-benzyloxyresorufin, 7-pentoxyresorufin, luciferin-CEE, and luciferin-ME, normalized to the activity shown toward that
substrate by the most active form. The background signal as indicated by the negative controls (hCPR-only in the case of the 7-alkoxyresorufin
assay; supplementary fig. S3, Supplementary Material online) or without NADPH in the case of the luciferin assays (supplementary fig. S4,
Supplementary Material online) was subtracted before calculating relative activity. Only data that are significantly different (two-sided
Student’s t-test; P, 0.05) to negative controls are shown. Plots are superimposed on the evolutionary tree of the CYP1 family to show evolu-
tionary relationships; however branch lengths are not to scale. All reactions were carried out at 37 °C. Alkoxyresorufin O-dealkylations assays
were performed using membranes normalized to a P450 concentration of 5 nM, and a substrate concentration of 5 µM in a total volume of
100 µl. Luciferin-based assays were performed with bacterial membranes, using a P450 concentration of 10 nM and a substrate concentration
of 100 µM for luciferin-ME and 30 µM for luciferin-CEE in a volume of 50 µl. Data represent means of triplicates.
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among the metabolic profiles (fig. 6). Differences in regios-
electivity were seen between the avian CYP1A4 and
CYP1A5 lineages, with the CYP1A5 ancestor and extant
form producing more M2 and the CYP1A4 ancestor pro-
ducing more M1. N127_1A2_Mam is the major producer
of M5.0 and forms in the CYP1B1 lineage produced the
most of the very early eluting M3.1 and M3.5.

FICZ was also found to be converted to the correspond-
ing carboxylic acid, CICZ. Wincent et al. (2009) have pro-
posed that this reaction is carried out by aldehyde

oxidase (AOX1), however, results from the current study
suggest that CICZ can also be produced by CYP1s. CICZ
was produced by extant orthologous forms tCYP1A5
and hCYP1A2 (and at levels that failed to reach signifi-
cance in their closely related ancestors N223_1A5_Aves
and N127_1A2_Mam), as well as ancestors along the fish
lineages, namely N52_1A_Actino and N25_1C_Actino. In
general, CICZ makes up 1–3% of total metabolites seen
for these forms, except for hCYP1A2, for which it makes
up �10% of metabolites.

FIG. 3. Relative activity of CYP1 ancestors toward drug substrates of extant human CYP1 forms. Plots illustrate the relative activity of ancestral
and extant forms toward the metabolism of the pharmaceutical compounds, clozapine, tacrine, imipramine, and aminopyrine normalized to the
activity shown toward the substrate and metabolite in question by the most active form. The background signal as indicated by the hCPR-only
negative controls (supplementary figs. S5–S8, Supplementary Material online) was subtracted before calculating relative activity. Only data that
are significantly different (two-sided Student’s t-test; P, 0.05) to negative controls are shown. Plots are superimposed on the evolutionary tree
of the CYP1 family to show evolutionary relationships; however, branch lengths are not to scale. All reactions were carried out at 37 °C in a total
volume of 250 µl, with a P450 concentration of 0.1 µM and substrate concentrations of 50 µM. Data represent means of triplicates. Numbers in
the legend reference panel numbers in supplementary figs. S5–S8, Supplementary Material online.
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FIG. 4.Metabolism of E2 and testosterone by ancestral and extant CYP1 forms. Plots illustrate the relative activity of ancestral and extant forms
toward the metabolism of the steroids, E2 and testosterone, normalized to the activity shown toward the substrate and metabolite in question
by the most active form. The background signal as indicated by the hCPR-only negative controls (supplementary figs. S10 and S12,
Supplementary Material online) was subtracted before calculating relative activity. Only data that are significantly different (two-sided
Student’s t-test; P, 0.05) to negative controls are shown. Plots are superimposed on the evolutionary tree of the CYP1 family to show evolu-
tionary relationships; however, branch lengths are not to scale. E2 metabolism was assessed in reactions carried out for 60 min at 37 °C using
300 μM E2 and 0.5 μMP450 added in bacterial membranes. All metabolites were quantified using a standard curve prepared using the authentic
metabolite, with the exception of the unidentified metabolite, which was quantified using the standard curve for 2-OH-E2. Testosterone me-
tabolism was assessed in reactions carried out for 60 min at 37 °C with microsomal membranes in 250 μl total volume using 100 µM testoster-
one and 0.1 µM P450 added in bacterial membranes. Testosterone was metabolized to five primary metabolites and one unidentifiedmetabolite
by the ancestors and extant forms. Metabolites were quantified using a standard curve prepared with authentic standards. Data represent means
of triplicates.
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Lastly, a metabolite observed by Bergander et al. (MB),
for which the structure remains to be characterized, was
also produced here in minor amounts by tCYP1A5 as

well as its direct ancestor, N223_1A5_Aves, at levels that
failed to reach statistical significance. This metabolite has
been speculated to be an oxidized quinone structure

FIG. 5. Caffeine metabolism by ancestral and extant CYP1 forms. The metabolism of caffeine to four metabolites (paraxanthine, theobromine,
theophylline, and TMU) by the ancestors and extant forms is shown. Plots illustrate the relative activity of ancestral and extant forms normalized
to the activity shown toward that substrate and product by the most active form, and are superimposed on the evolutionary tree of the CYP1
family to show evolutionary relationships; however branch lengths are not to scale. The background signal inferred from an hCPR-only standard
curve (supplementary fig. S13, Supplementary Material online) were subtracted before calculating relative activity. Only data that are signifi-
cantly different (two-sided Student’s t-test; P, 0.05) to negative controls are shown. Reactions were carried out for 60 min at 37 °C using
2 mM caffeine and 0.5 μM P450 added in bacterial membranes. All metabolites were quantified using a standard curve prepared using the au-
thentic metabolite. Data represent means of triplicates.
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owing to the shift in its spectral properties at low pH
(Bergander et al. 2004; Zhang et al. 2019).

Discussion
Catalytic and substrate promiscuity is thought to underpin
the evolution of new functions in enzymes (Copley 2012):
the conventional view is that an enzyme with a potentially
useful, promiscuous function can evolve by duplication
and genetic drift under the influence of appropriate selec-
tion pressure into a novel enzyme with improved proper-
ties. However xenobiotic-metabolizing enzymes in animals
represent an interesting case study; the survival of an ani-
mal requires maintenance of substrate promiscuity in de-
toxifying enzymes, that is, the versatility to deal with a
wide and variable range of potentially toxic xenobiotics,
along with the ability to catalyze an effective but general
mechanism for detoxification. This is exemplified by ani-
mal P450s from the CYP1-3 families: in each animal, a finite
set of catalytically versatile P450s with broad and overlap-
ping substrate specificities collectively protect against a
myriad of xenobiotics by adding an oxygen to the xeno-
biotic, thereby increasing its water solubility and facilitat-
ing excretion.

The CYP1 family is evolutionarily complex, littered with
gene duplication and deletion events. The presence of
CYP1-like genes in tunicates (sea squirts) and other inver-
tebrates suggests the presence of a CYP1 ancestor before
the Cambrian explosion (Goldstone et al. 2007).
However, due to the limited sequence information avail-
able from invertebrate animals, the ancestral protein resur-
rection performed here was restricted to the vertebrate
CYP1 forms, which span four subfamilies (CYP1A,
CYP1B, CYP1C, and CYP1D). Two distinct subclades exist
in the vertebrate CYP1 phylogenetic tree, CYP1A/D and
CYP1B/C having emerged as the result of a gene duplica-
tion event. Subsequent gene duplications gave rise to
two CYP1A genes in mammals and birds, and two
CYP1C genes in fish (Goldstone and Stegeman 2006;
Goldstone et al. 2007; Jönsson et al. 2011). Although the
CYP1A and CYP1B isoforms appear to be present in all ver-
tebrate species characterized to date, CYP1C genes have
been lost in mammals, and CYP1Ds are absent in avian
species and some mammals including humans (Kawai
et al. 2010; Jönsson et al. 2011). This complex evolutionary
history combined with limited knowledge of the non-
human forms makes it difficult to predict the ancestral
function of the CYP1 clade, motivating the current study
in which eleven ancestors from the vertebrate CYP1 family
were resurrected and characterized. Ancestral nodes were
chosen to reflect major evolutionary groups and different
stages of CYP1 evolution, with a bias toward the mamma-
lian CYP1 branches for which more is known concerning
the properties of the extant forms.

The ancestral enzymes were expressed at relatively high
levels in E. coli (table 1), with one form (N98_1B1_Mam),
reaching micromolar concentrations in culture, a signifi-
cant increase compared with the values routinely obtained

for the coexpression of animal P450s with CPR in E. coli
(�50–300 nmol/l culture). Although high expression le-
vels may result from optimization of the nucleotide se-
quence for expression in E. coli (e.g., codon optimization
combined with mRNA optimization and truncation of
the N-terminal membrane anchor), the increased stability
of the ancestors may also have potentiated their expres-
sion. Most ancestors were found to be significantly more
thermostable than their extant counterparts, with the old-
est ancestor demonstrating an increase in 60T50 of �28 °C
above the most labile extant form, an increase that is com-
parable to that seen previously for ancestors of the CYP3
(Gumulya et al. 2018), CYP2D (Gumulya et al. 2019), and
other CYP2 enzymes (Thomson 2021).

It has been argued that ML methods are biased toward
selecting consensus residues (Williams et al. 2006), and
that since the consensus choice at a given position is likely
to be the most stable, this may cause an artifactual over-
estimation of the stability of ancestral proteins. We, there-
fore sought to quantify to what extent the inferred
ancestors overlapped with consensus sequences. The in-
ferred ancestral sequences are quite distinct from the con-
sensus sequences, at around only �64–78% identical in
the older ancestors which are the most thermostable, for
example, the consensus equivalent of N9_1ABCD differs
by 169 residues throughout, with a sequence similarity of
�75% and an identity of 65% (supplementary table S2,
Supplementary Material online), approximately the same
degree of identity as seen between the ancestral and ex-
tant sequences. Moreover, the extent of the difference in
thermostability is more marked than expected from a
bias in the inference (Wheeler et al. 2016). We cannot dis-
count the possibility that a single residue or a small set of
residues, that happen to be identical between the ancestral
and consensus forms, exerts an overwhelming effect on the
relative thermostability. However the effect of sequence
elements on thermostability has been shown to be pre-
dominantly additive (Heinzelman et al. 2009) and the
gradual trend we see in the lines on the age vs thermo-
stability plot (see below) supports this conclusion: a
general correlation was seen between increased thermo-
stability and evolutionary age, a trend we have also ob-
served for the CYP2 ancestors (Thomson 2021).

The oldest ancestors reconstructed here would have ex-
isted hypothetically in the earliest vertebrates, �450–
500 Ma, before the invasion of land by animals and at a
time when ocean temperatures probably differed by no
more than �10–20 °C to those today. It is unlikely that
such ambient temperatures per se would have exerted suf-
ficient selection pressure to lead to such substantial ther-
mostability as that seen in the oldest ancestors. However,
P450s are found throughout all domains of life, and there-
fore are likely to have existed in both the last universal
common ancestor (LUCA) and last eukaryotic common
ancestor, organisms that may have existed in primordial
hot marine environments. We hypothesize that the prim-
ordial forms of P450s in LUCA or its primitive descendants
would have required a robust structure to remain
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functional at the elevated temperatures present at various
time points and/or locations at which the ancestors of bac-
teria, archaea, and eukaryotes first evolved. However, with

the cooling of the oceans (Tartèse et al. 2017), this selective
pressure would have been alleviated over time. As P450s
have evolved, neutral drift and selection for new functions

FIG. 6. FICZ metabolism by ancestral and extant CYP1 forms. The metabolism of FICZ to five previously characterized and three unknown me-
tabolites by the ancestors and extant forms is shown. Plots illustrate the relative activity of ancestral and extant forms normalized to the maximal
activity shown toward that substrate by any form, and are superimposed on the evolutionary tree of the CYP1 family to show evolutionary
relationships; however, branch lengths are not to scale. The background signal as indicated by reactions without added NADPH or quenched
at 0 min (supplementary fig. S16, Supplementary Material online) was subtracted before calculating relative activity. Only data that are signifi-
cantly different (two-sided Student’s t-test; P, 0.05) to negative controls are shown. Reactions were prepared and carried out in the dark for
60 min at 37 °C using 25 µM FICZ and 0.5 μM P450 added in bacterial membranes. Data represent means of triplicates.
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may have resulted in the acquisition of destabilizing muta-
tions that were tolerated under the prevailing, cooler con-
ditions. Accumulation of mutations is more likely to lead
to the loss of a property than its maintenance, if it is not
under sufficient selection pressure. Therefore, in the ab-
sence of sufficiently strong selection pressure, genetic drift
would lead to a gradual erosion of this property (thermo-
stability). It is not necessary to invoke any deeper biological
driver of stability or instability going forward in time to ex-
plain this trend, rather just an inevitable loss of this prop-
erty (stability) by neutral drift in the absence of selection
pressure for its maintenance. This alleviation of selection
pressure for thermostability may not have been “linear”
or indeed consistent over different phylogenetic groups,
depending on particular environments.

Extant CYP1 forms, especially those from the CYP1A
subfamily, show activity toward often broad and overlap-
ping ranges of xenobiotic substrates as well as certain en-
dobiotics such as steroids (reviewed by Guengerich 2015).
The substrate specificity of CYP1B forms appears to be
more restricted, including the important endogenous sub-
strates, E2 and retinoids, but also certain procarcinogens
including polycyclic aromatic hydrocarbons in smoke
and heterocyclic amines formed from protein pyrolysis
(Shimada et al. 1997, 2001). The fact that a single CYP1B
form exists in most mammals also hints at a possible im-
portant conserved physiological role, and CYP1B1 muta-
tions have been associated with congenital glaucoma,
although the mechanism is not yet understood (Stoilov
et al. 1997, 1998). The substrate specificities of the
CYP1C and CYP1D forms, mostly studied in fish, are less
clear. Zebrafish (z)CYP1C1 and zCYP1C2 have both shown
activity toward marker substrates including alkoxyresoru-
fins and coumarins, at similar or lower levels to the
zCYP1A and zCYP1B1 genes (Scornaienchi et al. 2010).
zCYP1D1 showed activity toward alkoxyresorufins but
not alkoxycoumarins, and poorer affinity toward ben-
zo(a)pyrene than the CYP1C forms; both zebrafish
CYP1C and CYP1D forms metabolized testosterone but
with different regioselectivity (Stegeman et al. 2015). The
results obtained here with the ancestors are in general
agreement with the previous studies on extant forms in
that the CYP1A forms showed activity toward the broad-
est range of substrates. CYP1B and CYP1C forms were ac-
tive toward a more restricted set of substrates and the
CYP1D ancestor showed little or no activity toward the
substrates examined.

Animal xenobiotic-metabolizing P450s, such as the
CYP1A subfamily forms, have been hypothesized to have
diversified in response to animal–plant warfare
(Gonzalez and Nebert 1990). Thus, it was of interest to de-
termine how the activity of the resurrected CYP1 forms
varied with evolutionary age. Was the ultimate CYP1 an-
cestor a form with a defined physiological function that
was then co-opted by evolution to metabolize the increas-
ingly diverse range of xenobiotics generated by secondary
metabolism in plants, as well as, most recently, combus-
tion products resulting from the use of fire by humans?

Alternatively, did the original CYP1 forms show broad ac-
tivities toward a diverse range of substrates, with specific
subfamilies evolving more defined roles toward endogen-
ous compounds, such as E2 in the case of the CYP1B
subfamily?

The comparisons made here can only be regarded as
semiquantitative, since rates were measured at a single
substrate concentration and a detailed analysis of the ki-
netics of each enzyme–substrate combination was not
performed. Nevertheless a general trend was evident in
that one or more CYP1A lineages consistently showed
an increase in activity compared with the oldest forms to-
ward a wider range of the xenobiotic substrates studied
here (i.e., alkoxyresorufins, substituted luciferins and
drugs) of the extant CYP1 enzymes (figs. 2 and 3;
supplementary figs. S3–S8, Supplementary Material on-
line). Typically the mammalian CYP1A extant forms
showed the highest activity toward xenobiotics followed
by the younger CYP1A ancestors, the CYP1B and CYP1C
lineage forms and finally the oldest forms. This may reflect
some degree of bias in the choice of substrates, as the
younger mammalian CYP1A ancestors are closer evolu-
tionarily to the extant forms that are known to carry out
these reactions. Analysis of a wider range of substrates is
needed to draw definitive conclusions about the relative
substrate promiscuity of ancestral and extant forms.
Alternatively, we cannot exclude the possibility that errors
in the ancestral inference related to the tree or alignment
have led to a relative loss of activity in the older forms, es-
pecially N9_1ABCD, since the uncertainty in the predic-
tion increases going back in time. (An analysis of the
effects of differences in the tree topology, outgroup, and
evolutionary model is presented in the Supplementary
Material online.) However when this was assessed in a pre-
vious study by creation of pool of alternative ancestors
(Gumulya et al. 2018), minor quantitative differences
were observed rather than all-or-none alterations in
activity.

E2 is an important physiological CYP1 substrate in
mammals, with human CYP1 forms, along with CYP3A4,
producing the catechol estrogens, 2-OH-E2 and 4-OH-E2
(Aoyama et al. 1990; Waxman et al. 1991; Kerlan et al.
1992; Spink et al. 1992; Lee et al. 2003). E2 was metabolized
to a greater extent by the extant CYP1As and younger,
mammalian and avian ancestors than older forms (fig. 4;
supplementary figs. S9 and S10, Supplementary Material
online). Although hCYP1A1 and hCYP1A2 are known to
produce mainly 2-OH-E2, hCYP1B1 preferentially pro-
duces 4-OH-E2. hCYP1B1 is implicated in cancer, as
4-OH-E2 reacts readily with oxygen to form the
DNA-reactive o-quinone as well as redox cycling to gener-
ate reactive oxygen species (Liehr et al. 1986). In contrast
to the strong regioselectivity of hCYP1B1, the CYP1B an-
cestors each produced low levels of both 2- and 4-OH pro-
ducts. Nishida et al. (2013) reported that the human, dog,
and monkey CYP1B1 enzymes showed preference for
4-OH, whereas mouse and rat isoforms produced mainly
2-OH-E2. The authors suggested that a single residue
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(Val395 in hCYP1B1) is primarily responsible for regios-
electivity for the 4-OH product, with mutation to Leu in-
verting the preference of the enzyme. However, the
determinants of 2-OH versus 4-OH selectivity may be
more complex, as both N20_1B and N98_1B1_Mam con-
tain Val at this position but fail to show such a strong pref-
erence for 4-hydroxylation. These results suggest that the
relative regioselectivity of certain extant CYP1B1 isoforms
is a recently evolved phenomenon, and that the effect of
the residue at the position equivalent to 395 in the human
form is dependent on the sequence and/or structural con-
text presented by other parts of the CYP1B protein.

The major metabolite for the CYP1A extant forms,
2-OH-E2, was produced primarily by the younger CYP1A
ancestors (but much less by N223_1A5_Aves and
N52_1A_Actino) but in smaller amounts by several other
forms. Estriol (16α-OH-E2) was produced exclusively by
N25_1C_Actino and in smaller amounts by N20_CYP1B,
aligning with previous findings that zCYP1C1 and
zCYP1C2 produce this metabolite (Scornaienchi et al.
2010). An unidentified metabolite (E9.6) was produced
by several ancestors and extant forms, particularly
N224_1A4_Aves and hCYP1A1. This may be the
15α-hydroxy derivative, known to be produced by
hCYP1A1 (of which CYP1A4 is the avian homolog) (Lee
et al. 2003). This assignment could not be confirmed since
the pure metabolite is not commercially available.

Testosterone is a canonical P450 substrate metabolized
to some degree by numerous forms (Waxman et al. 1991). It
has been shown to be metabolized by human CYP1A1 and
CYP1B1, as well as fish CYP1Cs and CYP1D1 (Crespi et al.
1997; Schwarz et al. 2000; Stegeman et al. 2015). Most of
the ancestral and extant forms tested here produced
6β-OH-T as the main metabolite (fig. 4, supplementary
figs. S11 and S12, SupplementaryMaterial online). This me-
tabolite is generally considered to be a marker of hepatic
CYP3A4 activity in humans (Waxman et al. 1991) but the
6β-position is relatively sterically unhindered and chem-
ically favored due to the neighboring allylic double bond,
which may make it more easily targeted by a promiscuous
monooxygenase. Notably, N9_1ABCD, which had not de-
monstrated statistically significant activity toward canonic-
al CYP1 substrates, metabolized testosterone to
6β-OH-T. Although this activity is relatively low, it confirms
that the oldest N9_1ABCD ancestor is functional, but sug-
gesting that the ancestral function of CYP1 may have dif-
fered substantially to that of the modern-day forms.

Overall, the most active forms toward testosterone
were from the CYP1B, CYP1A1/1A4, and CYP1C lineages,
producing both 6β-OHT and 16α-OHT. The CYP1B and
CYP1C forms share a common ancestor suggesting an en-
hancement in activity toward testosterone may have oc-
curred early in the common CYP1B/CYP1C branch.
Interestingly, the unidentified metabolite eluting at
4.2 min was generated exclusively by the avian CYP1A4 an-
cestor; it is possible that this metabolite matches the un-
identified metabolite produced by zebrafish CYP1D1 but
further work is needed to confirm the identities of these

metabolites (fig. 4, supplementary figs. S11 and S12,
Supplementary Material online).

Metabolism of the CYP1A xenobiotic substrate, caf-
feine, showed a similar trend to E2, with the extant mam-
malian CYP1A forms showing the greatest levels of activity
(fig. 5, supplementary fig. S13, Supplementary Material on-
line) followed by the CYP1A1, CYP1A2, CYP1A4, CYP1B,
and CYP1C subfamily ancestors; the N9_1ABCD,
N18_1D, and oldest CYP1A forms were markedly less ac-
tive. Caffeine biosynthesis only recently evolved in flower-
ing plants through convergent evolution across three
different species (coffee, tea, and cacao; Denoeud et al.
2014). Although these plants are not necessarily common
components in the diets of most mammals (i.e., other than
modern humans), the ability to metabolize caffeine may
reflect activity toward structurally related, plant, second-
ary metabolites. We hypothesize that the CYP1A progeni-
tor possessed some inherent ability to clear caffeine and
related compounds to a modest degree, and that this ac-
tivity may have been subject to positive selection upon di-
versification of related plant secondary metabolism
pathways.

The tryptophan photoproduct FICZ is the most potent
AhR agonist discovered and is also a possible ancestral
CYP1 substrate (Bergander et al. 2004; Wincent et al.
2009; Rannug and Rannug 2018). The AhR mediates the
up-regulation of a battery of genes including CYP1s. The
induction of CYP1 enzymes has been reported in many
species including mammals, fish, and birds, andmany high-
affinity xenobiotic ligands of this receptor, such as certain
polyaromatic hydrocarbons as well as the high-affinity en-
dogenous ligands, FICZ, and indolo[3,2-b]carbazole, have
been identified as CYP1 substrates, thereby up-regulating
their own clearance (Bergander et al. 2004; Uno et al.
2004). The toxicity of FICZ (Farmahin et al. 2016; Jönsson
et al. 2016; Wincent et al. 2016) and its photo-oxidation
products (Park et al. 2015; Zhang et al. 2019) may have
acted as a selection pressure that facilitated the evolution
of CYP1 forms with enhanced activity toward FICZ clear-
ance. Consistent with this theory, all the ancestors exhib-
ited activity toward FICZ to various degrees, producing a
wide range of metabolic profiles (fig. 6, supplementary
figs. S15 and S16, Supplementary Material online), includ-
ing putative novel metabolites not identified in several
previous studies (Bergander et al. 2003, 2004, 2005;
Wincent et al. 2009).

The oldest ancestor exhibited only trace activity toward
M3 production, as did the individual subfamily ancestors
N18_1D and N17_1A (supplementary fig. S16,
Supplementary Material online). However, N20_1B and
multiple younger ancestors (e.g., N223_1A5_Aves,
N224_1A4_Aves, N127_1A2_Mam) showed specialization
toward the production of particular monoOH or diOH
metabolites (fig. 6, supplementary figs. S15 and S16,
Supplementary Material online). This indicates that the
common ancestors possessed some inherent ability to me-
tabolize FICZ, and the evolution of new CYP1 genes and
species resulted in a diversification of FICZ metabolism,
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leading to an array of different regioselectivities in the
younger ancestors and extant forms, exemplified in the
CYP1A and CYP1B lineages (for further discussion of the
FICZ results, please refer to the Supplementary Material
online). Overall, the trends identified here, based on a ne-
cessarily constrained set of CYP1 substrates, suggest that
the primordial CYP1 ancestor had a restricted substrate
specificity compared with that of the extant forms, and
that evolutionary pressures, especially on the mammalian
CYP1A lineage, have led to an increase in the overall turn-
over and range of substrates. Further studies are underway
toward profiling these forms against large compound li-
braries to define a pharmacophore for each form.
However, the picture that is emerging for the evolution
of CYP1 family differs from that reported for the CYP3
(Gumulya et al. 2018) and more recent branches of the
CYP2 family (Thomson 2021), in which the most ancient
ancestors show comparable activity to the extant forms
toward a diverse set of substrates, suggesting a role in
xenobiotic metabolism that has been conserved through-
out their evolution. Rather, we hypothesize that the origin-
al function of the CYP1 ancestors was more likely to be the
metabolism of a particular, endobiotic substrate, rather
than structurally diverse xenobiotics. This putative en-
dogenous substrate is yet to be identified but may have
been FICZ or a sterol (based on the low but significant ac-
tivity of the oldest forms toward FICZ and testosterone).
Both targeted and unbiased metabolomics studies are un-
derway to investigate possible substrates of the oldest
CYP1 ancestors.

We cannot exclude the possibility that the CYP1 ances-
tors (or indeed the nonhuman extant tCYP1A5) couple
poorly with the extant human reductase used here to sup-
port catalytic activity. An ancestral CPR from a closer evo-
lutionary stage to the older ancestors failed to support
higher levels of turnover by any of the older ancestors.
Rather, in two of three cases, turnover of testosterone in-
stead decreased compared with hCPR, and with the other
(CYP1ABCD_N9), the regioselectivity was shifted slightly
toward more minor metabolites (supplementary fig. S17,
Supplementary Material online). No difference was seen
in the turnover of alkoxyresorufins between reactions con-
taining hCPR and the ancestral CPR (data not shown).
Further work is in progress to identify the cognate ances-
tral reductases from various points in the CYP1 evolution
and study their interactions with the ancestral P450s re-
ported here. We also cannot exclude the possibility that
the activity observed may change with different amounts
of CPR; however such an effect is more likely to cause a
minor quantitative effect rather than reveal latent activity
in the oldest ancestors (Yamazaki et al. 2002).

Using cumene hydroperoxide as an oxygen surrogate
led to increased activity toward testosterone by the oldest
ancestors suggesting that they could be supported by lipid
peroxides (supplementary fig. S17, Supplementary
Material online). However still no activity could be de-
tected toward the typical xenobiotic substrates, 7-ethoxy-
and 7-pentoxyresorufin in the presence of cumene

hydroperoxide. This observation further supports the con-
tention that the oldest ancestors are functional on at least
some substrates in the right circumstances, but raises the
intriguing possibility that they relied on lipid peroxides ra-
ther than a redox partner.

In general, there appeared to be an inverse correlation
between thermostability and substrate promiscuity; the
older, more stable ancestors were less active toward typical
modern CYP1 substrates than the younger and extant
forms. This could indicate a trade-off between enzyme sta-
bility and promiscuity. The acquisition of mutations to
modulate enzymatic function is thought to be generally
destabilizing (Bloom et al. 2006; Modarres et al. 2016) since
amino acid changes have more chance of compromising
than stabilizing a structure (Guo et al. 2004). Although
the younger forms have acquired mutations allowing
them to move into previously inaccessible reaction space,
this versatility may come at the cost of reduced stability, a
correlation that is evident from the study of homologous
mesophilic versus thermophilic proteins (Siddiqui 2017).

It could be hypothesized that older forms are more ri-
gid, which impairs their activity. However previous work
with a parallel family of xenobiotic-metabolizing P450s
has revealed an ancestor that, whereas much more
thermostable than extant forms, was equally promiscuous
with comparable kinetic properties to the extant form.
P450s conform to the model of a highly innovable enzyme
advanced by Toth-Petroczy and Tawfik (2014), that is, the
core of the fold holding the heme can be rigid, whereas the
structural elements responsible for interacting with sub-
strates are flexible. It is well known that elements such
as the F and G helices and intervening loop and the B–C
loop that open and close as the structure “breathes” alter
conformation in a single P450 binding different substrates
(Ekroos and Sjögren 2006). Therefore it is more likely that
the failure to observe a wide range of activities by the older
forms is instead due to the substrates selected for analysis
being biased toward substrates of extant forms.
Confirmation of this hypothesis awaits NMR structures
or other experimental evidence of the relative flexibility
of different parts of the structure.

Apart from elucidating the functional evolution of this
important P450 family, this study has implications in the
use of P450s for potential commercial applications.
Industrial conditions often require enzymes to have high
stability and longevity, so that reactions can be performed
at higher temperatures and/or for longer periods of time
(Vieille and Zeikus 2001). CYP1 enzymes show useful activ-
ities toward xenobiotics including drugs and environmen-
tal toxins making them appropriate starting materials for
development of biocatalysts for applications such as the
production of pharmaceutical metabolites and the bio-
remediation of environmental contaminants (Sakaki
et al. 2013; U.S. Food and Drug Administration: Center
for Drug Evaluation and Research (CDER) 2016). Many of
the ancestral enzymes characterized herein show both use-
ful substrate promiscuity and enhanced thermostability
suggesting they may have potential applications in
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producing high amounts of CYP1A metabolites for
pharmaceutical testing (U.S. Food and Drug
Administration: Center for Drug Evaluation and Research
(CDER) 2016). Current studies are directed toward the fur-
ther development of these ancestors for industrial
applications.

Materials and Methods
Materials
DNA sequences and oligonucleotides were synthesised by
Thermo Fisher Scientific (Scoresby, VIC, Australia) and
Integrated DNA Technologies (Baulkham Hills, NSW,
Australia), respectively. Cloning reagents (restriction endo-
nucleases, ligases, buffers, and Gibson Assembly kits) were
from New England Biolabs Inc. (Ipswich, MA, USA). Media
components (bactopeptone, bactotryptone, yeast extract)
were obtained from Becton Dickinson Pty Ltd. (North
Ryde, NSW, Australia). Luciferin substrates were sourced
from Promega (Sydney, NSW, Australia). Testosterone
and E2 metabolites were purchased from Steraloids Inc.
(Newport, MI, USA). FICZ was sourced from Syntastic AB
(Stockholm, Sweden). Other chemicals, including sub-
strates and standards, were purchased from Sigma–
Aldrich (Castle Hill, NSW, Australia) or from local suppliers
at the highest grade commercially available.

Expression vectors for hCYP1A1, hCYP1A2, and hCPR
were constructed in previous studies (Guo et al. 1994;
Sandhu et al. 1994; Parikh et al. 1997) and made available
by Professor F.P. Guengerich (Vanderbilt University,
Nashville, USA). The expression vector for tCYP1A5 was
kindly donated by Dr Roger Coulombe (Univ. Utah) (Yip
and Coulombe 2006) and that for hCYP1B1 was from a
previous study (Shimada et al. 1998). pCW/pGro7 was ob-
tained from Professor K. Nishihara (HSP Research Institute,
Kyoto, Japan).

Methods
Ancestral Sequence Reconstruction
Extant CYP1 amino acid sequences were obtained from
the NCBI and UniProt databases by BLAST searching and
a sequence identity cut-off of 40%. CD-HIT (Li and
Godzik 2006) was used to remove redundant sequences
from the combined BLAST results. The remaining se-
quences were aligned using MAFFT (Katoh et al. 2002)
and manually curated to remove those containing appar-
ent anomalies such as sequencing errors, miscalled exon/
intron boundaries, partial ORFs, and internal gaps/inser-
tions. The remaining 471 sequences were then aligned
with selected outgroup sequences (Human CYP2A6,
NCBI NP_000753.3, and Mouse CYP2E1, NCBI
NP_067257) and the resulting alignment was used to gen-
erate a maximum-likelihood tree in MEGA (Kumar et al.
1994) using the Jones-Taylor-Thornton (JTT) evolutionary
model (Supplementary Material online—phylogenetic
tree). GRASP (Foley 2022) was used to infer the maximum-
likelihood joint and marginal ancestors for this tree and

alignment using the JTT evolutionary model, and ancestral
sequences from the joint reconstruction at the nodes
shown in figure 1 were selected for synthesis. The robust-
ness of the inferences to choice of outgroup, evolutionary
model, and phylogeny was tested as described in the
Supplementary Material online.

Optimization and Expression of Ancestral Sequences
N-terminal sequence modifications were applied to im-
prove recombinant expression based on the MAKKTSS
modification originally derived from the truncation of
CYP2C3 to improve recombinant expression
(supplementary table S3 and supplementary alignment,
Supplementary Material online) (von Wachenfeldt et al.
1997). Between 23 and 51 N-terminal residues were re-
moved from each sequence, before the KGK motif preced-
ing the conserved PPGP region, and replaced with a
sequence encoding MAKKTSS. Sequences were reverse
translated and codon optimized for expression in E. coli
by the GeneArt (Thermo Fisher, Scoresby, VIC, Australia)
codon optimization algorithm. The N-terminal nucleotide
sequence (−21 to+96 nucleotideswith respect to the start
site) was optimized to reduce the formation of mRNA sec-
ondary structure elements, using mRNA optimizer (Gaspar
et al. 2013) and then by further manual fine-tuning of se-
quences. Potential secondary structure formation was vi-
sualized using NUPACK (Zadeh et al. 2011). Optimized
sequences were synthesised (GeneArt, Thermo Fisher,
Scoresby, VIC, Australia) with an additional 60 nucleotides
upstream anddownstreamof flanking restriction sites from
the target vector, then assembled (Gibson et al. 2009) into
the pCW vector containing the ORF for hCPR via NdeI and
XbaI sites. The three oldest ancestors, CYP1ABCD_N9,
CYP1D_N18, andCYP1A_N17were also subcloned in bicis-
tronic format with an alternative ancestral CPR (Harris
2020). Constructs were verified by Sanger sequencing at
the Australian Genome Research Facility (Brisbane node)
then transformed (Inoue et al. 1990) into DH5α E. coli cells
pretransformed with the pCW/pGro7 chaperone expres-
sion plasmid (Nishihara et al. 1998; Johnston et al. 2008).
Expression, harvest, and preparation of membranes were
carried out as described (Gillam et al. 1993). P450 content
was measured using Fe2+.CO versus Fe2+ difference spec-
troscopy as described (Johnston et al. 2008). CPRwas quan-
tified using the initial rate of cytochrome c reduction as
described (Guengerich 1994).

Thermostability Analysis
A Bio-Rad MyCycler thermal cycler was used to heat sam-
ples to various temperatures (25–80 °C) for either 10 or
60 min, followed by incubation at 4 °C and room tempera-
ture for 5 min each. Residual P450 content was measured
as described above, and compared with an unheated sam-
ple. Data were fitted to the equation for sigmoidal melting
in GraphPad Prism to interpolate the nT50 (Muslin et al.
2002).
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Catalytic Assays
All substrates were incubated with bacterial membranes
containing coexpressed P450s and human CPR; additional
incubations were undertaken with testosterone and
CYP1ABCD_N9, CYP1D_N18, and CYP1A_N17 coex-
pressed with the ancestral CPR. Alkoxyresorufin
O-dealkylation assays were carried out using a P450 con-
centration of 5 nM. Reactions were carried out at 37 °C
in 96-well plates in a total volume of 200 µl 100 mM potas-
sium phosphate buffer (pH 7.4) with 5 µM substrate and
initiated with an NADPH generation system (NGS, final
concentrations: 250 µM NADP+, 10 mM glucose-6-
phosphate, 0.5 U/ml glucose-6-phosphate dehydrogen-
ase). The linear initial rate of product formation was
determined by fluorescence on a CLARIOstar microplate
reader with an excitation wavelength of 530 nm and an
emission wavelength of 582 nm. The dealkylation of
luciferin-CEE and luciferin-ME was carried out according
to the manufacturer’s protocol (Promega Corporation)
using P450 concentrations as specified in the results for in-
dividual experiments and luminescence was detected
using a MicroBeta microplate counter.

Reactions with clozapine, tacrine, imipramine, aminopyr-
ine, testosterone, caffeine, E2, and FICZ were carried out in
250 µl incubations in 100 mM potassium phosphate buffer
(pH 7.4) using a P450 concentration of 0.1 µM (clozapine,
tacrine, imipramine, aminopyrine, testosterone) or 0.5 µM
(caffeine, E2, FICZ). Substrates were used at a final concen-
tration of 50 µM, except for testosterone (100 µM), caffeine
(2 mM), E2 (300 µM), and FICZ (25 µM). Reactions with all
substrates except FICZwere initiated by the addition of 25 µl
of a 10-fold concentrated NGS. After incubation at 37 °C for
1 h with gentle shaking, 25 µl internal standard was added to
incubations with testosterone, caffeine, and E2 (100 µM pro-
gesterone, 100 µM acetaminophen, 100 µM hydrocortisone,
respectively), and reactions were immediately quenched by
the addition of 1 ml ethyl acetate (or 500 µl acetonitrile for
clozapine, tacrine, imipramine, and aminopyrine). Quenched
samples were then centrifuged at 14,000× g for 15 min and
the organic phase was extracted and desiccated before resus-
pension in mobile phase.

FICZ incubations were prepared and incubated in the
dark due to the photolability of FICZ. FICZ reactions
were initiated with the substrate and quenched after 1 h
with 250 µl ice-cold acetone, then extracted twice with
ethyl acetate as described above. Dried samples were re-
suspended in 60 µl methanol followed by an equal volume
(60 µl) of water.

Testosterone (Hunter et al. 2011) and E2 (Suchar et al.
1995) metabolites were separated using established meth-
ods at 20 and 25 °C, respectively, with detection by absorb-
ance at 247 nm (testosterone) and 280 nm (E2). Caffeine
analysis was performed at 30 °C using a modified version
of the protocol of Begas et al. (2015). The mobile phase
consisted of 0.1% acetic acid:methanol, 88:12 v/v, delivered
isocratically for 25 min at a flow rate of 1.3 ml/min, fol-
lowed by a wash with 100% methanol for 10 min and reca-
libration to initial conditions for 20 min after each sample.

FICZ samples were analyzed by reverse phase high pressure
liquid chromatography as previously described (Bergander
et al. 2003) measuring UV absorbance at 386 nm.

Clozapine, tacrine, imipramine, aminopyrine metabo-
lites were analyzed using liquid chromatography–mass
spectrometry (LC–MS/MS). Samples (10 µl) were injected
on a UPLC system coupled to a Sciex X500B QTOF mass
spectrometer with an electrospray ionization source.
Metabolites were separated at 45 °C on a Kinetix XB-C18
column (1.7 µm, 2.1mm× 100mm). Mobile phase was
0.1% formic acid in ultrapure water (A) and 0.1% formic
acid in 90% acetonitrile, (B) at a flow rate of 0.5 ml/min.
The following mobile phase gradients were used:
0–6.0 min (10–70% B), 6.0–6.7 min (70–90% B),
6.7–6.8 min (90–10% B) for imipramine and clozapine
and 0–5.0 min (5–40% B), 5.0–6.7 min (40–90% B),
6.7–6.8 (90–5% B) for aminopyrine and tacrine. MS source
parameters included curtain gas= 30 psi, Gas 1= 50 psi,
Gas 2= 50 psi, temp= 500 °C, and ionspray voltage
5500 V with DP= 40 V, and CE= 5 V. MS was acquired
across 100–1000 m/z, for 0.1 s. An Information
Dependent Analysis experiment was performed on the
top 10 candidates, with intensity .200 cps, across
50–1000 m/z for 0.025 s, with CE set to 35 V+ 15 V. MS
instrument calibration was performed every six injections
using the Sciex ESI Positive Calibration mix and autocali-
bration function in OS software. Data were processed in
MetabolitePilot (Sciex). Proposed metabolites were re-
viewed manually.

Supplementary Material
Supplementary data are available atMolecular Biology and
Evolution online.
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