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ABSTRACT Apparent intrinsic clearance (CLia) determined from microsomal stabi-
lity assays is a cornerstone in drug discovery. Categorical bins are routinely applied to
this end point to facilitate analysis. However, such bins ignore the interdependent

nature of apparent intrinsic microsome clearance on several ADME parameters.
Considering CLia as a determinant for both metabolic stability and potential dose is
more appropriate. In this context with proper accounting for nonspecific binding to 2 i
microsomes and plasma, consideration of compounds with higher CLia may be
warranted. The underlying benefit is the potential increase in the number of hits or
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chemical diversity for evaluation during the early stages of programs.
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need to be considered, monitored, and optimized simul-

taneously. As a consequence, categorical bin values are
routinely set for these end points to facilitate stoplight type
analysis.' However, setting these bin values without consider-
ing the interdependent nature of these end points may be
inappropriate. This study will show the importance and strate-
gic benefits of using both the stage of a project and an
integrated parameter such as dose to guide appropriate clear-
ance ranges or bins, rather than the bin values for the human
microsome stability assay alone.

In assessing human in vivo metabolic stability, in vitro
systems are routinely used,” and high-throughput screening
of compounds in human liver microsomes has become
commonplace.”* In these in vitro systems, metabolic stabi-
lity is reported as either apparent microsomal intrinsic
clearance (CLia)' or half-life (T;,,).° Using the well-stirred
model (eq 1) and assuming that the fup/fumic ratio is 1,
categorical ranges as described in egs 2 and 3 translate to
human hepatic extraction ratios [Er = CLy/hepatic blood

For successful drug discovery, multiple ADME end points

flow (Q = 20 mL/min/kg)] of 30 and 70%, respectively
(cytochrome P450 concentration = 0.25 uM).
CLi fi
O x fup x K,i Up, x CLia
_ fumic _ fumic
CL, = —— = (1)
CLia fup .
Q+fup x - 0 — x CLia
fumic fumic

low CLia < 8.7 mL/min/kg < moderate CLia
< 46 mL/min/kg < high CLia (2)

long Ty, > 112 min > moderate T/, > 21 min
> short 7'y,

(3)
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As a consequence, for the ranges shown in egs 2 and 3,
project teams usually avoid considering compounds with
CLia > 46 mL/min/kg or T, < 21 min to avoid a high
hepatic extraction (Er > 70%).

In the prediction of hepatic clearance (CLy) from micro-
somes, nonspecific, noncovalent binding of compounds to
plasma (fup) and microsomes (fumic) needs to be consid-
ered.® However, assuming that the fup/fumic ratio is
1 usually remains an untested assumption until much
later in a project. More critically is that the existence of
this assumption is frequently forgotten and the impact of
this assumption goes unnoticed. The impact of this
assumption could be negligible if changes in binding
to plasma and microsomes relative to lipophilicity are
proportional.

To investigate the validity of this assumption, fup and
fumic values for 416 compounds in the Pfizer database with
disparate structure and physicochemical properties were
measured and analyzed. As shown in Figure 1, the fup and
fumic values for the majority of the compounds are dissim-
ilar. Most of the compounds are below the unity line,
indicating that the fup/fumic ratio is < 1. Hence, assuming
a fup/fumic ratio of 1 and that a proportional change in
binding to plasma and microsome relative to lipophilicity is
occurring does not appear to be supported by data (Figure 1).

Of more significance, 70% of the compounds have fup/
fumic ratios <0.4 (Figure 2). The theoretical consequence of
this subunity ratio on the well-stirred model for calculating
CL, is illustrated in Table 1.
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Figure 1. Comparison of microsome binding (fumic) and plasma
binding (fup) for 416 compounds in the Pfizer database. Most of
the compounds are below the unity line, indicating the fup/fumic
ratio is < 1.
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Figure 2. Distribution of fup/fumic ratios. The value above each
bar represents the number of compounds in the fup/fumic ratio
range. For this data set of 416 compounds, 70 % have fup/fumic <
0.4.

As mentioned earlier, with the well-stirred model (eq 1), a
CLia of 46 mL/min/kg results in a calculated Er of 70 % when
fup/fumic is assumed to be 1 (entry 2). However, as a
consequence of dissimilar fup and fumic values, higher CLia
values yield the same calculated 70 % extraction ratio when
the fup/fumic ratio is decreased (entries 3—6). While a very
high CLia can still yield an acceptable calculated hepatic
clearance and extraction ratio when the fup/fumic ratio is
very low (entry 6), the same Clia translates to hepatic
clearance approaching human hepatic blood flow and com-
plete hepatic extraction if fup/fumic is assumed to be 1
(entry 7). This table indicates that avoiding chemistry space
with CLia values >46 mL/min/kg in early stages of drug
discovery isbased on an erroneous assumption. Compounds
with higher CLia values may be considered without suffering
an increase in extraction ratio when appropriate fup/fumic
ratios are taken into consideration. The underlying drive for
considering compounds with higher CLia is to increase the
number of hits or chemical diversity for evaluation. A survey
of the Pfizer database of microsomal clearances for the past
4 years indicates that increasing CLia from 46 to 150 mL/
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Table 1. Theoretical Calculation of Human CL;, and Er from CLia
with Varying fup/fumic Ratios Using the Well-Stirred Model (Eq 1)*

T2 CLia CLy
entry  (min)  (mL/min/kg) fup/fumic  (mL/min/kg) Er®
1 112 9 1.0 6 0.30
2 21 46 1.0 14 0.70
3 8 118 0.4 14 0.70
4 6 156 0.3 14 0.70
5 4 236 0.2 14 0.70
6 2 463 0.1 14 0.70
7 2 463 1.0 19 0.96

“Increasing CLia yields the same calculated hepatic clearance and
extraction ratio when the fup/fumic ratio is proportionally decreased.
YEr = CL,/Q, where Q = human hepatic blood flow of 20 mL/min/kg.

min/kg could potentially increase the number of compounds
for consideration by 60 %. Furthermore, a survey of com-
mercial drugs finds several with reported CLia > 50 mL/min/
kg including top-selling diclofenac (CLia = 189 mL/min/kg,
fup = 0.005, and fumic = 1).° We stress that the intent of
this letter is to highlight and allow the expansion of chem-
istry space early on in a project by appropriately considering
the fup/fumic ratio. Although commercial drugs with high
CLia values exist, for the majority of drugs, it is anticipated
that clearance will be lower as simultaneous optimization of
potency and clearance is a necessity for success and part of
the natural progression of projects.

The balance for considering higher metabolically cleared
compounds is, however, reflected in a likely increase in the
apparent dose of the compound. The required low fup/fumic
ratios can be achieved with varying levels of fumic. However,
the impact of a low fumic relative to a high fumic is
significant on the eventual apparent dose of the compound.

At steady state, dose is a function of potency or effective
concentration (Ceff) and intrinsic clearance (CLi) as well as
dosing interval (r) and fraction absorbed (Fa) (eq 4). If
oxidative clearance is the major mechanism of clearance,
then CLi reflects intrinsic microsomal clearance. If higher
microsomal clearance is considered, then there must be a
corresponding decrease in Ceff or an increase in potency, if
no offset increase in the final dose can be tolerated.

Ceff x CLiax 7

Fa

dose (4)
Because intrinsic microsomal clearance (CLi) is determined
by dividing the apparent microsomal intrinsic clearance
(CLia) by microsome binding (fumic), eq 4 can be expanded
toeqb.

CLia

— X T
fumic
Fa

Ceff x
dose = (5)
The significance of eq 5 is that with increasing CLia, the
requisite decrease in Ceff is proportional when fumic = 1
and supraproportional when fumic < 1 (high binding to
microsome), assuming no offset increase in final dose.
Shown in Table 2 are theoretical calculations of doses with
changes in Ceff, CLia, and fumic. In these hypothetical
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Table 2. Theoretical Calculation of Doses (Eq 5) with Increasing CLia, Decreasing Ceff, fup/fumic Ratio = 1 or 0.1, and No Change in

Fraction Absorbed or Dosing Interval®

entry Ceff (ng/mL) CLia (mL/min/kg) fold increase in CLia over entry 7 fumic dose” (mg) fold increase in dose over entry 7
7 100 46 1.0 464
8 100 118 2.5 1.0 1189 2.5
9 100 118 2.5 0.1 11894 255
10 40 118 2.5 1.0 476 1.0
11 4 118 2.5 0.1 476 1.0

“The increase in dose is proportional to the increase in CLia when fumic = 1 and greater than proportional when fumic = 0.1.° AssumingFa = 1, QD
dosing for a 70 kg person. “The dose calculation for entry 9 is shown as an example. 1% x lr]n?nr}I‘gLXO]TX 144;;;“" X Too0ons 5 < T0kg =
11894 mg total dose for a 70 kg person per day

examples, during early stages of programs when Ceff has not 1

been optimized (e.g., Ceff = 100 ng/mL) and assuming Fa = 05

1 and QD dosing for a 70 kg person, a dose of 464 mg is

calculated for a compound with a CLia = 46 mL/min/kg

(entry 7). When considering a higher CLia, although there is o 01 DU

a potential for not increasing Er values (Table 1), there is a g 005 T AR R
calculated increase in dose assuming no change in potency 2 _' ..° L

(Ceff). However, the increase in dose is proportional when 0.01- I 1
fumic = 1 (entry 8) and supraproportional when fumic = 0.1 0.005/ % .

(entry 9). The increase in dose due to higher CLia can be
compensated by an increase in potency (e.g., Ceff = 40 or o : S S S e
4 ng/mL). Again, the compensation in potency is propor- CLOGP

tional when fumic = 1 (entry 10) and supraproportional
when fumic = 0.1 (entry 11).

The current proposed strategy dissuades the use of hard
clearance bin values during early discovery to discard
seemingly high clearance compounds on the basis of an
assumption but rather to also consider the fup/fumic ratio.
This information should then be used in combination with
CLia and potency through the use of the dose equation to
determine what is unfavorable chemistry space in terms
of clearance. Subsequently, compounds with higher CLia
values (>46 mL/min/kg) could be evaluated and consid-
ered for advancement. Key to the success of this strategy is
to use thisin early discovery. Any offset in dose as a function
of considering higher clearance compounds could poten-
tially be ameliorated by increases in potency. At early stages
of a program, potency usually still needs 10x to 100x
improvement, while greater chemistry space is made avail-
able for consideration and evaluation. It is clear that this
required potency increase cannot be achieved by increas-
ing lipophilicity as that would most likely increase clear-
ance and decrease fumic, resulting in a zero-sum gain.”
Indeed, recent analysis has revealed that successful trans-
formation of screening hits to resulting leads or drug
candidates is usually achieved with small changes in lipo-
philicity,® thus further emphasizing the importance in
achieving potency increase in the absence of a significant
lipophilicity increase. It is also clear that as programs
progress to lead development stages, further potency in-
creases are carefully coordinated with appropriate optimi-
zation of clearance.

This strategy does not advocate pursuing compounds
with the goal of lower fup/fumic ratios or increasing fumic
as protein binding affects multiple ADME parameters,

Figure 3. Plot of fumic vs cLogP. Most compounds with fumic =
0.5 have cLogP =< 3.

making it an inappropriate end point to optimize. However,
this strategy does benefit from compounds with higher
fumic. A plot of fumic for these 416 compounds against
cLogP (Figure 3) shows that the majority of compounds
with fumic >20.5 have cLogP =< 3, which is in line with
previous observation.’ There is currently a drive to focus on
compounds with cLogP =< 3 as these compounds show
reduced propensity for in vivo toxicity.'® A focus on chemical
space with lower lipophilicity complements well with the
current proposed strategy of considering compounds with
higher ClLia.

In summary, this analysis of 416 disparate compounds
with experimentally determined plasma and microsome
protein binding reveals dissimilar fup and fumic values,
resulting in a significant number of compounds with a fup/
fumic ratio <0.4. This subunity ratio provides an opportunity
to consider compounds with higher CLia without increasing
the calculated hepatic extraction (Er). However, without an
offset increase in apparent dose, consideration of higher
CLia compounds is balanced by a requisite increase in
potency, which is proportional for compounds with high
fumic. Hence, in early discovery, the benefit of considering
higher CLia compounds with appropriate integration of fup/
fumic ratios and values is a potential increase in chemistry
space for evaluation. While the effect of higher clearance on
dose may initially be addressed by monoparametric im-
provement in potency, a necessary optimization during the
course of a program, ultimate success is dependent on
coordinated multiparametric progression of both potency
and clearance.

< ©2010 American Chemical Society 52 DOI: 10.1021/mI900012h | ACS Med. Chem. Lett. 2010, 1, 50-53



ACSMedicinal

Chemistry Letters

AUTHOR INFORMATION
Corresponding Author: *To whom correspondence should be
addressed. Tel: 860-441-5383. E-mail: george.c.chang@pfizer.com.

ACKNOWLEDGMENT We thank Theodore Liston for his critical
and insightful comments on the manuscript.

REFERENCES

M

@)

(©))

(5)

(6)

()

(10)

Hop, C. E. C. A.; Cole, M. |.; Davidson, R. E.; Duignan, D. B.;
Federico, ].; Janiszewski, J. S.; Jenkins, K.; Krueger, S.;
Lebowitz, R.; Liston, T. E.; Mitchell, W.; Snyder, M.; Steyn, S.
J.; Soglia, J. R.; Taylor, C.; Troutman, M. D.; Umland, J.; West,
M.; Whalen, K. M.; Zelesky, V.; Zhao, S. X. High throughput
ADME screening: Practical considerations, impact on the
portfolio and enabler of in silico ADME models. Curr. Drug
Metab. 2008, 9, 847-853.

Houston, ]. B.; Galetin, A. Methods for predicting in vivo
pharmacokinetics using data from in vitro assays. Curr. Drug
Metab. 2008, 9, 940-951.

Jenkins, K. M.; Angeles, R.; Quintos, M. T.; Xu, R.; Kassel,
D. B.; Rourick, R. A. Automated high throughput ADME
assays for metabolic stability and cytochrome P450 inhibi-
tion profiling of combinatorial libraries. J. Pharm. Biomed.
Anal. 2004, 34, 989-1004.

Ansede, |. H.; Thakker, D. R. High-throughput screening for
stability and inhibitory activity of compounds toward cyto-
chrome P450-mediated metabolism. J. Pharm. Sci. 2004,
932, 239-255.

Schwaighofer, A.; Schroeter, T.; Mika, S.; Hansen, K.; ter Laak,
A.; Lienau, P.; Reichel, A.; Heinrich, N.; Mueller, K. R. A
Probabilistic Approach to Classifying Metabolic Stability.
J. Chem. Inf. Model. 2008, 48, 785-796.

Obach, R. S. Prediction of human clearance of twenty-nine
drugs from hepatic microsomal intrinsic clearance data: An
examination of in vitro half-life approach and nonspecific
binding to microsomes. Drug Metab. Dispos. 1999, 27, 1350~
1359.

Van de Waterbeemd, H.; Smith, D. A; Jones, B. C. Lipophili-
city in PK design: Methyl, ethyl, futile. /. Comput.-Aided Mol.
Des. 2001, 15, 275-286.

Lobell, M.; Hendrix, M.; Hinzen, B.; Keldenich, ].; Meier, H.;
Schmeck, C.; Schohe-Loop, R.; Wunberg, T.; Hillisch, A. In
silico ADMET traffic lights as a tool for the prioritization of
HTS hits. ChemMedChem 2006, 1, 1229-1236.

Gertz, M.; Kilford, P. J.; Houston, ]J. B.; Galetin, A. Drug
lipophilicity and microsomal protein concentration as deter-
minants in the prediction of the fraction unbound in micro-
somal incubations. Drug Metab. Dispos. 2008, 36, 535-542.
Hughes, ]. D.; Blagg, J.; Price, D. A.; Bailey, S.; DeCrescenzo, G.
A.; Devraj, R. V,; Ellsworth, E.; Fobian, Y. M.; Gibbs, M. E.;
Gilles, R. W.; Greene, N.; Huang, E.; Krieger-Burke, T.; Loesel,
J.; Wager, T.; Whiteley, L.; Zhang, Y. Physiochemical drug
properties associated with in vivo toxicological outcomes.
Bioorg. Med. Chem. Lett. 2008, 18, 4872-4875.

v © 2010 American Chemical Society

53

pubs.acs.org/acsmedchemlett

DOI: 10.1021/mI900012h | ACS Med. Chem. Lett. 2010, 1, 50-53



