








degree of blood cell partitioning of acalabrutinib in mice and dogs
relative to rats and humans.

Human Clinical Study Subject Disposition

All eight subjects in cohort 1 (three females and five males; mean age
6 S.D. 446 15.2 years) and all six subjects in cohort 2 (two females and
four males; mean age 38 6 17.6 years) received study medication. All
but two subjects (one in each cohort) completed the study. Both subjects
withdrew on day 3 for personal reasons, and most PK parameters could
be estimated since .90% of radioactivity was excreted at the time of
withdrawal. There were no reported adverse events that were greater
than Common Terminology Criteria for Adverse Events grade 1.

Human Plasma PK (Cohort 1, Absolute Bioavailability)

The single intravenous dose of [14C]acalabrutinib ranged from 7.61 to
7.75 mg and the radioactive dose ranged from 961 to 978 nCi. Plasma

concentration-time curves after administration of a single oral dose of
unlabeled acalabrutinib in its 100 mg to-be-marketed capsule formula-
tion and the [14C]acalabrutinib microtracer administration 58 minutes
later as a single intravenous dose in cohort 1 are shown in Fig. 2, with
respective PK parameters summarized in Table 3. The geometric mean
exposure ratio (oral/intravenous) for the acalabrutinib dose-normalized
AUC from time 0 to infinity (AUC0–‘; in nanogram equivalent hours per
gram), as the measure of absolute bioavailability, was 25.3% (CV
14.3%, Table 3). Administration of the intravenousmicrotracer dose was
within 30 minutes of the median time of maximum observed plasma
concentration (Tmax) for the oral acalabrutinib dose. Oral absorption of
acalabrutinib was rapid (Tmax range, 0.5–0.75 hours), and plasma
concentrations of acalabrutinib and [14C]acalabrutinib declined in an
exponential fashion; this resulted in similar terminal t1/2 values between
oral and intravenous doses, with geometric means of 1.57 (CV 0.60%)
and 1.78 (CV 0.46%) hours, respectively. After the [14C]acalabrutinib
intravenous microtracer dose, total body clearance (CL) was moderate at
39.4 l/h (CV 30.6%) or approximately 45% of liver blood flow; the
volume of distribution was determined to be 98.0 l (CV 42.8%), and the
apparent volume of distribution at steady state was 34.2 l (CV 40.2%).
Less than 2% of the dose was excreted in urine after oral and intravenous
administration. Renal CL of acalabrutinib after an oral dose (geometric
means of 1.21 l/h and 1.33 l/h for cohorts 1 and 2, respectively)
accounted for ,1% of the apparent total clearance (CL/F) of acalabru-
tinib in both cohorts. Similarly, renal CL of [14C]acalabrutinib after an
intravenous dose (geometric mean of 0.654 l/h; CV 55.6%) accounted
for ,1% of the CL of [14C]acalabrutinib. Collectively, these data
indicate that a minor amount of parent acalabrutinib was eliminated by
the renal route.

Blood and Plasma PK of an Oral [14C]Acalabrutinib Dose in Rats,
Dogs, and Humans

Rats. Acalabrutinib represented 11.3% of the AUC from time 0 to the
last quantifiable concentration (AUC0–t; in nanogram equivalent hours
per gram) for total radioactivity in male and female rat plasma

Fig. 2. Arithmetic mean 6 S.D. logarithmic-linear concentration-time profiles for
intravenous [14C]acalabrutinib and oral unlabeled acalabrutinib in plasma (cohort 1).
IV, intravenous.

TABLE 3

Summary of geometric mean PK parameters of acalabrutinib and total 14C radioactivity in healthy human subjects after 100 mg oral and #10 mg intravenous doses

Values are presented as geometric means (%CV) unless otherwise indicated.

Parameter
Acalabrutinib

Oral Dose Cohort 1
(n = 8)

[14C]Acalabrutinib
Intravenous Dose Cohort 1 (n = 8)c

Acalabrutinib
Plasma Cohort 2

(n = 6)

Total 14Cd

Plasma Cohort 2
(n = 6)

Whole Blood Cohort 2
(n = 6)

Cmax (ng/ml) 639 (53.8) 510 (56.3) 305 (44.0) 1340 (34.4) 1060 (31.3)
Tmax (h)

a 0.50 (0.50–0.75) 0.075 (0.033–0.117) 0.5 (0.5–0.517) 0.875 (0.750–2.00) 0.750 (0.750–2.00)
AUC0–t (ng×h/ml) 643 (39.7) 201 (32.6) 386 (39.2) 5930 (29.4) 11,500 (27.1)
AUC0–12 h (ng×h/ml) 642 (35.9) 199 (30.2) 406 (36.6) 4390 (29.4) 3760 (29.6)
AUC0–168 h (ng×h/ml) ND ND 407 (36.6) 6250 (24.9) 11,500 (27.1)
AUC0–‘ (ng×h/ml) 643 (35.7) 199 (30.2) 407 (36.6) 6410 (25.1) ND
t1/2 (h) 1.57 (0.600) 1.78 (0.461) 1.47 (0.45) 46.5 (21.8) 395 (9.6)e

CL or CL/F (l/h) 163 (35.7) 39.4 (30.6) 246 (36.6) ND ND
Vz or Vz/F (l) 344 (36.2) 98.0 (42.8) 499 (36.1) ND ND
Vss (l) ND 34.2 (40.2) ND ND ND
F (%)b 25.3 (14.3) NA NA NA NA
Acalabrutinib/total 14C AUC(0–‘) ratio ND ND NA 0.0635 (17.8) NA
Renal CL (l/h) 1.21 (32.8) 0.654 (55.6) 1.33 (36.0) ND ND
Cumulative %feu (%) 0.759 (28.3) 1.69 (45.7) 0.519 (56.5) ND ND

%feu, percent excreted in urine over the entire sample collection period; F, bioavailability fraction of dose absorbed relative to intravenous dosing expressed as a percentage; NA, not applicable;
ND, not determined; Vss, volume of distribution at steady state; Vz, volume of distribution based on the terminal phase.

aValues are the median (minimum–maximum).
bAbsolute bioavailability was calculated using the dose-normalized AUC0–‘ after oral and intravenous administration due to differing doses with each route of administration, according to the

following equation: F = [AUC0–‘ (oral)/AUC0–‘ (intravenous)]/[dose (intravenous)/dose (oral)].
cUnits are (pg Eq/ml) or (pg Eq×h/ml).
dUnits are (ng Eq/ml) or (ng Eq×h/ml).
en = 5. Half-life value is greater than two times the sampling interval.
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(Supplemental Table 1). The total radioactivity concentrations observed
in whole blood and plasma were similar during the initial absorption and
rapid elimination phases through 2 hours postdose (Fig. 3). Then a trend
toward increased blood-to-plasma concentration ratios over time was
observed, ranging from a mean of 0.732–5.31 for both sexes, which
indicated that drug-related radioactivity was increasingly associated
with the cellular fraction of blood at later time points. The terminal half-
lives calculated for blood were long (215 and 157 hours for males and
females, respectively). For plasma, t1/2 values were at least 20-fold
shorter (10.7 and 4.10 hours for males and females, respectively). There
was a sex difference with systemic exposure of drug-related radioactivity
(approximately 40% higher for female animals than males).
Dogs. Relative to rats, a lower proportion of the dose wasmetabolized

in dogs, wherein acalabrutinib represented 45.9% and 41.9% of the
AUC0–t total radioactivity in male and female dog plasma, respectively
(Supplemental Table 2). The plasma and blood total radioactivity
concentration versus time profiles were overlapping (Fig. 3). The
elimination half-lives for blood and plasma were short for most animals,
with measurable radioactivity observed in all animals through 8 hours

postdose, and most animals had concentrations below the limits of
quantification at 24 hours postdose. Systemic exposure was comparable
between blood and plasma and between sexes. Blood/plasma concen-
tration ratios of total radioactivity were consistent from 0.25 to 8 hours
postdose and ranged from a mean of 0.813–1.20 for both sexes,
indicating that drug-related radioactivity partitioned freely between the
plasma and the cellular fraction of blood.
Humans (Cohort 2, Mass Balance). The single oral dose of

acalabrutinib ranged from 108.47 to 108.53 mg and the radioactive
dose ranged from 994.53 to 995.06 nCi. Plasma concentration-time
curves for unlabeled acalabrutinib (LC-MS/MS) and total radioactivity
(AMS) are shown in Fig. 3. Like the acalabrutinib parent molecule, total
radioactivity in plasma and whole blood revealed rapid absorption after
the oral dose (Tmax range, 0.75–2 hours). Parent acalabrutinib plasma
concentrations were a small fraction of the concentrations of total
radioactivity, and there were no notable sex- or ADME genotype-related
PK differences among the six individual subjects.
Blood and plasma concentrations of total 14C were similar immedi-

ately after the dose and for 12 hours postdose. After reaching Cmax, total
14C concentrations initially declined rapidly, like acalabrutinib. The
parent molecule was measurable only up to 8 hours postdose and had a
mean elimination half-life (t1/2) value of 1.47 hours. The total 14C in
plasma was measurable for 4 days and had a mean terminal t1/2 value of
46.5 hours (range, 19.6–82.2 hours). At 24 hours postdose and later, the
total 14C in whole blood was greater than that observed in plasma and
was measurable for the 7-day duration of sample collection. The
terminal t1/2 of these low concentrations of radioactivity in blood ranged
from 370 to 465 hours (i.e., the estimated terminal t1/2 was more than
twice as long as the 168-hour sample collection period; n = 5). As in rats,
there was also a trend toward an increased blood-to-plasma ratio over
time for total radioactivity. The data indicate that small amounts of
radioactivity persist in the circulation, with an increasing proportion of
the remaining radioactivity attributed to the blood cell fraction, relative
to plasma.
After a single oral dose of acalabrutinib/[14C]acalabrutinib, the mean

14C radioactivity per million PBMCs (the blood cell fraction containing
the target BTK) was highest at 1 hour postdose (0.082 ng Eq/million
cells) and decreased over time through 48 hours postdose (0.025 ng
Eq/million cells).

Excretion and Mass Balance

Rats. After oral administration of [14C]acalabrutinib to male and
female Sprague-Dawley rats, the major route of excretion of the
administered radioactivity was via the feces (mean 88.3%–91.2%;
Table 4). Urinary elimination was minor and there was no obvious sex
difference in the rates or routes of excretion. Excretion of the administered
radioactivity was rapid, with the majority of the dose recovered in the first
48 hours postdose. Concentrations of radioactivity remaining in the
individual carcasses at the end of the collection period (96 hours postdose)
ranged from 0.7% to 1.0%.
Dogs. After oral administration of [14C]acalabrutinib to Beagle dogs,

the major route of excretion of the administered radioactivity was via the
feces (mean 69.3%–71.8%, Table 4). Urinary elimination was lower
(mean 14.6%–15.2%), and there was no obvious sex difference in the
rates or routes of excretion. Excretion of the administered radioactivity
was rapid, with most of the dose recovered in the first 48 hours postdose.
Humans (Cohort 2). After a single 100-mg oral dose of acalabrutinib

containing a microtracer dose of [14C]acalabrutinib, most total 14C
radioactivity was eliminated in the feces (Table 4). Geometric mean
recoveries of total radioactivity in urine and feces were 12.0%
(minimum–maximum range, 10.3%–14.7%) and 83.5% (minimum–

maximum range, 77.5%–86.9%), respectively. Approximately 96% of

Fig. 3. Arithmetic mean 6 S.D. logarithmic-linear concentration-time profiles for rat
total 14C in blood and plasma and acalabrutinib in plasma of male and female rats (A),
dog total 14C in blood and plasma and acalabrutinib in plasma of overall dogs (B), and
human total 14C in blood, plasma, and PBMCs and acalabrutinib in plasma (cohort 2) (C).
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total radioactivity was recovered in the excreta; .80% of the total
radioactivity was recovered within 96 hours postdose.

Metabolite Profiling

Across multiple in vitro and in vivo preclinical metabolite profiling
studies, more than three dozen acalabrutinib-related peaks were assigned
either via high-resolution mass defect filtering or radiochromatographic
analysis (data on file). Of these, 15 human and 20 rat and dog metabolite
structures were assigned and characterized using a cutoff of .1% of
dose (urine and feces) or.1% of AUC (plasma) for the human ADME
study. This was based on 14C analysis of time-proportional pooled
samples and a cutoff of .1% of total integrated radioactivity in each
radiochromatographic analysis (run) for the rat and dog ADME studies,
respectively, in plasma, urine, and feces. Three primary metabolic
pathways were characterized, with secondary and tertiary metabolites
arising from sequential metabolism and/or combinations of the three
major routes (Fig. 1). The three primary metabolic pathways were as
follows: amide hydrolysis resulting in loss of the 2-aminopyridine group
(M1, ACP-5197(4-[8-amino-3-[(2S)-1-but-2-ynoylpyrrolidin-2-yl]imi-
dazo[1,5-a]pyrazin-1-yl]benzoic acid), and M2); GSH or cysteine
Michael addition to the 2-butynamide moiety to afford novel enol
thioether conjugates M5 (ACP-5530, (2S)-2-amino-5-[[(1R)-1-[[(E)-3-
[(2S)-2-[8-amino-1-[4-(2-pyridylcarbamoyl)phenyl]imidazo[1,5-a]pyrazin-
3-yl]pyrrolidin-1-yl]-1-methyl-3-oxo-prop-1-enyl]sulfanylmethyl]-
2-(carboxymethylamino)-2-oxo-ethyl]amino]-5-oxo-pentanoic acid) and
M10 (ACP-5461, (2R)-2-amino-3-[(E)-3-[(2S)-2-[8-amino-1-[4-(2-
pyridylcarbamoyl)phenyl]imidazo[1,5-a]pyrazin-3-yl]pyrrolidin-1-yl]-
1-methyl-3-oxo-prop-1-enyl]sulfanyl-propanoic acid), respectively; and
pyrrolidine hydroxylation, predominantly at the a-methine carbon of the
pyrrolidine ring, to afford active, ring-opened, major circulating metab-
olite, M27 (ACP-5862). An additional biotransformation pathway was
conversion of the warhead alkyne to ab-ketoamide, via hydrolysis of one
of the enol thioether conjugates (M23, ACP-5134, 4-[8-amino-3-[(2S)-1-
(3-oxobutanoyl)pyrrolidin-2-yl]imidazo[1,5-a]pyrazin-1-yl]-N-(2-pyridyl)
benzamide; T. Podoll et al., manuscript in preparation).
Rat Plasma. ACP-5862 (M27) was the major single metabolite in

the systemic circulation and accounted for 57.4% and 42.1% of the
AUC0–t total radioactivity in male and female rat plasma, respectively,
which was approximately 4- to 5-fold higher than the parent molecule
at 11.3% (Supplemental Fig. 1; Supplemental Table 1). Four
additional metabolites [M1 (amide hydrolysis product), M5, M10,
and M23] were also detected in rat plasma (Fig. 1), but with lower
AUC0–t values that ranged from 4.2% to 12.0% of the AUC0–t for total
radioactivity in plasma.

Dog Plasma. M1, M5, M7/M40 in aggregate, M10, M25, and M27
were detected in dog plasma (Fig. 1), with AUC0–t values that ranged
from 1.6% to 21.7% of the AUC0–t for total radioactivity in plasma
(Supplemental Fig. 2; Supplemental Table 2). ACP-5862 (M27), the
major human metabolite, was a relatively minor component in the
systemic circulation and accounted for 6.1% and 8.1% of the AUC0–t

total radioactivity in male and female dog plasma, respectively. In
contrast to rats and humans, the major circulating metabolites in dog
plasma are formed by GSH conjugation of the alkyne moiety of
acalabrutinib to afford M5 (GSH conjugate, ACP-5530) and sequential
cleavage of M5 to the cysteinyl-glycine (M7, ACP-5531, 2-[[(2R)-2-
amino-3-[(E)-3-[(2S)-2-[8-amino-1-[4-(2-pyridylcarbamoyl)phenyl]
imidazo[1,5-a]pyrazin-3-yl]pyrrolidin-1-yl]-1-methyl-3-oxo-prop-1-enyl]
sulfanyl-propanoyl]amino]acetic acid) and cysteine conjugates
(M10, ACP-5461). Direct chemical reaction of the 2-butynamide
warhead with GSH, Cys-Gly, or Cys is a possible alternative to the
GSTM1-mediated formation of the GSH conjugate that was demon-
strated in vitro (data on file).
Human Plasma. The extraction efficiency of the plasma pools was

85% and the column fraction recovery was 100%. Profiling of 14C
showed that acalabrutinib was extensively metabolized (Fig. 4). In time-
proportionally pooled human plasma (n = 6), parent acalabrutinib
accounted for 8.6% of total radioactivity (Table 5). The most abundant
metabolite was M27 (ACP-5862), representing 34.7% of total radioac-
tivity, which resulted from primary oxidation of the pyrrolidine ring.
M27 was the only single human metabolite representing .10% of
radioactivity and was about 4-fold greater than the amount of parent
acalabrutinib in the plasma pool. The next most abundant plasma
metabolite components after M27 were 10.8% (M7, M8, M9, M10, and
M11, collectively), 5.9% (M25), and 2.5% (M3) of radioactivity in the
plasma profile. M7, M9, M10, and M11 represent downstream
metabolites of GSH conjugation of the 2-butynamide warhead.
Human Urine. In mass-proportional pooled human urine (n = 6),

parent acalabrutinib accounted for 0.5% of the excreted oral dose. The
most abundant metabolite cluster coeluted and was 2.7% of the excreted
dose, representing mainly M7, M10, and M11, collectively (Fig. 4).
Metabolite M27 (ACP-5862) represented 0.5% of the excreted dose.
Human Feces. The extraction efficiency of the feces homogenate

pools was 89% and the column fraction recovery was 100%. In mass-
proportional pooled human feces (n = 6), parent acalabrutinib accounted
for 1.2% of the excreted dose. The most abundant metabolite cluster
coeluted and was 12.1% of the excreted dose, representing M22, M45,
and M23, collectively (Fig. 4). M23 represents a conversion of the
acalabrutinib warhead 2-butynamide to a b-ketoamide (ACP-5134).

TABLE 4

Summary of the mean total recovery of radioactivity 0–96 hours after an oral dose of [14C]acalabrutinib to male and
female rats and dogs and the geometric mean 0–168 hours after an oral dose to male and female human subjects

expressed as a percentage of administered dose

Values are presented as means 6 S.D. and geometric means (%CV).

Type of Sample

Administered Dose Recovered

Rat Dog Human

Male (n = 3) Female (n = 3) Male (n = 3) Female (n = 3) Overall (n = 6)

%

Urine 2.7 6 0.8 3.6 6 0.3 15.2 6 1.4 14.6 6 3.0 12.0 (15.9)
Feces 91.2 6 6.0 88.3 6 3.6 71.8 6 0.7 69.3 6 7.9 83.5 (5.1)
Cage rinse 0.2 6 0.03 0.8 6 0.4 2.5 6 0.9 1.6 6 1.9 NA
Carcass 0.7 6 0.1 1.0 6 0.5 NA NA NA
Total 96.8 6 3.5 94.3 6 2.6 91.1 6 0.5 87.5 6 6.3 95.7 (4.5)

NA, not applicable.
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Empirically, this represents a hydration of the alkyne functional group;
however, based on chemical stability, it may be more likely to result
from the hydrolysis of enol thioether metabolites in feces (T. Podoll
et al., manuscript in preparation). Reduction of the ketone of M23
produced theb-hydroxybutanamideM45. The next most abundant feces
metabolite components were 7.5%, 5.2%, and 3.5% of the excreted dose,
representingM24, coelutingM17 andM18, andM27, respectively.M17
and M24 may result from the further oxidation of M45, and M18 and
M22 may result from two hydroxylations.
In summary, metabolite profiling and identification data indicate that

[14C]acalabrutinib underwent extensive metabolism in humans (Fig. 1;
Table 5). This occurred primarily by oxidation of its pyrrolidine ring,
with one active metabolite, M27 (ACP-5862), appearing in plasma at an
exposure that was higher than parent acalabrutinib. Other pathways
involved amide hydrolysis, GSH conjugation, and alkyne hydration. The
relatively insignificant excretion of parent acalabrutinib in feces and
urine indicates that metabolic clearance is the major route of acalabru-
tinib elimination in humans.

Discussion

Single oral doses of 100mg acalabrutinib administered to healthymale
and female human subjects in this study were safe and well tolerated. No

clinically significant changes or findings were noted from adverse events,
clinical laboratory evaluations, vital sign measurements, or 12-lead
electrocardiography for this study. Among the male and female subjects
enrolled in this study, there was no obvious sex dependence in the PK of
acalabrutinib.
In vitro studies established the role of CYP3A and GST (GSTM1

and GSTM2) in the metabolic turnover of acalabrutinib. In addition,
acalabrutinib is a substrate for BCRP. Therefore, the effect of muta-
tions resulting in BCRP [421C.A], CYP3A5 [6986A.G], andGSTM1
[2/2 (null), 2/+, +/+] on the disposition of acalabrutinib (Xie et al.,
2004; Krivoy et al., 2012; Lee et al., 2015) was investigated. Outcomes
from the small number of subjects in cohort 2 of this study, coupled with
results from several other healthy subject studies (data on file), indicated
that an ADME genotype-related impact on acalabrutinib major meta-
bolic clearance pathways was not likely to occur. Given the pre-
dominance of the oxidative metabolic pathway, collectively these data
indicate that variability in CYP3A4 expression may be the predominant
determinant of acalabrutinib exposure in patients.
The absolute bioavailability of acalabrutinib was established using a

microtracer approach, wherein the [14C]acalabrutinib intravenous dose
was delivered shortly after the Cmax for the oral dose of its unlabeled
to-be-marketed capsule formulation. Good oral bioavailability (25%)
was observed. Rapid absorption of the oral dose was followed by rapid
elimination with similar t1/2 values between the oral and intravenous
doses. Given the role of CYP3A in the metabolism of acalabrutinib,
extraction by gut enzymes during absorption can be anticipated.
Concordant with observed bioavailability, acalabrutinib extraction was
approximately 50% for both the gut and the liver (unpublished data) in a
Qgut model using intravenous metabolic clearance data and CYP3A4
scaling from the gut to the liver (Gertz et al., 2010). By comparison, the
first-pass extraction ratio of ibrutinib was estimated to be 92% with low
bioavailability (Scheers et al., 2015). High first-pass metabolism appears
to contribute to a higher required daily dose to achieve effective BTK
target coverage for ibrutinib at 560 mg daily, compared with the 200 mg
total daily dose of acalabrutinib in relapsed/refractory mantle cell
lymphoma [see prescribing information for Imbruvica (Pharmacyclics,
Sunnyvale, CA) and Calquence].
Acalabrutinib was designed with a less reactive 2-butynamide

electrophile to selectively modify cysteine-481 in the ATP binding
pocket of BTK by means of an essentially irreversible covalent bond.
Ibrutinib binds irreversibly to BTK via a similar mechanism, employing
the more reactive acrylamide electrophile, like other approved covalent
kinase inhibitors (afatinib, neratinib, and osimertinib). A previous report
established increased kinase selectivity of acalabrutinib relative to
ibrutinib and spebrutinib and showed reduced chemical reactivity with
GSH in vitro (Barf et al., 2017).
Previous reports of the acrylamide-containing covalent kinase

inhibitors have shown significant irreversible binding to off-target
proteins (Chandrasekaran et al., 2010; Stopfer et al., 2012; Scheers
et al., 2015; Dickinson et al., 2016) that contributed to difficulty
measuring the plasma-free fraction in vitro. The reversible plasma
protein binding levels of acalabrutinib and ACP-5862 were high and
not concentration dependent. The experimental method for non-
covalent plasma protein binding studies that was applied to these
2-butynamide covalent inhibitors (acalabrutinib and ACP-5862)
indicated recovery and stability consistent with lower binding to
off-target proteins than the acrylamide-based TCIs. Acalabrutinib
protein binding was lowest in mice and dogs (75.4% and 68.4%
bound, respectively), the species with the highest blood cell partitioning
(approximately 50%–56%). In humans, plasma protein binding averaged
97.5% and 98.6% for acalabrutinib andACP-5862, whereas the blood-to-
plasma ratio averaged 0.79 and 0.66, respectively. These data indicate

Fig. 4. Reconstructed AMS chromatograms from plasma extract (A), urine (B), and
feces extract (C) after a single oral administration of [14C]acalabrutinib (100 mg, 1 mCi) to
healthy male and female subjects showing metabolites identified in each matrix.
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that a smaller fraction of the ACP-5862 metabolite total plasma exposure
is available for BTK inhibition, relative to the parent molecule. Based on
these results, rapid and acceptable recovery of 14C was anticipated during
in vivo ADME studies, as little evidence of off-target binding was
observed in vitro.
Whole blood and plasma PK for total 14C were very similar in rats,

dogs, and humans during the initial absorption phase. They reached
similarCmax values and declined rapidly by approximately one log value
during the first few hours postdose (Fig. 3). In dogs, parent acalabrutinib
was a significant proportion of the total radioactivity, accounting for
nearly half of the total 14C AUC0–t (Supplemental Table 2). In rats and
humans, parent acalabrutinib accounted for 11.3% and 8.7% of the
AUC0–t for total

14C, indicating greater metabolic clearance, relative to
dogs. In addition, during the terminal phase of elimination of 14C in rats
and humans, a clear trend of an increasing blood-to-plasma ratio was
observed as the estimated terminal half-life in the whole blood fraction
exceeded the duration of data collection. At the later time points in rats
and humans, .90% and .87% of the administered total radioactivity
had been recovered in excreta by 48 and 96 hours postdose, respectively.
Measurable amounts of radioactivity persisted in the circulation, an
increasing proportion of which was observed in the blood cell fraction
relative to plasma. This result may be partly attributed to covalent
binding of acalabrutinib to its pharmacological target, BTK, which is
expressed in components of whole blood. A visual comparison of the
relative concentration of residual radioactivity from acalabrutinib versus
ibrutinib in human plasma indicates that covalently bound terminal
phase residues may be relatively higher in ibrutinib and could be a
manifestation of lower butynamide warhead reactivity in acalabrutinib
relative to the reactivity of the acrylamide warhead of ibrutinib (Scheers
et al., 2015).
Measurement of target engagement in PBMCs via the 14C label was

an exploratory objective of the human ADME study. The mean
disappearance of 14C in PBMCs across the six subjects in cohort
2 was approximately log-linear during the polyexponential elimination

from plasma and whole blood (Fig. 3). A portion of the radioactivity
observed in the whole blood fraction was confirmed to be associated
with PBMCs, the fraction containing the B cells targeted by acalabru-
tinib therapy. Converting the initial observed 14C concentration in
PBMCs to molecules per PBMC resulted in an estimate of approxi-
mately 100,000 acalabrutinib molecules per PBMC. It is not clear from
these data whether this is a reasonable estimate of BTK content in
PBMCs; nonetheless, AMS appears to be a potential (albeit expensive)
tool for measuring the elimination of covalently bound BTK from
PMBCs or, stated differently, the rate of PBMC BTK resynthesis.
Extrahepatic clearance is a general trait attributed to TCIs based, in

part, on the reactivity of the acrylamide electrophile and off-target
binding (Shibata and Chiba, 2015; Leung et al., 2017). Given the higher
overall 96% recovery of acalabrutinib-related 14C during the human
ADME trial, combined with that specifically observed for extraction of
feces samples, irreversible protein binding does not appear to be a
meaningful route of extrahepatic clearance for acalabrutinib.
The majority of acalabrutinib metabolism could be summarized by

three major routes: oxidation of the pyrrolidine ring, GSH conjugation,
and amide hydrolysis. Amide hydrolysis is readily quantifiable in rat and
dog plasma (M1, Supplemental Tables 1 and 2) but was below
quantifiable limits in human plasma, confirmed instead by the down-
stream metabolite M2. Although the 2-butynamide warhead is retained
in this metabolite, the loss of the 2-pyridylbenzamide likely renders it
inactive because of a lack of affinity for the ATP binding pocket (Barf
et al., 2017). GSH conjugation of the alkyne moiety of acalabrutinib to
afford M5 and sequential cleavage of M5 to the cysteinylglycine (M7)
and cysteine conjugates (M10) accounted for a greater proportion of
circulating radioactivity in dogs relative to rats and humans. Direct
chemical reaction with GSH, Cys-Gly, or Cys with the alkyne warhead
is possible, yet a screen for acalabrutinib loss suggested an enzymatic
requirement for GSTM1 and GSTM2 (data on file).
By far the most abundant metabolite in the circulation in rats and

humans was the oxidation of the pyrrolidine ring resulting in formation

TABLE 5

Acalabrutinib metabolites identified in human plasma, urine, and feces

Component Proposed Identification Retention Time m/z
Excreted Dose

AUC
Human Plasma

Human Feces Human Urine

min %

M2 Oxidation, amide hydrolysis 11.3a 406.1506 Trace Trace ND
M3 Oxidation, dealkylation 17.2a 431.1459 1.8 1.3 2.5
M37 [M + H]+ = 442 22.1a 442.1983 Trace Trace ND
M5 (ACP-5530) GSH adduct 24.3b 773.2808 ND ND 2.2
M7 (ACP-5531) Cysteinylglycine adduct 27.6b 644.2381 ND 2.7 10.8
M9 Oxidized ACP-5531 27.7b 660.2328 ND
M10 (ACP-5461) Cysteine adduct 28.1b 587.2178 Trace
M11 Oxidized ACP-5461 28.3a 603.2129 Trace
M14 (ACP-5825) Oxidation (pyrrolidine) 29.5a 482.1928 Trace Trace ND
M16 Reduction of M27 30.9a 484.2088 2.9 0.6 2.2
M17 Reduced ACP-5134, pyrrolidine oxidation,

and dehydration
31.6a 484.2087 5.2 Trace ND

M18 Two oxidations (+O2) 31.4c 498.1879 ND Trace
M22 Two oxidations (+O2) 33.0a 498.1878 12.1 0.5 Trace
M45 Reduced ACP-5134 33.0c 486.2242 Trace Trace
M23 (ACP-5134) Hydrated alkyne 33.6a 484.2086 Trace Trace
M24 Reduced ACP-5134 +O 34.2a 502.2192 7.5 Trace Trace
M25 Oxidation (pyrrolidine), dehydration 35.6a 464.1825 Trace 0.2 5.9
Parent Acalabrutinib 38.5b 466.1983 1.2 0.5 8.6
M27 (ACP-5862) Oxidation (pyrrolidine), ring opening 41.6b 482.1935 3.5 0.5 34.7

Grouped metabolites coeluted in the same fractions comprising the reconstructed chromatographic trace. Trace indicates that the component was observed via MS/MS, but 14C was not above
baseline. m/z, mass-to-charge ratio; ND, not detected.

aRetention time from human urine chromatograms.
bRetention time from human plasma chromatograms.
cRetention times from human feces chromatograms.
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of the late-eluting, active metabolite M27 (ACP-5862). In vitro BTK
inhibition experiments with acalabrutinib and ACP-5862 showed
covalent inhibition by both, determined KI and kinact values, and
demonstrated similar kinase selectivity profiles (T. Podoll et al.,
manuscript in preparation). The percentage of plasma AUC in humans,
as determined by time-proportional pooling, was 34.7% of the total
radioactivity in the circulation, four times greater than parent acalabru-
tinib (8.6%). No other metabolites were greater than 10% of circulating
radioactivity. Detailed metabolite structure elucidation studies were
conducted to discern the site of oxidation and the final structure of the
late-eluting metabolite ACP-5862 (T. Podoll et al., manuscript in
preparation).
The b-ketoamide, M23 (ACP-5134, also a known degradation

product of acalabrutinib; data on file), made up a large proportion of
the radioactivity excreted in feces (Fig. 4; Table 5). Chemical hydration
of the acalabrutinib butynamide warhead in vitro to directly afford
ACP-5134 is slow (data on file), and ACP-5134 levels in human plasma
are low. The relatively high plasma concentrations of novel enol
thioether conjugates (M5, M7, and M10) arising from Michael addition
of thiols to the acalabrutinib warhead led to stability studies on the
synthetic standard of M5 (ACP-5530). Results showed that enol
thioether metabolites are potential precursors of b-ketoamide–derived
metabonates in feces (T. Podoll et al., manuscript in preparation).
Relative to acrylamide-containing TCIs previously approved by the

FDA, acalabrutinib is less GSH reactive, and this may account for
acalabrutinib’s BTK selectivity and lower off-target binding in plasma in
this human ADME study. Acalabrutinib’s moderate hepatic oxidative
metabolic clearance to an active circulating metabolite, coupled with
good oral absolute bioavailability that results in high and sustained BTK
occupancy in lymphoma patients dosed with a 100 mg twice-daily
regimen, all indicate suitable PK for a short half-life covalent agent with
extended biologic activity against BTK.
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Table S1 

Pharmacokinetic parameters for [14C]acalabrutinib and metabolites in pooled plasma samples  

after a single oral dose of [14C]acalabrutinib to rats (100 mg/kg) 

Sex Metabolite 

Cmax  

(ng eq/g) 

Tmax  

(h) 

AUC0-t  

(ng eq•h/g) 

AUC0-∞  

(ng eq•h/g) 

t1/2  

(h) 

% of 

Profile a 

% of 

Parent b 

Male 

n = 3 

M1 (ACP-5197) 1330 1 1740 NC2 NC2 4.3 38.1 

M5 (ACP-5530) 1230 1 3430 4920 2.13 c 8.5 75.1 

M10 (ACP-5461B) 536 1 NC1 NC2 NC2 NA NA 

M23 (ACP-5134) 646 2 2050 NC2 NC2 5.1 44.9 

M25 NA NA NA NA NA NA NA 

Acalabrutinib (parent) 1790 1 4570 5380 1.35 c 11.3 NA 

M27 (ACP‑5862) 3510 2 23300 40400 9.61 57.4 510 

Total 14C in profile 8690 1 40600 47100 3.64 c NA 888 

Female 

n = 3 

M1 (ACP-5197) 1700 0.25 2250 3150 1.14 c 4.2 37.1 

M5 (ACP-5530) 4050 1 6470 NC2 NC2 12.0 107 

M10 (ACP-5461B) 2140 2 3050 NC2 NC2 5.7 50.2 

M23 (ACP-5134) 759 2 NC1 NC2 NC2 NC1 NC1 

M25 277 1 NC1 NC2 NC2 NA NA 
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Acalabrutinib (parent) 4110 1 6070 11500 1.47 c 11.3 NA 

M27 (ACP‑5862) 3770 2 22600 NC2 NC2 42.1 372 

Total 14C in profile 17500 1 53700 57800 2.88 c NA 885 

Abbreviations: AUC0-t, area under the concentration time curve from time 0 to the last quantifiable concentration (ng equivalent hours/g); AUC0-∞, area under 

the concentration time curve from time 0 to infinity (ng equivalent hours/g); Cmax, maximum concentration (ng equivalent/g); NA, not applicable - entire 

profile not detectable; NC1, not calculated due to less than 3 available concentration values; NC2, not calculated due to the lack of a distinct elimination 

phase; Tmax, time of maximum observed plasma concentration (ng equivalent/g) observed; t1/2, terminal half-life. 

 

a % of profile = (100/total 14C in profile AUC0-t)•AUC0-t of parent or metabolite. 

b % of parent = (100/acalabrutinib AUC0-t)•AUC0-t of metabolite or total 14C in profile. 

c Cmax used in calculation; terminal profile may not be representative of true elimination phase. 
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Figure S1  

Reconstructed ion chromatogram and radiochromatogram from analysis of a 1-hour 

pooled plasma sample obtained from male rats after a single oral administration of 

[14C]ACP-196 (Group 1, 100 mg/kg) 
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Table S2 

Pharmacokinetic parameters for [14C]acalabrutinib and metabolites in pooled plasma samples  

after a single oral dose of [14C]acalabrutinib to dogs (30 mg/kg) 

 Sex  Component 
Cmax 

(ng eq/g) 

Tmax 

(h) 

AUC0-t 

(ng eq•h/g) 

AUC0-∞ 

(ng eq•h/g) 

t1/2 

(h) 

% of 

Profilea 

% of 

Parentb 

Male M1 (ACP-5197) 847 2 2230 4960 3.37 c 5.8 12.5 

(n = 3) M5 (ACP-5530) 644 2 1780 2400 1.59 c 4.6 10.0 

 

M7 (ACP-5531)/ 

M40 508 2 1580 4020 4.52 c 4.1 8.9 

 

M10 (ACP-5461B) 1890 4 7420 NC NC 19.1 41.7 

 

M23 (ACP-5134) NA NA NA NA NA NA NA 

 

M25 318 3 612 NC NC 1.6 3.4 

 

Acalabrutinib 

(parent) 6830 1 17800 21500 1.35 45.9 NA 

 

M27 (ACP‑5862) 797 2 2350 3620 2.13 c 6.1 13.2 

 

Total 14C in profile 10400 1 38800 40000 0.92 c NA 218 

       

  

Female M1 (ACP-5197) 1050 2 2720 4930 d 2.52 c 5.9 14.1 

(n = 3) M5 (ACP-5530) 991 1 1900 2770 d 1.52 c 4.1 9.8 

 

M7 (ACP-5531)/ 

M40 743 2 1930 2650 1.61 c 4.2 10.0 

 

M10 (ACP-5461B) 2530 3 9990 15000 d 2.79 c 21.7 51.8 

 

M23 (ACP-5134) 454 3 227 NC NC 0.5 1.2 

 

M25 540 2 1160 NC NC 2.5 6.0 

 

Acalabrutinib 

(parent) 8370 1 19300 21600 1.01 41.9 NA 

 

M27 (ACP‑5862) 1310 1 3750 5780 d 2.10 8.1 19.4 
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Table S2 

Pharmacokinetic parameters for [14C]acalabrutinib and metabolites in pooled plasma samples  

after a single oral dose of [14C]acalabrutinib to dogs (30 mg/kg) 

 Sex  Component 
Cmax 

(ng eq/g) 

Tmax 

(h) 

AUC0-t 

(ng eq•h/g) 

AUC0-∞ 

(ng eq•h/g) 

t1/2 

(h) 

% of 

Profilea 

% of 

Parentb 

 

Total 14C in profile 13700 1 46100 48000 1.02 NA 239 

Abbreviations: AUC0-t, area under the concentration time curve from time 0 to the last quantifiable concentration 

(ng equivalent hours/g); AUC0-∞, area under the concentration time curve from time 0 to infinity (ng 

equivalent hours/g); Cmax,  maximum concentration (ng equivalent/g); NA, not applicable - entire profile not 

detectable; NC, not calculated due to the lack of a distinct elimination phase; Tmax, time of maximum 

observed plasma concentration (ng equivalent/g) observed; t1/2, terminal half-life. 

 

a % of profile = (100/total 14C in profile AUC0-t)•AUC0-t of parent or metabolite. 

b % of parent = (100/acalabrutinib AUC0-t)•AUC0-t of metabolite or total 14C in profile. 

c Cmax used in calculation; terminal profile may not be representative of true elimination phase. 

d AUC0-∞% extrapolated >30%. 
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Figure S2  

Reconstructed ion chromatogram and radiochromatogram from analysis of a 2-hour 

pooled plasma sample obtained from male dogs after a single oral administration of 

[14C]ACP-196 (Group 1, 30 mg/kg) 

 

 


