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Summary

Purpose—Activation of EGFR can stimulate proliferative and survival signaling through mTOR.
Preclinical data demonstrates synergistic activity of combined EGFR and mTOR inhibition. We
undertook a phase I trial of temsirolimus (T, an mTOR inhibitor) and EKB-569 (E, an EGFR
inhibitor) to determine the safety and tolerability.

Methods—The primary aim was to determine the maximally tolerated dose (MTD) of this
combination in adults with solid tumors. Following the dose-escalation phase, (Cohort A), two
subsequent cohorts were used to assess any pharmacokinetic (PK) interaction between the agents.
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Results—Forty eight patients were enrolled. The MTD of this combination was E, 35 mg daily
and T, 30 mg on days 1-3 and 15-17 using a 28-day cycle. The most common toxicities were
nausea, diarrhea, fatigue, anorexia, stomatitis, rash, anemia, neutropenia, thrombocytopenia, and
hypertriglyceridemia. Sixteen patients (36%) had at least one grade 3 toxicity. The most frequent
grade 3/4 toxicities were diarrhea, dehydration, and nausea and vomiting (19% each). No grade 5
events were seen. Four patients had a partial response and 15 had stable disease. Clinical benefit
was seen across a range of tumor types and in all cohorts. PK analysis revealed no significant
interaction between E and T.

Conclusions—This combination of agents is associated with tolerable toxicities at doses that
induced responses. PK studies revealed no interaction between the drugs. Further investigations of
this targeting strategy may be attractive in renal cell carcinoma, non-small cell lung cancer,
alveolar sarcoma, and carcinoid tumor.
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Introduction

The mammalian target of rapamycin, mTOR, is a serine/threonine protein kinase that
regulates cell proliferation, protein synthesis, survival and transcription through integration
of stimulation from mitogenic upstream pathways [1, 2], and dysregulation of this pathway
has been implicated as an important mediator of certain cancers [3]. In response to input
from HER family of receptors, VEGF, insulin, insulin-like growth factors, and other
mitogenic stimuli critical to cancer growth and survival, mTOR is activated downstream of
PI3K/AKkt [4]. The persistent activation of PI3K/Akt pathway has been repeatedly
demonstrated in laboratory models of resistance to anti-EGFR therapy, suggesting that
downstream blockage of mTOR, may be helpful is overcoming crosstalk signaling through
additional mitogenic pathways [4-7]. Thus, inhibitors of the mTOR pathway are an
attractive anticancer strategy.

Temsirolimus (CCI-779) is a rapamycin analog with a more favorable pharmacokinetic
profile that has been developed for clinical use as an inhibitor of mTOR. Temsirolimus has
been approved for use as first line, single agent therapy in advanced renal cell carcinoma.
Phase Il studies with temsirolimus in mantle cell lymphoma have reported overall response
rate of 38-41% and a median TTP of 6 months [8, 9]. Two trials in glioblastoma multiforme
have shown a TTP of 9-38 weeks but with some partial responses and disease stability noted
[10, 11]. On the basis of these trials, further trials of agents in combination with
temsirolimus in recurrent GBM are ongoing. Positive results were also reported in heavily
pretreated advanced breast cancer, with a partial response rate of 9.2%, and further trials are
ongoing [12-15]. In a phase | study with oral administration, the recommended phase 2
single agent dose of temsirolimus was 75 mg/day administered daily for 5 days every 2
weeks [16].. In a phase | study of 1V administration, the toxicities were tolerable and
reversible acne, rash, and mucositis up to a maximum tested dose of 220 mg/m?2 IV once
weekly [17].

EKB-569 is a small molecule tyrosine kinase inhibitor (TKI) that is an irreversible, orally
available, and selective inhibitor of EGFR which also binds to the ErBb2 receptor at higher
concentrations [10]. A significant advantage to EKB-569 over the currently approved TKIls
is its ability to overcome acquired or primary resistance to these drugs mediated by the
T790M mutation in EGFR [11]. To date, 3 Phase | studies involving EKB-569 have been
reported. The first examined EKB-569 as a single agent in advanced solid tumors [12],
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while the second and third examined combination therapy in metastatic colorectal cancer
with capecitabine or 5-FU, leucovorin, and irinotecan (FOLFIRI) [13, 14], respectively. As a
single agent, an MTD of 75 mg daily with a DLT of grade 3 diarrhea was established. In
combination with capecitabine, the MTD was 50 mg daily with DLTs of diarrhea and rash;
while the combination with FOLFIRI produced a recommended dose of 25 mg daily with
DLTs of diarrhea, neutropenia, and asthenia.

Our rationale for combining agents that inhibit mTOR and EGFR is based on the hypothesis
that blocking the activity of 2 important signaling proteins will lead to a synergistic clinical
benefit. This hypothesis is supported by our preclinical data in which we demonstrated that
combining the EKB-569 analog EKI 875 and rapamycin led to a synergistic cytotoxicity in
glioma cell lines [15].

The goals of this study were to: (1) determine the maximally tolerated dose of concurrently
administered temsirolimus and EKB-569 in patients with advanced solid tumors; (2)
describe the toxicity of the treatment combination; (3) describe the response rate of the
treatment combination (4) to establish the pharmacokinetics of the drugs in combination.

Patients and methods

Patient selection

Patients over 18 years of age with histologic proof of cancer that was unresectable were
eligible for this study. Patients had to be able to provide informed consent, have an
estimated life expectancy =12 weeks, an ECOG performance status (PS) <2, and had to be
willing to return to Mayo Clinic for follow—up. Adequate organ function was defined based
on laboratory values obtained <14 days prior to registration: (1) ANC >1500/uL; (2) PLT
>100,000/uL; (3) total bilirubin <upper limit of normal (ULN); (4) AST <3x ULN or AST
<5x ULN if liver involvement; (5) creatinine <1.5x ULN; (6) fasting cholesterol <350 mg/
dL; (7) fasting triglycerides <400 mg/dL; (8) Hgb =10 g/dL. Women of childbearing
potential only were required to have a negative serum pregnancy test done <7 days prior to
registration.

Patients were excluded if they had used any of CYP3A4 inducing drugs <7 days prior to
registration, if there was known standard therapy for the patient’s disease that was
potentially curative or definitely capable of extending life expectancy, if they had any
uncontrolled infection, or HIV positive patients on antiretroviral agents that undergo
CYP3A4 metabolism. Further exclusion criteria included prior therapies with any agent
targeting EGFR or mTOR, chemotherapy <4 weeks prior to study entry, mitomycin C/
nitrosoureas <6 weeks prior to study entry, immunotherapy <4 weeks prior to study entry,
biologic therapy <4 weeks prior to study entry, radiation therapy <4 weeks prior to study
entry, and radiation to >30% of bone marrow, failure to fully recover from acute, reversible
effects of prior chemotherapy regardless of interval since last treatment, New York Heart
Association classification 111 or IV, CNS metastases or seizure disorder, other concurrent
chemotherapy, immunotherapy, radiotherapy, or any ancillary therapy considered
investigational, concurrent use of warfarin or oral contraceptives or any of the following: (1)
pregnant women; (2) nursing women; (3) men or women of childbearing potential who are
unwilling to employ adequate contraception.

Trial design and treatment

Patients were treated on a 28 day cycle. The initial dosing plan is outlined in Table 1. In the
original dose escalation cohort (Cohort Al), EKB-569 was given orally on a daily basis on
days 1-28, and temsirolimus was given orally on days 1-7 and 15-21 with the dose
escalations of both drugs as part of the schema. The intermittent oral dosing schedule for the
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temsirolimus was modeled on previous phase | data with a significant reduction of the
starting dose [16].

As no tolerable dose was found with the original dosing scheme in cohort Al, the protocol
was amended with a new dosing cohort designated as Cohort A2, in which EKB-569 was
given orally daily on days 1-28 and temsirolimus was reduced and given orally on days 1-3
and 15-17. In this new dose escalation design, the dose of temsirolimus was fixed at 30 mg
and EKB-569 was started at 10 mg.

Dose escalation was performed in a standard cohort of 3+3 design. Three patients were
treated at a given dose level and observed for at least 4 weeks to assess toxicity before new
patients are treated. Doses were not escalated in any individual patient.

All toxicities were graded according to the National Cancer Institute common toxicity
criteria (version 3.0). Nonhematologic toxicity >Grade 3 was considered dose limiting.
Grade 4 neutropenia, Grade 4 anemia, platelets <25,000 and serum creatinine =2 times
baseline were also considered dose limiting. Any persistent or intolerable toxicity leading to
dose delay or dose reduction was also considered dose limiting. The maximally tolerated
dose (MTD) was defined as one dose level below the lowest dose that induces dose-limiting
toxicity in at least one-third of patients (at least 2 of a maximum of 6 new patients).

After the MTD was reached, accrual continued in two additional cohorts designated B and C
consisting of six patients each for correlative studies and to assess potential pharmacokinetic
interactions. In Cohort B EKB-569 was administered on days 4-28 of cycle 1 and days 1-28
of each subsequent cycle. Temsirolimus was given on days 1-3 and 15-17 of all cycles. This
dosing strategy was employed to evaluate temsirolimus and active metabolite sirolimus
plasma levels before and after initial and steady-state levels of EKB-569. In Cohort C
EKB-569 was given on days 1-28 of all cycles, while temsirolimus was given on days 7-9
and 19-21 of cycle 1, then on days 1-3 and 15-17 of all subsequent cycles. This dosing
strategy was employed to evaluate EKB-569 and active metabolite N-desmethy EKB-569
plasma levels before and after initial and steady-state levels of EKB-569 (Fig. 1).

Pretreatment and patient follow-up evaluation

A clinical evaluation including history, physical exam, complete blood count, chemistries,
electrolytes, and CT scans were done at baseline and re-evaluated for response every 8
weeks. In addition to a baseline scan, confirmatory scans were to be obtained 4 weeks
following initial documentation of objective response. A modified Response Evaluation
Criteria in Solid Tumors (RECIST) criteria in which only 3 measurable lesions were
included was used [18]. Patients were followed for a maximum of 3 months after they went
off-treatment.

Descriptive statistics and frequency distributions were used to summarize the patient
characteristics, toxicity patterns and response.

Pharmacokinetic methods

Separate blood samples were drawn for determinations of EKB-569 and temsirolimus.
Whole blood samples (3 ml) for determination of temsirolimus and sirolimus were collected
into tubes containing sodium EDTA, transferred to polypropylene tubes, and stored frozen at
—70°C in an upright position until shipment to the analytical laboratory. VVenous blood (5
ml) for determination of EKB-569 and its des-methyl and N-oxidemetabolites were
collected into EDTA-containing tubes. After gentle inversion (4-5 times), plasma was
separated by centrifugation in a refrigerated centrifuge (~ 5°C) within 15 min after
collection, transferred to a watertight plastic tube, and stored frozen at —70°C in an upright
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position until shipment to the analytical laboratory. Specimens were analyzed using LC/MS
methods developed by Wyeth-Ayerst, as previously described [12, 19, 20].

In Cohort A2, samples were collected before the daily dose on Days 1 (Pretreatment), 2, 3
and 4. In Cohort B, samples were collected before the daily dose, and 2 h, 6 h and 24 h after
the daily dose on Day 1, 3, 15 and 17. In Cohort C, samples were collected before the daily
dose, and 6 h and 24 h after the daily dose on Day 1, 6, 7 and 9.

Patient characteristics

Forty-eight patients (13 in Cohort A1, 22 in Cohort A2, 7 from Cohort B, and 6 from Cohort
C) were enrolled between October 25, 2004 and September 11, 2007. Of these, 2 patients in
Cohort Al, and 1 patient in Cohort A2 were replaced for DLT evaluation due to withdrawal
prior to completion of DLT evaluation period. One patient in Cohort B was replaced due to
hospitalization and received no treatment. These 4 patients were excluded from study
analysis leaving 44 evaluable patients. All patients are off treatment at the time of this
analysis.

Baseline characteristics of the patients are summarized in Table 2. The median age was 58
years old (range 24-84), with 23 women and 21 men. Nearly all were Caucasian (41
patients, 93%), with 2 African American and 1 Asian. The population was heavily
pretreated, with all having had prior surgery. 35 (80%) of patients had prior chemotherapy,
and 17 (39%) of patients prior radiation therapy.

Patients received a median of 2 cycles of therapy (range 1-32). At the time of last follow-up
38 (86%) were alive and 34 (77%) had progressive disease. The primary reason for coming
off study was disease progression (34 patients, 77%), while 5 patients (11%) had adverse
events, 3 patients refused further treatment, 1 died of his disease, and 1 patient with ongoing
toxicity in whom the lowest dose level had been reached on Cohort Al.

Dose escalation

Toxicity

DLT was seen in two patients at dose level 1 Cohort Al. One patient had grade 3 oral cavity
mucositis and rash/desquamation; and one patient had grade 3 diarrhea, dehydration and
anorexia. Two patients at dose level -1, experienced a DLT, with one patient having grade 2
oral cavity mucositis and one patient grade 3 diarrhea and oral cavity mucositis. At dose
level -2 in Cohort A1, two patients developed intolerable toxicity with mucositis and
neutropenia in one patient and grade 3 fatigue in another and the schedule was abandoned.
In Cohort A2, DLT was seen in one patient at dose level 0 (grade 2 AST), one patient at
dose level 3 (grade 3 stomatitis/oral cavity mucositis and pain), and two patients at dose
level 4 (one patient had grade 2 oral cavity mucositis, weight loss, and taste and one patient
had grade 2 hand/foot syndrome) (Table 3). Although the toxicities at dose level 4 only
qualified as grade 2, they necessitated a dose delay, and thus qualified as DLTs. Therefore,
the MTD dose was 35 mg/d of EKB569 and 30 mg/d of temsirolimus and patients in
Cohorts B and C were enrolled at this dose (level 3 in Cohort A2).

The most common toxicities were nausea, diarrhea, fatigue, anorexia, stomatitis, rash,
anemia, neutropenia, thrombocytopenia, and hypertriglyceridemia. Sixteen patients (36%)
had at least one grade 3 or 4 toxicity (Fig. 2a and b). The most frequent grade 3/4 toxicities
were diarrhea, dehydration, and nausea and vomiting (19% each).
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No grade 5 events were seen in this study. Only 2 grade 4 events (both deemed possible
related) were seen in 2 patients from Cohort C (one patient had hypokalemia; and one
patient had neutropenia). Neither of these toxicities were seen in the MTD dose level in
Cohort A2. In Cohort B, there was one grade 3 AST elevation and one grade 3 leukopenia
and neutropenia.

Out of the 15 patients who had stable disease as their best response, one patient had stable
disease for 5 cycles, one patient had stable disease for 2 cycles, and two patients had stable
disease for 1 cycle in Cohort A1. Two patients had stable disease for 3 cycles and six
patients had stable disease for 1 cycle in Cohort A2. In Cohort B one patient had stable
disease for 8 cycles and one patient had stable disease for 5 cycles and in Cohort C one
patient had stable disease for 1 cycle (Table 4).

Two patients in Cohort Al had partial responses (PR). One patient with a metastatic
carcinoid tumor had a PR for 21 cycles and another with renal cell carcinoma had a PR for 5
cycles. From Cohort C one patient with a non-small cell carcinoma of unknown primary had
a PR for 5 cycles and another with alveolar soft part sarcoma had a PR for 3 cycles.

Pharmacokinetics

In Cohort A2 temsirolimus Day 2 (0.95+0.45 ng/ml) and Day 4 (1.49+0.48 ng/ml) trough
concentrations were maintained as the EKB-569 dose was increased from 10-35 mg/day.
Temsirolimus Day 2 (2.49+1.75 ng/ml) and Day 4 (2.49+1.36 ng/ml) trough concentrations
increased approximately 2-fold when the EKB-569 dose was increased to 45 mg/day.
However, sirolimus trough concentrations did not appear to differ between dose levels as the
EKB-569 dose was increased from 10-45 mg/day. The sirolimus Day 4 trough concentration
remained unchanged (20.9+19.8 ng/ml versus 23.0+19.1 ng/ml) as the EKB-569 dose was
increased from 10-45 mg/day.

The accumulation of temsirolimus in Cohort B and EKB-569 in Cohort C are summarized in
Table 5A and B, respectively. In Cohort B, when EKB-569 was added to temsirolimus on
Day 15, temsirolimus AUCq_24n) Values increased by 66% when compared to day 1 while
sirolimus AUCqg.24n) values were similar on day 1 and day 15. The day 17/day 3 AUC(g_24h)
ratios indicate that both temsirolimus and sirolimus AUC q.p4n) values were higher after 3
days of temsirolimus and EKB-569 (day 17) compared to 3 days of temsirolimus alone (Day
3). Given the high variability between patients it is unclear the increased AUC g.24n) is due
to an interaction between temsirolimus and EKB-569.

In Cohort C, when temsirolimus was added to EKB-569 on Day 7, EKB-569 AUCq_24h)
values increased by about 19% with little additional accumulation on Day 9. AUCq.24n)
values of the N-desmethyl metabolite of EKB-569 were 40% higher on Day 7 and nearly 2-
fold higher on Day 9. However, the variability between patients was also high on Day 9.
(Table 5B)

Discussion

The novel combination of temsirolimus and EKB-569 in this trial resulted in partial
responses at the MTD. The initially designed dose escalation scheme proved to be poorly
tolerated, necessitating a revised dosing strategy denoted Cohort A2. With the revised
schema an MTD of EKB-569 at 35 mg once daily and Temsirolimus at 30 mg once daily on
days 1-3 and 15-17 every 28 days was identified.
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The most frequent grade 3 and 4 toxicities were diarrhea, nausea, and vomiting, which is
consistent with previous reports of Phase I studies with EKB-569. The stomatitis and rash in
our study is more consistent with prior studies of temsirolimus. The grade 3 and 4
hematologic toxicities are greater than what has been seen with either agent alone.

As temsirolimus and EKB-569 are both substrates for CYP3A4, the poor tolerability of the
initial drug regimen could be explained in part by inhibition of CYP3A4-catalyzed
metabolism of both drugs. Thus a pharmacokinetic study was included to investigate the
possibility of a drug interaction. Unsurprisingly, the small number of patients in each cohort
and large interpatient variability in AUC values do not permit definitive assessment of a
drug-drug interaction for temsirolimus and EKB-569. However, it is unlikely that
temsirolimus inhibits the metabolism of EKB-569 at the doses administered in this trial,
since administration of temsirolimus with EKB-569 did not reduce the AUC of N-desmethyl
EKB-569 which is formed by CYP3A4-catalyzed metabolism of EKB-569. The effect of
EKB-569 on temsirolimus metabolism is unclear since sirolimus is formed by
carboxylesterase-catalyzed metabolism of temsirolimus rather than CYP3A4-catalyzed
metabolism. Further evaluation would be needed with this combination to draw definitive
conclusions, though it did not appear that there was a clear pharmacological interaction
between the two agents. In light of this and the enhanced toxicity over what is seen with
either agent alone, our results suggest that EKB-569 and temsirolimus enhance each others
toxicity in an on target fashion rather than through pharmacokinetic interaction.

Our study suggests that further study combining mTOR and a TKI of the EGFR is an
attractive strategy, but that the potential for overlapping toxicity also exists. As the synergy
is potentially class specific, these data should be considered in future trials of agents
simultaneously blocking EGFR and mTOR.

The partial responses seen in this study are consistent with what has been seen with each
drug as a single agent. These responses were observed in carcinoid tumor, renal cell cancer,
non-small cell cancer, and alveolar soft part sarcoma.

Clinical development of small molecule EGFR inhibitors with mTOR inhibitors are
continuing with temsirolimus in combination with the irreversible pan-erbB receptor
tyrosine kinase inhibitor, neratinib (NCT00838539), a more potent analog of EKB-569 [21,
22]. Additionally, investigations are ongoing with everolimus and the pan-erbB inhibitor,
lapatinib (NCT00352443), a reversible pan-erbB receptor tyrosine kinase inhibitor [23, 24].
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Cohort A1

EKB-569 (Days 1-28)
CCI-779 (Days 1-7 & 15-21)

|

Escalation
not tolerated

Protocol
Meadification

Page 10

Cohort A2

Fig. 1.

EKB-569 (Days 1-28)
CCI-779 (Days 1-3 & 15-17)

Determine maximally tolerated doses (MTD) of

combination

Cohort C

Cohort B
Cycle 1: PK
EKB-569 (Days 4-28) Studies

| CCI-77¢ (Days 1-3 & 15-17)

All subsequent cycles:
EKB-569 (Days 1-28)
CCI-77¢ (Days 1-3 & 15-17)
Repeat q 28 days

Cycle 1:

EKB-569 (Days 1-28)
_CCI-779 (Days 7-9 & 19-21)_
Allsubsequent cycles:
EKB-569 (Days 1-28)
CCI-779 (Days 1-3 & 15-17)
Repest q 28 days

Treatment Schema- Cohort Al represents the initial dose escalation schema, which was
modified (Cohort A2). At the MTD, two additional cohorts of 6 patients were accrued with
single drug run-in periods (Cohort B, temsirolimus run in; Cohort C, EKB-569 run in)
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Treatment-Related Adverse Events for Cycle 1 Only
a Toxicities Occuring 5+ Times Over All Grades

LEUKOPENIA ]

THROMBOCYTOPENIA [ ] @ Grade 1
@ Grade 2

O Grade 3

VOMITING [ ] H Grade 4
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NAUSEA ]
ORAL CAVITY MUCOSITIS ]
FATIGUE ]
DRY SKIN
DIARRHEA ]
DEHYDRATION ]

ANOREXIA ]

0 5 10 15 20 25
Frequency

Treatment-Related Adverse Events Over All Cycles
b Toxicities Occuring 10+ Times Over All Grades

30

LEUKOPENIA .
THROMBOCYTOPENIA =
NEUTROPENIA . B Grade 1
ANEMIA . @ Grade 2
WEIGHT LOSS . O Grade 3
VOMITING — B Grade 4
HYPERTRIGLYCERIDEMIA q
HYPERCHOLESTEROLEMIA
RASH 5
ACNE NOS
NAUSEA —
ORAL CAVITY MUCOSITIS —
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SKIN RXN-HAND/FOOT
FATIGUE =
DYSPNEA 1
DRY SKIN
DIARRHEA —
AST .
ANOREXIA =

Event

0 10 20 30 40 50 60 70 80 90
Frequency

Fig. 2.

aand b Toxicities at least possibly related to treatment. Fourtyfour patients in total (11 for
Cohort Al, 21 for cohort A2, 6 for both cohort B and C) were evaluable for hematological
and non-hematological toxicity. All events occurring at least 5 times during Cycle 1 (a) and
at least 10 times for all cycles (b) are presented
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Table 1
Dose Escalation Plan.
DoseLevel Dose(mg/d)
EKB-569 temsirolimus temsirolimus

(days1-28) (days1-7, 15-21)

(days 1-3, 15-17)

-2 10
-1 20
0 25
18 35
04 10
1 20
2 25
3b 35
4 45

Cohort A1
15
15
20
25

Cohort A2

30

30
30
30

30

a., ..
Starting dose level.

b .
Maximally tolerated dose
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Table 3

Dose limiting toxicities per dose level.

Cohort A1 Cohort A2

DoseLevel No.Pts. DLTs No.Pts. DLTs

-2 2(1) 2 - -
-1 3 2 - -
ob - - 6 1
12 6 (1) 2 3 0
2 - - 3 0
3 - - 6 1
4 - - 3() 2(1)

aStarting dose for Cohort Al;

bStarting dose for Cohort 2; () Patient replaced
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