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efficacy, as proof of concept, in two in vivo mouse models: a
model of B cell activation and a xenograft model of non-
Hodgkin’s B cell lymphoma. To test the effect of the
compounds on B cell activation in vivo, BALB/c mice were
prophylactically dosed with different oral doses of compound
for 30 minutes prior to being challenged with an «-IgD
antibody administered intravenously via tail vein to activate
BCR signaling for up to 5 hours (Fig. 6A). After the treatment,
splenocytes were isolated, and activated B cells were detected
by flow cytometry as B220+CD69+ in a gate of live cells. With
no a-IgD treatment, between 3 and 5% of B cells were active
basally (CD69+) in spleens (data not shown). In mice
treated orally with vehicle and intravenously with a-IgD,
around 30% of B cells were CD69+ (data not shown). This
value was set to 100% activation, and the percentages of
CD69+ B cells in the drug-treated mice were normalized to
the percentage of CD69+ B cells in the a-IgD-treated
control group. Ibrutinib effectively inhibited (>50%) B cell
activation at all doses tested (10, 50, and 100 mg/kg),
whereas idelalisib only inhibited B cell activation by 50%
at 10 mg/kg (Fig. 6B) but was effective at higher doses.
MDVN1003 did not inhibit B cell activation at 10 mg/kg but
inhibited activation by 75% at 50 and 100 mg/kg (Fig. 6B).
The lack of a dose response at 50 and 100 mg/kg of MDVN1003
may suggest that absorption of this compound is already
saturated at 50 mg/kg.

Given that MDVN1003 induced cell death in DOHH-2 cells
and inhibited B cell activation in vivo, we tested whether this
compound was able to inhibit tumor growth in vivo in a
DOHH-2 B cell lymphoma xenograft model. Six- to 7-week-old
CB17/SCID mice were inoculated in the right flank with
5 x 10° DOHH-2 cells. Mice were grouped (n = 10/group) and
dosing began when tumors reached an average of 100 mm?.
Dosing was terminated when the average tumor volume of the
vehicle group reached 2000 mm?. Mice were placed into one of
eight groups and dosed with vehicle, two doses of ibrutinib
(15 or 30 mg/kg), two doses of idelalisib (25 or 50 mg/kg), two
combinations of ibrutinib and idelalisib (15 mg/kg ibrutinib/
25 mg/kg idelalisib or 30 mg/kg ibrutinib/50 mg/kg idelalisib),
or one dose level of MDVN1003 (100 mg/kg). Ibrutinib was
dosed once daily due to its irreversible binding, and idelalisib
and MDVN1003 were both dosed twice daily. Mice were
monitored for body weight and tumor volume over the 21 days
of dosing. The body weight of the mice was unaffected by the
treatments (Fig. 6C). Tumor growth was slowed by combina-
tion treatment of ibrutinib and idelalisib and by treatment
with MDVN1003 (Fig. 6, D and E). On the final day of dosing
(day 31 postinoculation), ibrutinib at either 15 or 30 mg/kg
reduced average tumor volume by 15.7 and 24.7%, respectively,

TABLE 3

ICs0 values for the inhibition of B cell activation in primary mouse
splenocytes and cytotoxic effects in DOHH-2 lymphoma and HEL 92.1.7
cells

Primary B DOHH-2 Cell HEL 92.1.7
ce“(éggg;tmn Viability Cell Viability
nM nM nM
Ibrutinib 6.9 23 >10,000
Idelalisib 5.4 860 >10,000
Combo 1.1 8.4 >10,000
MDVN1003 25.2 1340 >10,000

and idelalisib at 25 or 50 mg/kg reduced average tumor volume
by 6.6 and 14.2%, respectively, as compared with the vehicle
control group (not statistically significant). When dosed in com-
bination, the average tumor volume of the ibrutinib (15 mg/kg)
and idelalisib (25 mg/kg) low combo group was reduced by 38.1%
as compared with the vehicle group, whereas tumors in the
ibrutinib (30 mg/kg) and idelalisib (50 mg/kg) high combo group
were reduced by 57.9% on average as compared with the vehicle
control group (P < 0.001, Kruskal-Wallis corrected for multiple
comparisons). Treatment with MDVN1003 reduced tumor
growth by 45.2% (P < 0.01, Kruskal-Wallis corrected for
multiple comparisons).

Discussion

The potential advantage of dual inhibition of BTK and
PI3KS for treatment of NHL lies in the possibility of treating
refractory patients or overcoming developed resistance to
either BTK or PISKS single inhibitors due to the synergistic or
additive effects of blocking two BCR pathway targets. Codos-
ing BTK and PI3KS single inhibitors is one approach to
gaining the advantage of dual inhibition. Preclinical evidence
supports the notion that inhibiting these two pathways could
result in synergistic or additive effects. Combination treatments
of JeKol cells, an MCL cell line, with ibrutinib and idelalisib
resulted in decreased adhesion to fibronectin, a BCR-dependent
process, as compared with cells treated with each drug
individually (de Rooij et al., 2015). The authors found a strong
synergistic effect with the dual treatment. In another exam-
ple, combination treatment of BCWM.1 Waldenstrom’s
macroglobulinemia cells with both ibrutinib and the highly
selective second-generation PI3K6 inhibitor TGR-1202
(2-[(1S)-1-[4-amino-3-(3-fluoro-4-propan-2-yloxyphenyl)pyrazolo[3,4-
d]pyrimidin-1-yl]ethyl]-6-fluoro-3-(3-fluorophenyl)chromen-4-
one TG Therapeutics, New York, NY) resulted in increased cell
death as compared with treatment with the individual drugs
(Davids et al., 2016).

In this report, we corroborate the findings that cotreatment
of B cells with ibrutinib and idelalisib results in effects
superior to those seen with either drug dosed individually.
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Fig. 5. MDVN1003 concentration-time profile following an oral dose in
mouse, rat, and dog. Mice, rats, and dogs were treated orally (PO) or
intravenously (data not plotted), and drug concentrations in plasma were
monitored over time by liquid chromatography with tandem mass
spectrometry analysis. The PK parameters are shown in Table 4.
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TABLE 4
Pharmacokinetic parameters of MDVIN1003 across species
Intravenous Oral
Mouse (2 mg/kg) Rat (2 mg/kg) Dog (1 mg/kg)  Mouse (10 mg/kg) Rat (5 mg/kg) Dog (3 mg/kg)

Crmax (uM) 5.57 = 1.66 3.53 = 0.037 3.34 = 0.244 11.3 = 1.29 1.27 = 0.686 3.32 = 1.42
AUC) st (uM*h) 7.63 =059 0.968 + 0.0122 2.04 = 0.571 15.2 = 1.87 0.751 * 0.274 3.77 = 1.66
Terminal tq/ (h) 7.16 (N = 2) 0.285 * 0.149 0.62 = 0.27 1.26 1.17 = 0.464 148 = 1.26
CL (Vh/kg) 0.594 = NA 4.94 = 0.065 1.23 = 0.327
Va (Vkg) 3.445 = NA 2.02 = 1.044 1.02 = 0.153
tmax (h) 0.25 0.25 0.417 = 0.144
Bioavailability (%) 39.8 = 4.71 31 £11.3 61.7 = 32.1

AUC,,, area under the plasma concentration-time curve up to the last nonzero concentration; CL, systemic clearance; NA, Not Applicable.

The phosphorylation of downstream signaling molecules
AKT and ERK 1/2 was significantly dampened in cells
treated with both drugs as compared with each drug in-
dividually (Fig. 3). Similarly, in the xenograft model, codos-
ing the two inhibitors more effectively reduced the tumor
burden than dosing each compound separately (Fig. 6). These
data support the hypothesis that targeting two BCR-controlled
pathways could be more efficacious than treatment with a
monotherapy.

Preclinical data suggesting the potential synergism of
inhibiting both BTK and PI3K$ have spurred clinical trials of
combination treatments. TG Therapeutics has several
ongoing clinical studies with TGR-1202 and ibrutinib for
B cell malignancies, including relapsed or refractory CLL
and MCL. From their phase I/Ib study, TG Therapeutics has
reported interim results showing an overall response rate of
82% in CLL and 60% in MCL, but has yet to show a reduction
in the rate of resistance (Davids et al., 2016).

Although combination treatment of two separate BTK and
PIBKS inhibitors does provide the advantage of being able to
independently control the dose of each inhibitor, we tested the
hypothesis that a dual inhibitor in a single molecule could be a
potential therapeutic approach for NHL. Having the dual
inhibition activity built into a single molecule could ease the
toxicology profile since there would be a single set of off-target
effects. The cost of treatment of patients may also be lower
with a single molecule due to lower manufacturing and for-
mulation costs (Shanafelt et al., 2015). We have previously
described our discovery of dual BTK and PI3Ké inhibitors
(Pujala et al., 2016), and here, we report that one of these
dual inhibitors does exhibit properties similar to combina-
tion dosing of ibrutinib and idelalisib, albeit not as potent or
selective.

MDVN1003, although a dual inhibitor of BTK and PI3KS,
is not as potent an inhibitor as idelalisib and ibrutinib are
against their primary targets as measured in in vitro enzy-
matic assays (Table 1). Despite the difference in potencies,
MDVN1003 inhibits the in vitro phosphorylation of AKT and
ERK 1/2 as well as either ibrutinib or idelalisib. MDVN1001
and MDVN1002 are potent single inhibitors of BTK and
PI3KS, respectively, but these compounds only inhibited the
phosphorylation of AKT or ERK 1/2 at the higher concentra-
tion of 1 wM. This could be due to the lower potency of MDVN1002
against PISK8 molecules or possibly due to a difference in the
cell permeability of MDVN1001 and MDVN1002. Similar to
the combo treatment with ibrutinib and idelalisib, combina-
tion treatment with MDVN1001 and MDVN1002 showed an
additive effect on the inhibition of the phosphorylation of

AKT and ERK1/2 upon BCR activation and on cell viability of
DOHH-2 cells. Taken together, the data suggest a synergistic
effect of dual inhibition of BTK and PISKS and by MDVN1003.
This is further supported by the superior efficacy of MDVN1003
in the xenograft model as compared with either ibrutinib or
idelalisib dosed individually. The difference in potency of
MDVN1003 against BTK and PI3K$ could explain why
treatment with this compound is not as effective as combo
dosing of ibrutinib and idelalisib in vitro or in vivo (Figs. 4
and 6). Further investigation of the structure-activity rela-
tionships of these compounds would be required to identify
more potent dual BTK and PI3K$ inhibitors with good oral
bioavailability that could be tested for better efficacy in vivo.

Another possibility for the superior performance of
MDVN1003 compared with monotherapy in the tumor xeno-
graft model is that the antitumor effect could be unrelated to
the inhibition of BTK or PI3Ks. MDVN1003 inhibits many
kinases at 1 uM (Fig. 3), so it is possible that the antitumor
effect is not due to synergy of dual inhibition but instead due to
the inhibition of another kinase that is required for the growth
of DOHH-2 cells. Treatment with MDVN1001, MDV1002, or
the combo treatment with these molecules was similarly as
potent as MDVN1003 in the cell viability assay, which raises
the possibility that the effect on cell viability by these three
molecules may not be completely driven by the inhibition of
BTK and PI3KS. However, MDVN1003 is not generally
cytotoxic. This molecule, along with ibrutinib and idelalisib,
did not induce cell death in HEL 92.1.7 erythroblasts (Fig. 4C).
These cells do not express BTK or PI3KS, and any other kinase
inhibited by MDVN1003 was not sufficient to induce cytotox-
icity. Further optimization of the tool compound MDVN1003 is
necessary to improve the selectivity profile and fully rule out
off-target effects.

In practice, ibrutinib is extremely effective, and the
24-month progression-free survival in the phase I and phase II
studies of ibrutinib in CLL was greater than 80% (Tucker and
Rule, 2015). However, 30% of patients are initially re-
fractory to ibrutinib (Tucker and Rule, 2015), and even more
become resistant after long-term dosing (Byrd et al., 2013;
Wang et al., 2013; Smith, 2015), so reducing the rate of
resistance or increasing the duration of response could be
important for treating patients with B cell malignancies. A
potential advantage of combination therapy of BTK and PI3Ké
inhibitors may be to reduce the rate of acquired resistance to
either BTK or PI3KS inhibition and potential efficacy in
patients initially resistant to treatment of either a BTK or a
PI3KS$ inhibitor. However, the preclinical data reported here
and elsewhere (Jones and Byrd, 2014; Mathews Griner et al.,
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Fig. 6. MDVN1003 inhibits B cell activation in vivo and inhibits tumor growth in a B cell lymphoma xenograft model. (A) Scheme of the treatment
conditions for the experiment in (B). (B) BALB/c mice were orally dosed with compounds or vehicle (Veh and -) at indicated concentrations for 30 minutes.
Mice in all groups except the vehicle control were then dosed intravenously with a-IgD for 5 hours. Splenocytes were isolated and stained with a live/dead
marker, «B220, and «CD69 antibodies. Activated B cells were determined as B220+CD69+ in a live gate by flow cytometry. Percentage of activated B
cells post compound treatment was normalized to the percentage of active B cells in the a-IgD control (- in graph). (C—-E) Compounds were tested in a
mouse xenograft model of NHL. Ibrutinib was dosed at 15 mg/kg (light blue) or 30 mg/kg (dark blue); idelalisib was dosed at 25 mg/kg (pink) or 50 mg/kg
(red); combo low dosing group was 15 mg/kg ibrutinib and 25 mg/kg idelalisib (ibrutinib/idelalisib low, light green); combo high dosing group was 30 mg/
kg ibrutinib and 50 mg/kg idelalisib (ibrutinib/idelalisib high, dark green); MDVN1003 was dosed at 100 mg/kg. Ibrutinib was dosed orally once daily,
and the other two compounds were dosed orally twice daily. (C) Average body weight of mice in each dosing group (mean * standard deviation of n = 10 mice
per group). (D) Average tumor volume of mice in each dosing group (mean *+ standard deviation, ***P < 0.001, Kruskal-Wallis). (E) The tumor volume of
each mouse in the dosing groups on the final day of dosing (day 31 post inoculation). The black line is the average tumor volume of each group, and the
colored lines are the standard deviations (***P < 0.001, **P < 0.01, Kruskal-Wallis corrected for multiple comparisons). Cpds, Compounds; HPBCD,
hydroxypropyl beta-Cyclodextrin; mpk, mg/kg.

2014; Zhang et al., 2014; de Rooij et al., 2015; Koehrer and
Burger, 2016) do not directly test whether dual inhibition or
codosing is efficacious in the case of resistance. To date, no
preclinical or clinical studies have looked at the effects of
cotreatment with BTK and PI3K$ inhibitors on the rates of
resistance. In fact, there is a dearth of reagents with which to
investigate these questions and a lack of knowledge around
adaptive resistance to PISKS inhibition.

In summary, our results show that dual inhibition of BTK
and PI3KS by treatment with a single dual inhibitor could
potentially improve the outcomes of NHL patients and may
prevent resistance or extend the duration of response.
Although MDVN1003 proved useful as an initial tool com-
pound, further medicinal chemistry efforts are required to
improve potency to achieve cytotoxic and tumor inhibitory
effects that match the combination treatment with ibrutinib
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and idelalisib. Additional investigation is required to better
understand the mechanisms by which resistance to ibrutinib
and idelalisib occurs and generate reagents to better eluci-
date preclinical efficacy. The results presented here provide
a proof of concept that a dual inhibitor of BTK and PISKS in a
single molecule can be developed and could be used as a
viable approach for the treatment of B cell malignancies.
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Supplementary Figure 1: BTK and PI3K$ inhibitor compounds differentially inhibit the phosphorylation
of downstream signaling molecules ATK and ERK. Ramos cell were pretreated with 1 pM of the
indicated compounds or DMSO (vehicle and -) for 30 min. All samples except for the vehicle control
were treated with a-IgM (1.3 pg/ml) for 5 min to activate BCR signaling. Levels of pAKT and pERK 1/2
and the corresponding total proteins were determined by western blot. Combo is equimolar (1 puM)
treatment of ibrutinib and idelalisib and combo MDVN is equimolar (1 uM) treatment of MDVN1001

and MDVN1002.
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Supplementary Figure 2
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Supplementary Figure 2: Combination treatment of MDVN1001 and MDVN1002 on cell viability of
DOHH-2 cells. DOHH-2 cells were treated with MDVN1001 or MDVN1002 or equimolar
concentrations of both compounds for 72 h. Cell viability was measured as described in the Materials and
Methods. The 1Csy was calculated from the curve fitted to the data points by non-linear regression using

GraphPad Prism.
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General Synthesis Information

'H NMR spectra and °C NMR spectra were recorded on a Varian 400 MHz spectrometer.
Spectra are referenced to residual chloroform (8 7.26, 'H), DMSO (5 2.54, 'H) or methanol (& 3.34, 'H)
unless otherwise noted. Chemical shifts are reported in ppm (8); multiplicities are indicated by s (singlet),
d (doublet), t (triplet), q (quartet), quint (quintet), sext (sextet), m (multiplet) and br (broad). Coupling
constants, J, are reported in Hertz. Silica gel chromatography was performed using a Teledyne Isco
CombiFlash® Rf+ instrument using Hi-Purit Silica Flash Cartridges (National Chromatography Inco) or
RediSep Rf Gold C18 Cartridges (Teledyne Isco). Analytical HPLC was performed on a Waters
ACQUITY UPLC with a photodiode array detector using and a Waters ACQUITY BEH Shield RPC18
(2.1 x 50 mm, 1.7 pum) column. Analytical LCMS was performed on a Waters ACQUITY UPLC with a
Waters 3100 mass detector. Chiral HPLC was performed on a Waters Alliance €2695 with a photodiode
array detector using Daicel Chiralpak® AD-H, Chiralpak® IA, Chiralpak® IB, Chiralpak®™ IC, Chiralcel”
OD-H or Chiralcel® OJ-H columns. Optical rotations were obtained on a Jasco P-2000 digital polarimeter
and are reported as [oc]TD temperature (T), concentration (¢ = g/100 mL) and solvent. Commercially

available reagents and solvents were used as received unless otherwise indicated.

Literature Preparations

The following compounds were prepared by literature methods: 5-bromo-2,3-dihydro-1H-inden-
2-ol (I)[Ref: Goeksu et al. Tetrahedron, 61(28), 6801-6807; 2005], 3-iodo-1H-pyrazolo[3,4-d]pyrimidin-
4-amine (V)[Ref: Rai et al. PCT Application W0O2015/058084 Al, 2015], 1-(5-amino-2,3-dihydro-1H-
inden-2-yl)-3-(8-fluoro-3,4-dihydro-2 H-benzo[b][ 1,4]oxazin-6-yl)-1 H-pyrazolo[3,4-d]pyrimidin-4-amine
(MDVN1003).'
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General Scheme for the Preparation of MDVN1001
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Preparation of fer-butyl 4-(2-hydroxy-2,3-dihydro-1H-inden-5-yl)piperidine-1-carboxylate (I1I)

W OH

OH O5-©  1.Pd(PPhs),
Na,COs (aq)
N DMF, 95 °C
N .
N 2. Hy, PAIC
)\ MeOH
Br o~ ©O

- 7

Step 1. To a stirred solution of I (1 g, 4.72 mmol) in DMF (14 mL) was added I (2.17 g, 7.03 mmol, 1.5

eq), Pd(PPh;)4 (380 mg, 0.33 mmol, 0.07 eq) and Na,COs; (1.5 g, 14.2 mmol, 3 eq) as a solution in water

(14 mL). The reaction was heat to 95 °C and stirred for 2 h. Upon completion, the mixture was extracted

with EtOAc (200 mL x 3). The combined organic layers were washed with water (30 mL X 3), dried over

anhydrous Na,SO,, filtered and concentrated in vacuo to afford tert-butyl 4-(2-hydroxy-2,3-dihydro-1H-
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inden-5-yl)-3,6-dihydropyridine-1(2H)-carboxylate (900 mg, 60%). The material was used without
further purification.

Analytical data
LC-MS 315 [M+H]"

Step 2. A round-bottom flask was charged with tert-butyl 4-(2-hydroxy-2,3-dihydro-1H-inden-5-yl)-3,6-
dihydropyridine-1(2H)-carboxylate (900 mg, 2.86 mmol), Pd/C (10 wt. %, 200 mg) and MeOH (50 mL).
The flask was then charged with H, gas (1 atm). The reaction mixture was allowed to stir overnight at
room temperature. Upon completion, the contents were filtered through a bed of Celite” and washed with
MeOH (30 mL x 3). Residual Pd/C was carefully quenched with aqueous HCI. The supernatant was then
concentrated in vacuo to afford I1I (900 mg, 99%) which was used without further purification.
Analytical data
'"H NMR (400 MHz, CD;0D) & 7.71-7.58 (m, 2H), 7.58-7.51 (m, 1H), 4.60 (s, 1H), 4.19 (d, J =
13.2 Hz, 2H), 3.16-3.06 (m, 2H), 2.91-2.77 (m, 4H), 2.70-2.60 (m, 1H), 1.78 (d, J=12.7
Hz, 2H), 1.58 (d, J=3.9 Hz, 2H), 1.51-1.41 (m, 9H).
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Preparation of tert-butyl 4-(2-((methylsulfonyl)oxy)-2,3-dihydro-1H-inden-5-yl)piperidine-1-
carboxylate (IV)

OH 0]

CH3S0,ClI, Et;N

N
o}

o)< O>/'_O)<

i v

Step 3. To a solution of III (900 mg, 2.84 mmol) in CH,Cl, (30 mL) was added Et;N (1.43 g, 14.2 mmol,

5 eq). The mixture was cooled to 0 °C and methanesulfonyl chloride (638 mg, 5.68 mmol, 2 eq) was

slowly added dropwise. The mixture was warmed to room temperature and allowed to stir for 2 h. Upon

completion the reaction mixture was extracted with EtOAc (200 mL X 3). The combined organic layers

were washed with water (100 mL x 3) followed by brine (30 mL x 2). The organic layer was dried over

anhydrous Na,SO,, filtered and concentrated in vacuo to afford IV (1.1 g, 98%) which was used without

further purification.

Analytical data

'"H NMR (400 MHz, CD50D) 6 7.66 (d, J= 7.0 Hz, 1H), 7.69 (d, J= 7.4 Hz, 1H), 7.48 (d, J="7.8
Hz, 1H), 5.52 (br s, 1H), 3.33 (d, J = 4.7 Hz, 2H), 3.24 (br s, 2H), 3.15 (m, 2H), (3.03 (d,
J=2.0 Hz, 3H), 2.79 (br s, 2H), 2.70-2.59 (m, 1H), 1.80 (d, J = 12.9 Hz, 2H), 1.67-1.59
(m, 2H), 1.50-1.44 (m, 9H).
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Preparation of tert-butyl 4-(2-(4-amino-3-iodo-1H-pyrazolo|3,4-d]pyrimidin-1-yl)-2,3-dihydro-1H-
inden-5-yl)piperidine-1-carboxylate (VI)

| NH, |
0=S.
O// (@) Nl\ \N
N” N
NH, |
TBAI, Cs,CO
+  NT \N 2--s
L DMF, 95 °C
NN

N
o]
7o o
v v Vi
Step 4. Cs,CO; (1 g, 3.08 mmol, 2 eq) was added to a suspension of V (400 mg, 1.54 mmol) in DMF (10
mL). The reaction mixture was allowed to stir for 45 min at room temperature. Intermediate IV (1.1 g,
2.77 mmol, 1.8 eq) and tetrabutylammonium iodide (104 mg, 0.31 mmol, 0.2 eq) were then added. The
mixture was then heated to 95 °C and allowed to stir for 3 h. Upon completion, the mixture was allowed
to cool and water (50 mL) was added. The resulting precipitate was collected by vacuum filtration. The
filter cake was carefully washed with cold water (40 mL x 2) followed by cold n-pentane (40 mL X 3).
The solids were dried under reduced pressure to afford VI (350 mg, 41%) which was used without further
purification.
Analytical data
LC-MS 561[M+H]"

Preparation of  3-(8-fluoro-3,4-dihydro-2H-benzo|b][1,4]oxazin-6-yl)-1-(5-(piperidin-4-yl)-2,3-
dihydro-1H-inden-2-yl)-1H-pyrazolo[3,4-d|pyrimidin-4-amine (MDVN1001)

NH, |
N X\
“\ ~ N'N O/\
N . NH 1. PA(PPhy)s
Na,COj3 (aq)
DMF, 90 °C
.
2. HCI, EtOH
0" "o
N77/07< %
0 NH
Vi viI MDVN1001
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Step 5. A reaction vessel was charged with VI (350 mg, 0.625 mmol) and DMF (5 mL). To this was
added VII (261 mg, 0.938 mmol, 1.5 eq), Pd(PPh;)4 (58 mg, 0.05 mmol, 0.08 eq) and Na,CO; (199 mg,
1.88 mmol, 3 eq) as a solution in water (5 mL). The reaction mixture was heated to 90 °C with stirring
and allowed to progress for 3 h. Upon completion, the reaction was quenched with ice cold water (30
mL). The resulting precipitate was collected by vacuum filtration. The filter cake was washed with cold
water (40 mL x 3) and cold n-pentane (30 mL x 3). The solids were dried under reduced pressure to
afford a crude product which was purified by reversed-phase SiO, chromatography (55% CH;3;CN in 10
mM NH4OAc). The enantiomers were then separated by chiral preparative HPLC to afford fert-butyl 4-
(2-(4-amino-3-(8-fluoro-3,4-dihydro-2H-benzo [b][1,4] oxazin-6-yl)-1H-pyrazolo[3,4-d|pyrimidin-1-yl)-
2,3-dihydro-1H-inden-5-yl)piperidine-1-carboxylate (12 mg, 3%) as a single enantiomer.

Analytical data

LC-MS 586 [M+H]"

Step 6. To a reaction vessel containing tert-butyl 4-(2-(4-amino-3-(8-fluoro-3,4-dihydro-2H-

benzo[b][1,4]oxazin-6-yl)-1H-pyrazolo[3,4-d]pyrimidin-1-yl)-2,3-dihydro-1H-inden-5-yl)piperidine-1-

carboxylate (12 mg, 0.02 mmol) was added ethanolic HCI (4 mL) and the resulting mixture was allowed

to stir overnight at room temperature. Upon completion, the reaction mixture was concentrated and

lyophilized to afford MDVN1001 as a single enantiomer and hydrochloride salt (6 mg, 57%).

Analytical data

LC-MS 486 [M+H]"

'"H NMR (400 MHz, CD50D) ¢ 8.33 (s, 1H), 7.29 (d, J = 7.8 Hz, 1H), 7.26-7.13 (m, 3H), 6.44 (d, J
= 6.1 Hz, 2H), 5.76 (d, /= 6.2 Hz, 1H), 4.25 (t, J = 4.3 Hz, 2H), 3.63-3.46 (m, 6H), 3.39
(dd, J =254, 5.1 Hz, 6H), 3.14 (s, 2H), 2.92 (s, 1H), 2.09 (d, J = 14.2 Hz, 2H), 1.93 (t, J
=12.9 Hz, 2H).
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General Scheme for the Preparation of MDVN1002
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Preparation of 1-(5-amino-2,3-dihydro-1H-inden-2-yl)-3-iodo-1H-pyrazolo[3,4-d|pyrimidin-4-
amine (IX)

| NH, |
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~ N~ X N\
NH, | g ? LN
3 N
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L N DMF, 75 °C
N N
H
Her NH2 NH,
v Vil IX

Step 1. Cs,CO; (3.49 g, 10.7 mmol, 2 eq) was added to a stirred suspension of V (1.4 g, 5.36 mmol) in
DMF (15 mL) at room temperature. The reaction mixture was allowed to stir for 45 min at room
temperature. Intermediate VIII (1.82 g, 8.04 mmol, 1.5 eq) and tetrabutylammonium iodide (396 mg,
0.107 mmol, 0.02 eq) were then added. The mixture was then heated to 75 °C and allowed to stir for 90
min. Upon completion, the mixture was allowed to cool and water (30 mL) was added. The resulting
precipitate was collected by vacuum filtration. The filter cake was triturated with hexane (10 mL x 2).
The solids were dried under reduced pressure to afford IX (1.7 g, 81%) which was used without further
purification.

Analytical data
LC-MS 393 [M+H]"
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Preparation of 1-(5-amino-2,3-dihydro-1H-inden-2-yl)-3-(3-fluoro-4-isopropoxyphenyl)-1H-
pyrazolo[3,4-d]pyrimidin-4-amine (MDVN1002)

A

F —~{
0
NHy | B
N HO™~ ~OH F
\
LN X NH,
N Pd(PPhs)s, NazCOs5 (aq) A
N
DMF, 85 °C ' :
, LA
NH,
NH,
IX MDVN1002

Step 2. A reaction vessel was charged with IX (200 mg, 0.51 mmol) and DMF (3 mL). To this was

added X (152 mg, 0.77 mmol, 1.5 eq), Pd(PPh;3), (41 mg, 0.036 mmol, 0.07 eq) and Na,CO; (162 mg,

1.53 mmol, 3 eq) as a solution in water (3 mL). The reaction mixture was heated to 85 °C with stirring

and allowed to progress overnight. Upon completion, the reaction was quenched with ice cold water (50

mL). The resulting precipitate was collected by vacuum filtration. The filter cake was washed with cold

water (30 mL x 2) and cold n-pentane (40 mL x 2). The solids were dried under reduced pressure to

afford a crude product which was purified by reversed-phase SiO, chromatography (55-60% CH;CN in

10 mM NH4OAc) to afford MDVN1002 as a single enantiomer (90 mg, 42%).

Analytical data

LC-MS 419 [M+H]"

'"H NMR (400 MHz, CD50OD) ¢ 8.25 (s, 1H), 7.85 (s, 1H), 7.46—7.37 (m, 2H), 7.23 (t, J = 8.6 Hz,
1H), 6.99 (d, J = 8.0 Hz, 1H), 6.69—6.58 (m, 1H), 5.69 (q, J = 8.3 Hz, 1H), 4.79 (s, 1H),
4.69 (p, J = 6.1 Hz, 1H), 3.50 (ddd, J = 30.0, 15.5, 8.2 Hz, 2H), 3.35 (d, /= 5.7 Hz, 1H),
1.38 (d, J= 6.1 Hz, 6H).
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General Scheme for the Preparation of Intermediate VIII
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Preparation of 5-nitro-2,3-dihydro-1H-inden-2-ol (XII)

o)
NaBH,
MeOH, 0 °C
NO,

XI X1l

Step 1. To the stirred solution of XI (50 g, 0.282 mol) in MeOH (2 L) was added NaBH,4 (21.5 g, 0.565
mol, 2 eq) at 0 °C portion wise. The reaction mixture was allowed to stir at 0 °C for 1 h. The reaction was
monitored by TLC. Upon completion, the reaction mixture was concentrated under reduced pressure. The
residue was treated with CH,Cl,, filtered and washed with additional CH,Cl,. The filtrate was
concentrated in vacuo to afford XII (43 g, 85%) as light brown solid. The material was used without
further purification.

Analytical data
LC-MS 180 [M+H]"
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Preparation of 5-nitro-2,3-dihydro-1H-inden-2-yl methanesulfonate (XIII)
I
OH 0=S.
3o
CH5S0,Cl, Et;N
CH,Cl,, 0 °C

NO
2 NO,

Xl Pl
Step 2. To the stirred solution of XII (81 g, 0.45 mol) in CH,Cl, (2.5 L) was added Et;N (206 g, 2.00
mol, 4.4 eq) at 0 °C followed by the slow addition of methanesulfonyl chloride (104 g, 0.91 mol, 2 eq).
The reaction was allowed to stir at 0 °C for 1.5 h. Upon completion, the reaction mixture was diluted with
water and extracted with CH,Cl,. The organic layer was washed with brine, dried over anhydrous
Na,S0,, filtered and concentrated in vacuo. The crude material was recrystallized with a mixture of

CH,Cl, and MTBE to afford XIII (92 g, 79%) as an off-white solid.

Analytical data
LC-MS 258 [M+H]"

Preparation of (-)-5-amino-2,3-dihydro-1H-inden-2-yl methanesulfonate hydrochloride (VIII)

(0]

NI

| I
S. 0=S.
/ /

O/ (0] O*
1. H, (9), Ra-Ni, MeOH
N02 NHZ
HCI
X Vil

Step 3. To the stirred solution of XIII (46 g, 0.179 mol) in MeOH (2 L) was added Raney-Ni (46 g, wet).
The resulting reaction mixture was stirred for 3 h under H, (30 psi). The reaction mixture was filtered and
the filter cake was washed with MeOH. The filtrate was concentrated in vacuo and treated with MTBE to
afford (#)-5-amino-2,3-dihydro-1H-inden-2-yl methanesulfonate (28 g, 68%) as an off-white solid. The
enantiomers were separated by chiral HPLC. The freebase was then diluted with CH,Cl, and purged with
HCI (g) at 0 °C for 3 h. The precipitate was filtered and washed with CH,Cl, and MTBE to give VIII as a
single enantiomer and hydrochloride salt. Peak 1HCI salt (batch 1, 10.8 g, 97.4% ee and batch 2 14.2 g,
98.9%ee) and peak 2 HCI salt (batch 1, 9.4 g, 97.7% ee and batch 2, 15.6 g, 98.4%ee) as an off-white
solid.

Analytical data
LC-MS 228 [M+H]"
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"H NMR (400 MHz, DMSO-dg) § 10.40 (br s, 2H), 7.39 (d, J = 8.0 Hz, 1H), 7.31 (s, 1H), 7.26—
7.19 (m, 1H), 5.50 (m, 1H), 3.36 (m, 2H), 3.22 (s, 3H), 3.14 (m, 2H).
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Pharmacokinetic Analysis

Intravenous and Oral Pharmacokinetics in Mice. Female BALB/c mice (age, 10-12 weeks; 18-20 g
b.wt.) were used in the study. Food and water were given ad libitum. MDVN1003 was administered
intravenously, via the tail vein, at a dose of 2 mg/kg as a solution (1 mg/ml) in 20% DMSO, 40% PEG200
and 40% water at a dose volume of 2 ml/kg. The oral dose, 10 mg/kg, was administered by gavage at a
dose volume of 10 ml/kg in 0.5% methylcellulose at a concentration of 1 mg/ml. At defined time points
(5, 15 min, 30 min, and 1, 2, 4, 8, and 24 h after dose), groups of three mice per time point were sacrificed
by an overdose of CO,, and blood was collected by cardiac puncture and placed in tubes containing
K,EDTA as the anticoagulant. Plasma was obtained by centrifuging the blood samples at 800g for 10 min

and storing at -60 to -80°C until analysis.

Intravenous and Oral Pharmacokinetics in Rats. Male Sprague-Dawley rats (age, 7-9 weeks; 250-300
g b.wt.) were used in the study. Three rats were used for the intravenous and oral studies each, in a
parallel design. One day before the study, the jugular vein was cannulated in all the rats to be used. Rats
were fasted overnight before dosing and fed 4 h after dose. Water was given ad libitum. MDVN1003 (2
mg/kg) was administered intravenously as a bolus dose through the jugular vein, at a dose volume of 1
ml/kg (2 mg/ml) in saline. The oral dose (5 mg/kg) was administered by gavage at a dose volume of 5
mL/kg as a 1 mg/ml suspension in 0.5% methylcellulose in water. From each rat, serial blood samples
(=0.2 ml per sample) were drawn at 5 (IV only), 15, 30, and at 1, 2, 4, 6, 8, 12 and 24 h after dose and
placed in tubes containing K;EDTA as the anticoagulant. Plasma was obtained by centrifuging the blood

samples at 1000g for 10 min and storing at -60 to 80°C until analysis.

Intravenous and Oral Pharmacokinetics in Dogs. Six male beagle dogs (age, 1-2 years; 9-11 kg b.wt.)
were used in the study. Three dogs were used in the intravenous and oral studies each, in a parallel design.
The dogs were fasted overnight before dose and fed 4 h after dose in the oral study. Water was given ad

libitum. The intravenous dose (1 mg/kg) was given as a bolus (1 ml/kg) in 20% DMSO, 40% PEG200
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and 40% water at a concentration of 1 mg/ml. The oral dose (3 mg/kg) was administered by gavage at a
dose volume of 5 ml/kg as a suspension (0.6 mg/ml) in 0.5% methylcellulose in water. At defined time
points (3 (IV only), 5 (IV only), 15, and 30 min and 1, 2, 4, 8, 12, 24, 26 and 48 h after dose), serial blood
samples (=1 ml) were collected from either the cephalic or jugular vein via a butterfly catheter and placed
into a chilled polypropylene tube with K,EDTA as the anticoagulant. Samples were centrifuged at 4°C at

a speed of 1000g for 10 min, and plasma was harvested and stored at -60 to -80°C until analysis.

Sample Analysis. Plasma samples from mouse, rat, and dog (10-30 pL) were precipitated with of
acetonitrile (200 pL) containing internal standard (warfarin) in a 96-well plate, vortexed for 5 min, and
then centrifuged at 1500g for 10 min in a refrigerated centrifuge (Sorvall Legend X1R centrifuge, Thermo
Scientific) at 4°C. Supernatants (100 pL) were transferred to a new 96-well plate containing 100 pL of
0.1% formic acid in each well. The plate was vortexed for approximately 10 minutes and then aliquots
were injected for LC/MS/MS analysis. Sample analysis was carried out AB/MDS Sciex API 4000
LC/MS/MS System (Framingham, MA) interfaced with Shimadzu SIL-20AC HT autosampler and
Prominence CBM-20A pumps (Kyoto, Japan). The mobile phase consisted of 0.1% formic acid in water
(A) and 0.1% formic acid in acetonitrile (B). A ballistic gradient (5% B for 0.5 min then increased to 95%
B in 1.5 min and hold for 1 min, then return to 5% B) was used to elute the analyte and internal standard
with a Waters Atlantis T3 (3 p, 2.1 x 50 mm, Milford, MA) at a flow rate of 0.6 ml/min. The ion-optics
were optimize with Analyst software (v1.6) and MDVN1003 was analyzed with multiple reaction
monitoring experiment with the Q1 to Q3 transitions masses of m/z 418.1 — m/z 287.1, respectively. The
internal standard, warfarin, was monitored with m/z 309.0 — m/z 163.0. The assay was linear between 1
and 5000 nM (dog plasma: lower limit of quantitation, 1 nM) and between 2.0 and 1000 nM (mouse and
rat plasma: lower limit of quantitation, 2 and 3 nM, respectively). Criteria for accuracy and precision were

met.
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Pharmacokinetic Analysis. Noncompartmental PK parameters such as the total volume of distribution
(Va), systemic clearance (CL), elimination half-life (t;,,), area under the plasma concentration-time curve
up to the last nonzero concentration (AUCy.), area under the plasma concentration-time curve from time 0
to infinity (AUC,..), the time of maximum concentration in plasma (ty.x), and the maximum concentration
in plasma (C.,,x) were estimated Phoenix WinNonlin version 6.4 (Pharsight Corp, St Louis, MO). The
terminal elimination rate constant was estimated from the terminal linear part of the log-linear plot (a
minimum of three points on the linear phase). The linear trapezoidal method was used to compute the
AUC. For rats and dogs, PK parameters were estimated in individual animals and averaged. For mice, the
PK parameters were estimated using the mean concentration data. The absolute oral bioavailability, F

(%), was calculated from, the dose normalized ratio of oral AUC to IV AUC.

! Pujala B, Agarwal AK, Middya S, Banerjee M, Surya A, Nayak AK, Gupta A, Khare S, Guguloth R,
Randive NA, Shinde BU, Thakur A, Patel DI, Raja M, Green MJ, Alfaro J, Avila P, Pérez de Arce F,
Almirez RG, Kanno S, Bernales S, Hung DT, Chakravarty S, McCullagh E, Quinn KP, Rai R and Pham
SM (2016) Discovery of Pyrazolopyrimidine Derivatives as Novel Dual Inhibitors of BTK and PI3Ks.
ACS Medicinal Chemistry Letters.
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