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ARTICLES Targeting Bcr–Abl by combining allosteric with ATP-binding-site inhibitors Jianming Zhang1*, Francisco J. Adria´n2*, Wolfgang Jahnke3, Sandra W. Cowan-Jacob3, Allen G. Li2, Roxana E. Iacob4, Taebo Sim1,5, John Powers6, Christine Dierks2, Fangxian Sun2, Gui-Rong Guo2, Qiang Ding2, Barun Okram7, Yongmun Choi1, Amy Wojciechowski1, Xianming Deng1, Guoxun Liu2, Gabriele Fendrich3, Andre´ Strauss3, Navratna Vajpai8, Stephan Grzesiek8, Tove Tuntland2, Yi Liu2, Badry Bursulaya2, Mohammad Azam6, Paul W. Manley3, John R. Engen4, George Q. Daley6, Markus Warmuth9 & Nathanael S. Gray1 In an effort to find new pharmacological modalities to overcome resistance to ATP-binding-site inhibitors of Bcr–Abl, we recently reported the discovery of GNF-2, a selective allosteric Bcr–Abl inhibitor. Here, using solution NMR, X-ray crystallography, mutagenesis and hydrogen exchange mass spectrometry, we show that GNF-2 binds to the myristate-binding site of Abl, leading to changes in the structural dynamics of the ATP-binding site. GNF-5, an analogue of GNF-2 with improved pharmacokinetic properties, when used in combination with the ATP-competitive inhibitors imatinib or nilotinib, suppressed the emergence of resistance mutations in vitro, displayed additive inhibitory activity in biochemical and cellular assays against T315I mutant human Bcr–Abl and displayed in vivo efficacy against this recalcitrant mutant in a murine bone-marrow transplantation model. These results show that therapeutically relevant inhibition of Bcr–Abl activity can be achieved with inhibitors that bind to the myristate-binding site and that combining allosteric and ATP-competitive inhibitors can overcome resistance to either agent alone. Chronic myelogenous leukaemia (CML) is a haematological malignancy caused by a chromosomal rearrangement that generates a fusion protein, Bcr–Abl, with deregulated tyrosine kinase activity. Although clinical remission is usually achieved in early-stage disease with the drug imatinib, which targets the ATP-binding site, advanced-stage patients may relapse as a result of the emergence of clones expressing inhibitor-resistant forms of Bcr–Abl. Two recently approved drugs, nilotinib (AMN107)1 and dasatinib (BMS354825)2,3, address most of the imatinib resistance mutations except the ‘gatekeeper’ T315I mutation, which is situated in the middle of the ATP-binding cleft4–6. GNF-2 is a highly selective non-ATP competitive inhibitor of oncogenic Bcr–Abl activity (half-maximal inhibitory concentration (IC50) 0.14 mM)7. Using NMR spectroscopy and X-ray crystallography, we identify the myristoyl pocket located near the carboxy terminus of the Abl kinase domain as the precise binding site of GNF-2 to Bcr–Abl. By selecting for Bcr–Abl alleles resistant to GNF-2 in vitro, we identify residues both within and outside of the myristate cleft that are required for drug efficacy. Simultaneous binding to Bcr–Abl of a myristoyl mimic and an ATP-competitive inhibitor decreases the appearance of resistance-conferring mutations and results in the inhibition of both wild-type and T315I Bcr–Abl kinase activity and cell growth. Hydrogen-exchange mass spectrometry demonstrates that binding of GNF-5 to the myristate pocket results in alterations to the conformational dynamics of the ATP-binding site and provides



a possible mechanism for allosteric communication between these sites. GNF-2 binds to the C-terminal myristate pocket of Abl GNF-2 had previously been suggested to bind in the myristate-binding pocket of Abl, on the basis of the observation that engineered mutations located at the entrance (A337N) and rear (A344L) of the myristoyl cleft conferred resistance to GNF-2 but not to imatinib7. To establish the GNF-2-binding site by an independent biophysical method, we used solution NMR8,9 on the Abl/imatinib/GNF-2 complex10,11, to demonstrate that GNF-2 induces chemical shift changes that cluster around the myristate-binding pocket (Fig. 1a). No significant perturbations in chemical shift were observed for the ATP pocket, indicating that GNF-2 does not interfere with imatinib for binding at the ATP-binding site. Myristic acid was found to induce qualitatively the same pattern of perturbations in chemical shift (Fig. 1b), providing additional evidence that GNF-2 and myristate share the same binding site. Crystal structure of Abl/imatinib/GNF-2 complex. The binding of GNF-2 to the myristoyl pocket of Abl was further confirmed by X-ray crystallography. The structure of the Abl/imatinib/GNF-2 complex was obtained by soaking crystals of Abl/imatinib/myristate, obtained as described in ref. 10, in an excess of GNF-2. As judged by the shape of the electron density (Supplementary Fig. 1), GNF-2 replaces the myristoylated peptide in the crystals. There are two molecules in the asymmetric unit, and the myristate-binding site is fully occupied by
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Figure 2 | Crystal structure of GNF-2 bound to the Abl myristoyl pocket. a, Abl kinase is indicated in green (helices are indicated by transparent cylinders), with the bent part of the I-helix in yellow, GNF-2 resistance mutations in pink, and GNF-2 carbons in cyan. Hydrogen bonding and other polar interactions are indicated by dotted red lines. b, Superposition of the Abl/imatinib/myristate (white), Abl/imatinib/GNF-2 (green and yellow) and Abl-imatinib (red) structures. GNF-2 is coloured in cyan, and myristic acid in magenta. Figure 1 | NMR spectroscopy provides evidence for GNF-2 binding to the C-terminal myristate pocket of Abl. a, Top: a heteronuclear single-quantum coherence spectrum of the Abl/imatinib complex with (red) and without (black) GNF-2, showing chemical-shift changes induced by ligand binding (the y-axis scale is in p.p.m.). Bottom: mapping of the chemical-shift changes to the structure of the Abl/imatinib complex (PDB accession 1OPK; ref. 10) identifies the myristate pocket as the GNF-2-binding site. The size of the spheres is proportional to the magnitude of the chemical shift changes. b, As in a except that myristic acid (blue in top panel) was used instead of GNF-2.



GNF-2 in one and partly in the other. GNF-2 binds in an extended conformation in the myristate pocket with the CF3 group buried at the same depth as the final two carbons of the myristate ligand (Fig. 2). There is a favourable, but probably weak, polar interaction between one fluorine atom and the main chain of L340 (similar to that observed between nilotinib and D381 of Abl)12, and there are watermediated hydrogen bonds, but no direct hydrogen bonds with the protein. As expected, most of the interactions between GNF-2 and the protein are hydrophobic. As discussed below, mutation of three residues near the mouth of the myristate-binding site (C464Y, P465S and V506L) is found to cause resistance to the binding of GNF-2, presumably for steric reasons. The overall structure of the Abl kinase domain complexed to GNF-2 is similar to that of the myristate complex (Fig. 2b), with some small differences that probably result from crystal contacts, but no changes in the ATP-binding site. GNF-2 analogue structure–activity relations After the identification of GNF-2 as a lead compound, a systematic evaluation of the structural features necessary to impart function as a cellular Bcr–Abl inhibitor were investigated through the synthesis of more than 200 analogues and rationalized in the context of binding to the myristate-binding site (X.D. and N.S.G., unpublished observations, and Supplementary Fig. 2a). The structure–activity relations are fully consistent with the conformation of GNF-2 observed in the crystal structure: the trifluoromethoxy group of GNF-2 can only be accommodated at the para position; the aniline NH is required because of the formation of a water-mediated hydrogen bond to the backbone carbonyls of A433 and E462; water-mediated hydrogen bonds between the carboxamide of GNF-2 and Abl confer enhanced inhibitory activity; and the extended compound conformation is required to fit the cylindrical binding cavity. Drug combinations reduce emergence of resistant mutants We sought to investigate the frequency with which Bcr–Abl-dependent Ba/F3 cells would become resistant to combinations of GNF-2 and imatinib in comparison with each compound alone. The number of resistant clones that emerged as a result of continuous exposure to 1 mM imatinib was decreased by at least 90% when cells were treated for up to



21 days with 1 mM imatinib combined with 5 or 10 mM GNF-2 (Fig. 3a). These results demonstrate that combinations of GNF-2 and imatinib can cooperate to suppress the emergence of resistance mutations. Identification of the Bcr–Abl mutants resistant to GNF-2. To discover the full complement of Bcr–Abl mutants that induce resistance to GNF-2 we performed two types of selection. In the first, Bcr–Abltransformed Ba/F3 cells were cultured in the presence of increasing concentrations of GNF-2 to allow cells to evolve drug resistance as described previously for the ATP-competitive inhibitor PD166326 (ref. 13). In the second approach, Bcr–Abl was randomly mutated in Escherichia coli and the mutant clones were expressed in Ba/F3 cells, which were then grown in the presence of inhibitor14. These screens resulted in the identification of a total of 306 mutants, 163 (12 sites) from the first and 143 (22 sites) from the second (Supplementary Fig. 3). More than 80% of the resistant colonies contained Bcr–Abl mutations clustered in the myristate-binding pocket or the SH2 and SH3 domains (Supplementary Fig. 3). This is in contrast to ATP-competitive inhibitors such as imatinib, PD166321 and AP23464 (refs 13–15), for which most resistance mutations cluster adjacent to the kinase catalytic site. To validate the functional relevance of these mutations, we engineered individual mutant Bcr–Abl-transformed Ba/F3 cells for nine of the most frequently isolated GNF-2-resistant mutations and for the T315I ‘gatekeeper’ mutation. These selected mutations located in the SH3 domain (P112S), the SH3–SH2 domain linker (Y128D), the SH2 domain (Y139C), the SH2–kinase-domain linker (S229P), the ATP-binding site (T315I) and adjacent to the myristate-binding site (C464Y, P465S, F497L, E505K and Y506L) were introduced individually into Bcr–Abl by site-directed mutagenesis. Of these, only the T315I substitution has previously been reported to confer resistance to imatinib16,17. GNF-2 had an IC50 against all ten mutants that was elevated 5–50-fold relative to that against wild-type Bcr–Abl-transformed Ba/F3 cells (Fig. 3b). The three most frequently recovered mutations (60% of the total) were located in close proximity to the myristate-binding site (C464Y, P465S and E505K) and were shown to confer complete resistance to GNF-2 up to a concentration of 10 mM (Fig. 3c). To examine how the mutations affected the ability of GNF-2 to inhibit Bcr–Abl-mediated signalling, we examined Bcr–Abl autophosphorylation and phosphorylation of a downstream substrate, STAT5, after treatment with inhibitor (Supplementary Fig. 4a). At a concentration of 10 mM, GNF-2 could inhibit the phosphorylation of Bcr–Abl and STAT5 in all mutants except the three myristate-site mutations (E505K, P465S and C646Y) and the ‘gatekeeper’ T315I mutation. Mutations in the myristate pocket interfere with GNF-2 binding. We tested the ability of mutant Bcr–Abl proteins, obtained from crude cell lysates, to bind to a GNF-2 affinity resin (Supplementary Fig. 4b, c)7. These experiments revealed that only the mutations located in the myristate-binding site (C464Y, P465S and E505K)
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Figure 3 | Location and cellular IC50 of Bcr–Abl GNF-2 resistance mutations. a, Effect of various concentrations of GNF-2, imatinib, or combinations of both on the number of emerging Ba/F3.Bcr–Abl-resistant clones (shown on top of each bar). b, Mutations indicated by red spheres on Abl with size proportional to the degree of resistance (PDB accession 1OPK (ref. 10), amino-acid residues numbered as in Abl 1a). c, IC50 for growth inhibition by imatinib or GNF-2 for wild-type and mutant Bcr–Abltransformed Ba/F3 cells. The numbers of colonies that emerged after 12 days in the presence of 20 mM GNF-2 are indicated.



ablated the binding of Bcr–Abl to GNF-2; all other mutations retained binding to GNF-2. Using an NMR-based titration, we confirmed that GNF-2 still binds to the ‘gatekeeper’ mutant, T315I Abl (residues 229–500, not including helix I), albeit with half the affinity of the wild type (Supplementary Fig. 5). These results suggest that the myristate-site mutations directly interfere with drug binding, whereas the non-myristate-site mutants function through a different mechanism, which may involve disfavouring the inhibited conformation induced after binding of GNF-2. GNF-5 and nilotinib combinations inhibit T315I Bcr–Abl GNF-5, the N-hydroxyethyl carboxamide analogue of GNF-2 possessing similar cellular Bcr–Abl inhibitory activity but having more favourable pharmacokinetic properties, was chosen for further single and combination studies in vitro and in vivo (Supplementary Fig. 2b). Combinations of GNF-5 and nilotinib inhibited T315I Bcr–Abldependent cell growth with a calculated combination index18 of 0.6, indicating moderate synergy (Fig. 4a). For example, at a fixed GNF-5 concentration of 2 mM, nilotinib inhibits T315I Bcr–Abl-dependent proliferation with an IC50 of 0.8 6 0.05 mM (mean 6 s.d.). Flow cytometry analysis showed that GNF-5 and nilotinib act additively to inhibit STAT5 phosphorylation; this could be rescued by the addition of interleukin-3 to the medium (Supplementary Fig. 6a). Nilotinib and GNF-5 also exhibited cooperativity for inhibition of wild-type Bcr–Abl-transformed Ba/F3 cells with a calculated combination index of 0.6 (Supplementary Fig. 6b). We confirmed that the cooperativity observed between GNF-5 and nilotinib is directly mediated by the inhibition of Bcr–Abl, on the basis of the ability of a double mutation of T315I in the ATP-binding site and E505K in the myristate-binding site to confer complete resistance to the combination of both inhibitors in phosphorylation (Fig. 4b) and proliferation (Supplementary Fig. 6c, d) assays. GNF-5 and nilotinib also acted cooperatively against
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Figure 4 | Cellular and enzymatic inhibition of wild-type and mutants by combination treatments. a, Effects of GNF-5, nilotinib and various concentrations of GNF-5 in combination with nilotinib (0.3–10 mM) on the proliferation of T315I Bcr–Abl-expressing Ba/F3 cells. The combination curve (red, and also in c) contains twice the total drug concentration of the single agent curves because both drugs were present. b, Inhibition of Bcr–Abl autophosphorylation was determined by Bcr–Abl immunoprecipitation, followed by an immunoblot for phospho-Tyr (Y412)1, phospho-STAT5 (Y694) and total Bcr–Abl (antibody K-12) from cell lystates obtained after treatment of T315I Bcr–Abl-expressing Ba/F3 cells with 10 mM of nilotinib and increasing concentrations of GNF-5 (0, 0.5, 5 and 10 mM) for 90 min. c, Percentage inhibition of T315I Abl kinase by nilotinib and GNF-5 or a combination of the two. d, IC50 for inhibition of wild-type, E505K and T315I Abl kinase activity by GNF-5, nilotinib or a combination of the two at an ATP concentration of 20 mM.



p190 Bcr–Abl, a variant commonly found in acute lymphocytic leukaemia that typically responds only transiently to imatinib therapy19, with a calculated combination index of 0.5 (Supplementary Fig. 7). Biochemical characterization of GNF-5 in combination with imatinib and nilotinib. To determine whether the additive interaction between GNF-5 and the ATP-competitive inhibitors imatinib and nilotinib observed in cellular assays could be confirmed at the protein level, we performed steady-state kinetic analyses of Abl kinase by using a pyruvate kinase–lactate dehydrogenase detection system20. We first tested the inhibitory activity of imatinib, nilotinib and GNF-5 in bacterially expressed wild-type, T315I and E505K Abl kinases (Supplementary Fig. 8). Inhibition of wild-type Abl was observed for all three inhibitors with GNF-5 showing an IC50 of 0.22 6 0.01 mM, imatinib an IC50 of 0.24 6 0.03 mM and nilotinib an IC50 of 0.29 6 0.06 mM at an ATP concentration of 20 mM, which is close to the apparent Km under our assay conditions. Although the activity of recombinant Abl was previously reported to be insensitive to GNF-2 (ref. 7), we subsequently discovered that this was due to the presence of Brij-35, a common additive to kinase assay buffers, which masked inhibition by GNF-2 (ref. 21). The myristate-binding-site mutant E505K was inhibited by imatinib with an IC50 of 0.22 6 0.03 mM and nilotinib with an IC50 of 0.20 6 0.01 mM, but not by GNF-5 (IC50 . 10 mM). The T315I mutant was not inhibited by imatinib or GNF-5, but nilotinib did exhibit weak activity against this mutant with an IC50 of 1.42 6 0.3 mM. GNF-5 was confirmed to inhibit wild-type Abl in a non-ATP competitive fashion (Supplementary Fig. 9). We next examined whether combinations of GNF-5 and nilotinib resulted in additive inhibition of wild-type, T315I or E505K recombinant Abl proteins. Positive cooperativity was observed for combinations of GNF-5 and nilotinib on the wild-type and T315I enzymes with calculated combination indices of 0.53 and 0.61, respectively (Fig. 4c, d and Supplementary Fig. 10). For example, at a fixed GNF-5 concentration of 1 mM and an ATP concentration of 20 mM, the IC50 values of nilotinib against T315I and wild-type enzyme were decreased 4.7- and 503
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Figure 5 | Hydrogen-exchange mass spectrometry on binding of GNF-5 to Abl. a, Deuterium uptake curves for the peptides 306–316 and 506–515. The y-axis maximum corresponds to the theoretical maximum amount of deuterium that could be incorporated into this peptide. No alterations in deuterium incorporation were seen with the E505K mutant, whereas exchange was affected by binding of GNF-5 to the wild-type (WT) protein. b, Location of the peptides that showed differences in deuterium incorporation mapped on the crystal structure of active Abl (PDB accession 2F4J). This crystal structure was chosen because in the absence of myristoylation (as for the protein used here), Abl protein is believed to be in this conformation23. Major changes (coloured magenta) were defined as a difference between exchange curves of 1.0 Da or more. Minor changes (coloured yellow) were 0.4–1.0 Da. No changes (coloured grey) were differences of 0–0.4 Da.



9.6-fold, respectively, compared with those calculated in the absence of GNF-5. As expected, no additivity was observed with the E505K myristate-binding-site mutant. These results demonstrate that allosteric communicationbetweenthemyristate-bindingsiteandtheATP-binding site can be observed in biochemical kinase assays. GNF-5 binding alters the conformation of the ATP-binding site. To examine how the binding of GNF-5 to the myristate-binding site might influence the conformational dynamics of the ATP-binding site and other regions of Abl, we performed hydrogen-exchange mass spectrometry. This technique allows the dynamics of a protein to be investigated by measuring the exchange of backbone amide hydrogens with the bulk solvent22. Unbound Abl and the GNF-5–Abl complex were independently exposed to D2O for periods ranging from 10 s to 4 h, as described previously23. Changes in deuterium incorporation in the presence of GNF-5 were observed in several peptides (Fig. 5) surrounding the myristate-binding cleft. In addition, changes in peptides near the ATP-binding site (for example residues 306–316 and 317–324) were also seen, implying that binding of GNF-5 affected the ATP-binding site. Hydrogen exchange in these peptides was not altered in a control experiment with GNF-5 and the non-binding Abl E505K myristate mutant, indicating that the binding of GNF-5 is what is responsible for the altered conformation and hydrogen exchange in the peptides near the ATP-binding site. These results demonstrate that ligation of the myristate-binding site can cause dynamic perturbations to residues in the ATP-binding site and provides a mechanism by which synergistic interactions between these two sites could occur. Drug combinations inhibit T315I Bcr–Abl in vivo The murine pharmacokinetic parameters of GNF-5 were measured and determined to be suitable for use of the compound in vivo (Supplementary Fig. 11). GNF-5 was shown to be efficacious in vivo at well tolerated doses in a murine xenograft model of p210 Bcr–Abl Ba/F3-induced leukaemia, but relapses were observed (Fig. 6a and



Supplementary Fig. 12). The target modulation in vivo was further confirmed by examining the phosphorylation of STAT5 (Supplementary Fig. 13). GNF-5 and nilotinib combinations against T315I Bcr–Abl. To evaluate the in vivo efficacy of GNF-5 on wild-type and T315I Bcr– Abl further, we used a bone-marrow transduction/transplantation mouse model that more closely resembles human CML disease24. Initial experiments with p210 Bcr–Abl demonstrated that 50 mg kg21 GNF-5 twice daily could normalize blood counts and spleen size (Supplementary Fig. 14). We then addressed whether the combination of GNF-5 with nilotinib would result in efficacy in a T315I Bcr– Abl bone-marrow transduction/transplantation model. Mice treated twice daily with either nilotinib (50 mg kg21) or GNF-5 (75 mg kg21) alone at 15 days after transplantation showed no significant response compared with the vehicle group, with twofold to threefold higher cell counts and spleens fourfold larger than those of healthy mice. In contrast, the combination brought about a normalization of blood cell counts and spleen size without signs of toxicity, suggesting an additive effect of the compounds in a combination treatment (Fig. 6b, c). To establish a correlation between efficacy and pharmacodynamic response, bone marrow cells from the different mouse groups were isolated at the end of the efficacy study, stained with anti-p-STAT5 and antiluciferase specific antibodies, and analysed by flow cytometry. The percentages of p-STAT5-positive Bcr–Abl-expressing bone marrow cells were similar (approximately 25%) in the groups treated with vehicle, with GNF-5 and with nilotinib. In the combination group, the proportion of p-STAT5-positive cells was about 6%, reflecting a correlation between the tumour growth inhibition and a block in Bcr–Abl signalling (Fig. 6d). To determine the extent of the inhibition, mice transplanted with T315I Bcr–Abl-expressing bone marrow cells were treated with a single dose of the combination (50 mg kg21 nilotinib plus 75 mg kg21 GNF-5) or vehicle on day 21 after transplantation, and the bone marrow cells were collected and analysed at 3, 7, 16 and 24 h after dose. In the vehicle group, about 80% of the luciferase-positive cells had phosphorylated STAT5. At 3 h after dosing, STAT5 phosphorylation was decreased from 80% to 25%; from 7–24 h the number of p-STAT5-positive cells remained below 10%, showing a strong and sustained inhibition of Bcr– Abl-mediated signalling after administration of the GNF-5/nilotinib combination (Fig. 6e). In a third experiment we monitored the survival of the mice transplanted with T315I Bcr–Abl-transduced bone marrow and treated with GNF-5, nilotinib, or both in combination. Mice transplanted with T315I Bcr–Abl-transduced bone marrow and treated with vehicle control died by day 24 after transplantation, with a median survival of 22 days (Fig. 6f). GNF-5 (75 mg kg21 twice daily) extended survival (median 28 days) significantly compared with vehicle-treated controls (P 5 0.023). Mice treated with nilotinib alone (50 mg kg21 twice daily) also survived longer (median 32 days) than those treated with vehicle (P 5 0.023). The overall survival of mice treated with GNF-5 plus nilotinib was improved compared with those treated with either GNF-5 alone (P 5 0.002) or nilotinib alone (P 5 0.002). All of these mice survived to day 50 after transplantation, after which the treatment was discontinued; 46 days after the combination treatment was completed, four out of five mice were surviving without signs of disease. Cumulatively, these results suggest that a combination of an ATP-competitive inhibitor with an allosteric inhibitor may be a therapeutically appropriate strategy for targeting the T315I Bcr–Abl mutation. Discussion The successful development of efficacious inhibitors against kinases such as Bcr–Abl, c-Kit and epidermal growth factor receptor (EGFR), which are activated by genetic alterations, has stimulated a massive effort to develop new ATP-competitive inhibitors targeted to a variety of kinases25,26. One major problem for all clinically approved ATP-competitive kinase inhibitors is resistance that results from the selection of drug-resistant mutant forms of the kinase target. One
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Figure 6 | In vivo efficacy studies with GNF-5 on wild-type and T315I Bcr–Abl dependent proliferation in xenograft and bone-marrow transplantation models. a, Images of wholebody luminescence of wild-type Bcr–Abl and luciferase-expressing Ba/F3 cells on days 5 and 7 after treatment with vehicle (top), 50 mg kg21 GNF-5 twice daily (middle) and 100 mg kg21 GNF-5 twice daily (bottom). b, Average whiteblood-cell (WBC) counts for treatments with vehicle, 75 mg kg21 GNF-5, 50 mg kg21 nilotinib or a combination of the two in the T315I Bcr–Abl bone-marrow transplantation efficacy study. c, Spleen weight for treatments with vehicle, 75 mg kg21 GNF-5, 50 mg kg21 nilotinib or a combination of the two in the T315I Bcr–Abl bone-marrow transplantation efficacy study. d, Quantification of p-STAT5-positive cells by flow cytometry in the different treatment groups after repeated doses. e, Time course of inhibition of STAT5 phosphorylation after a single dose of a combination of GNF-5 and nilotinib. f, Kaplan–Meier plot showing survival of mice (n 5 5 mice per group) transplanted with T315I Bcr–Abl-transduced bone marrow and treated with vehicle (solid line), 75 mg kg21 GNF-5 twice daily (dotted line), 50 mg kg21 nilotinib twice daily (dot–dashed line), or a combination of 75 mg kg21 GNF-5 and 50 mg kg21 nilotinib twice daily (dashed line). Dosing with compounds was initiated on day 11 after transplantation and discontinued on day 50 (indicated by arrows). Where present, error bars indicate s.e.m.
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hotspot for resistance occurs at the ‘gatekeeper’ residue, as has been observed for Bcr–Abl4, EGFR27, FMS-like tyrosine kinase 3 (ref. 28), c-Kit, Src, platelet-derived growth factor receptor-b and fibroblast growth factor receptor 1 (ref. 29). One strategy for overcoming resistance mutations is to design new ATP-competitive inhibitors that derive potency and selectivity from alternative binding modes; this has been clinically validated by the development of dasatinib and nilotinib, which target most Bcr–Abl mutations except T315I. An alternative strategy is to find non-ATP competitive inhibitors that can regulate kinase activity allosterically. Allosteric inhibitors have been developed for multiple kinases including mTor30, Mek31, Akt32, IkB kinase33, Chk1 (ref. 34) and Ca21/calmodulin-dependent kinase II35. GNF-2 and its analogues represent a new kind of non-ATP competitive Abl kinase inhibitor. The NMR, X-ray crystallography, mutagenesis and hydrogen-exchange experiments are all consistent with binding of GNF-2/5 to the myristate-binding site located near the C terminus of the kinase domain. On the basis of our accumulated data, we propose the following model for the inhibition mechanism of GNF-2 class compounds. Binding of GNF-2/5 to the myristate-binding site seems to induce a bent conformation of the aI helix that facilitates the stabilization of an inhibited conformation. As supported by the mutagenesis studies and kinase assays, functional inhibition by GNF-2/5 requires the involvement of the SH3 and SH2 domains. The hydrogen-exchange mass spectrometry data demonstrate that binding of GNF-5 to the myristate-binding site results in dynamic or conformational changes at the ATP-binding site. This suggests that binding of GNF-2/5 to the myristate-binding site causes structural reorganization, possibly communicated by means of a conformational rearrangement of other parts of Abl, which disrupts the catalytic machinery located in the ATP-binding site. Because we currently do not have a crystal structure with a construct that contains the SH3–SH2-kinase domain of Abl bound



to GNF-2, we cannot draw firm conclusions about the precise conformation of the kinase induced by GNF-2/5. We show that GNF-2/5 can act cooperatively with an ATP competitive inhibitor to inhibit both wild-type and T315I Bcr–Abl in biochemical and cellular assays, which is consistent with crystallographic and differential scanning calorimetry results (Supplementary Fig. 15). However, one puzzling question was why GNF-2/5 lacks significant biochemical and cellular potency against the T315I ‘gatekeeper’ Abl mutation. T315I Abl biochemical kinase activity can be decreased by 20% at GNF-5 concentrations below 0.5 mM, but further increases in GNF-5 concentration up to 10 mM do not result in superior inhibition (Fig. 4c). Mutation of the ‘gatekeeper’ residue does not interfere substantially with the ability of GNF-2/5 to bind to Abl as determined by NMR and affinity chromatography, but it seems to disfavour the GNF-2/5-induced inhibited conformation. The hydrogen-exchange mass spectrometry data show that binding of GNF-5 results in decreased exchange in a peptide that contains the ‘gatekeeper’ residue. While we have not proved that this exchange phenomenon is functionally relevant to the inhibitory mechanism of GNF-2/5, it does suggest that the conformation and/or dynamics of the ‘gatekeeper’containing segment may be coupled with the ability of GNF-2/5 to inhibit Abl36. Although non-ATP competitive inhibitors will also be subject to inhibitor resistance through point mutation, we have shown that the combined application of ATP and non-ATP competitive inhibitors decreases the number of resistant clones that emerge as a response to continued exposure to a single agent. Furthermore we have shown that combined treatment of GNF-5 with nilotinib led to in vivo efficacy, resulting in complete disease remissions in a T315I Bcr– Abl mutant murine bone-marrow transplantation model. These findings should encourage the search for non-ATP competitive inhibitors that can selectively target the large number of kinases that become deregulated in cancer and other diseases. 505
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METHODS SUMMARY All NMR experiments were performed as described previously37. Abl crystals were grown as described in ref. 10. Wild-type and mutant Bcr–Abl Ba/F3 cellular proliferation assays were performed after incubation for 48 h with a range of drug concentrations as described in ref. 7. Selection for clones resistant to GNF-2 and imatinib was as described in ref. 13. Abl protein expression in E. coli, and purification as described in ref. 38. The location of each phosphorylation was determined by liquid chromatography–tandem mass spectrometry. The ATP/ NADH-coupled assay system was used to determine inhibition kinetics of Abl tyrosine kinase. Hydrogen exchange experiments were performed as described in ref. 23. Male Balb/c mice were chosen for GNF-5 pharmacokinetic parameter studies. The in vivo efficacy study in the Ba/F3.p210 xenograft model was performed in female SCID beige mice. The experimental procedures for protein crystallization and synthetic chemistry are described in Supplementary Information. Full Methods and any associated references are available in the online version of the paper at www.nature.com/nature. Received 24 March; accepted 11 November 2009. Published online 13 January 2010. 1. 2. 3. 4. 5.
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METHODS NMR spectroscopy. All NMR experiments were performed as described previously37 at 296 K on a Bruker AV600 NMR spectrometer at a proton resonance frequency of 600 MHz. Abl crystallography. Crystals were grown as described in ref. 10 using the conditions listed in Supplementary Table 1. After a single crystal had been soaked for 7 days at 4 uC in an excess of GNF-2, data were collected at beamline PXII of the Swiss Light Source (Supplementary Table 1). Statistics of the refinement and details of ligand–protein interactions in the final model are listed in Supplementary Tables 2 and 3. Wild-type and mutant Bcr–Abl-expressing Ba/F3 cellular proliferation assays. Viability of wild-type and mutant Bcr–Abl-expressing Ba/F3 cells after treatment for 48 h with various concentrations of single or combined agents was determined by the AlamarBlue (TREK Diagnostic Systems) reduction method. The combination index was calculated as described in ref. 18, using Calcusyn software. Selection for clones resistant to GNF-2 and imatinib. Emergence of compound-resistant Ba/F3.p210 clones was evaluated as described previously13. One 96-well plate was used for every compound concentration or combination, and the medium was renewed every 3–4 days. The plates were incubated for 21 days, and the number of wells with evident cell growth was recorded at days 9, 12 and 21. Abl protein expression and purification. Bacterial expression and purification of human c-Abl kinase (residues 46–515, Abl 1a numbering39) were performed as described previously38. Phosphorylation (180 or 1160 Da) was observed in the intact protein spectra (Supplementary Fig. 8). The location of each phosphorylation was determined by digestion with trypsin followed by liquid chromatography– tandem mass spectrometry (LC–MS/MS). For both wild-type Abl and Abl E505K, single phosphorylation corresponded to modification at Tyr 412, and double phosphorylation involved Tyr 412 and Tyr 89. For Abl T315I, single phosphorylation was on Tyr 89 and only a small quantity of the molecules contained phosphorylation at both Tyr 89 and Tyr 412. Kinetic characterization of Abl inhibition. The ATP/NADH-coupled assay system in a 96-well format was used to determine the initial velocity of peptide phosphorylation catalysed by Abl tyrosine kinase. The reaction mixture contained 20 mM Tris-HCl pH 8.0, 50 mM NaCl, 10 mM MgCl2, 2 mM 2-(phosphonooxy)-2-propenoic acid (Sigma-Aldrich) and 20 mM Abl peptide substrate (EAIYAAPFAKKK; New England Biolabs), a fixed or varied (to determine inhibitor kinetic parameters) concentration of inhibitor applied, 1/50 of the final reaction mixture volume of pyruvate kinase/lactic dehydrogenase enzymes from rabbit muscle (Sigma-Aldrich), 160 mM NADH and 0.16 mM Abl; ATP was added last to start the reaction. Absorbance data were collected every 20 s at 340 nm with a SpectraMax M5 microplate reader. The two-substrate kinase reaction was simplified to two one-substrate reactions to determine ATP kinetic parameters and inhibitor parameters separately. When determining ATP parameters, the inhibitor concentration was kept constant. When determining inhibition parameters, the ATP concentration was kept the same at 20 mM. Steady-state initial velocity data were drawn from the slopes of the A340 curves and fit to the Michaelis–Menten equation to determine Vmax and Km values. Data were fitted globally with GraphPad Prism (GraphPad Software) and Excel XLfit 4.0 to fit velocity equations for competitive and mixed inhibition. Hydrogen exchange experiments. Hydrogen exchange experiments were performed essentially as described in ref. 23. Abl protein (38 pmol) was incubated for 30 min at 25 uC with 45 mM GNF-5 at a protein:drug ratio of 1:7 (4.38 mM GNF-5 at labelling solution). For an estimated EC50 of 0.169 mM for GNF-5 (Supplementary Fig. 9d), 97.41% of the protein was expected to be bound to GNF-5. Deuterium exchange was initiated by dilution of the protein–drug mixture 15-fold with 20 mM Tris-HCl, 100 mM NaCl (pD 8.3) in D2O at 21 uC. The same procedure was used for the Abl protein alone and for the E505K mutant. At each deuterium exchange time point (from 10 s to 4 h) an aliquot from the exchange reaction was removed and labelling was quenched by adjusting the pH to 2.6 with an equal volume of quench buffer (50 mM potassium phosphate



pH 2.6 in H2O). Quenched samples were immediately frozen on solid CO2 and stored at 280 uC until analysis. Each frozen sample was thawed rapidly to 0 uC and injected into a custom Waters nanoACQUITY UPLC system and analysed as described previously40. The protein sample was digested online with pepsin, and the resulting peptides were trapped and desalted for 3 min at 100 ml min21 and then separated in 6 min by an 8–40% acetonitrile:water gradient at 40 ml min21. The separation column was a 1.0 mm 3 100.0 mm ACQUITY UPLC C18 BEH (Waters Corp.) containing 1.7-mm particles; the back pressure averaged 8,800 lb in22 at 1 uC. The mass spectra were obtained with a Waters QTOF Premier equipped with a standard electrospray ionization source (Waters Corp.) as described previously23. No correction was made for back-exchange, and all results are reported as relative deuterium level22. Mass spectra were processed with the software HXExpress41; the deuteration levels were calculated by subtracting the centroid of the isotopic distribution for peptide ions of undeuterated protein from the centroid of the isotopic distribution for peptide ions from the deuteriumlabelled sample. In vivo studies of GNF-5 and drug combinations. GNF-5 pharmacokinetic parameters in mice: male Balb/c mice were dosed with GNF-5 in PEG400/saline (1:1) at 5 mg kg21 intravenously or 20 mg kg21 orally. The compound plasma concentration at any given time point was determined by LC–MS/MS. Pharmacokinetic parameters were calculated by non-compartmental regression analysis with Winnonlin 4.0 software (Pharsight). In vivo efficacy in Ba/F3.p210 xenograft model: female SCID beige mice, 6–8 weeks of age (n 5 5 for each GNF-5-treated or vehicle control group) were injected into the tail vein with 106 Ba/F3 cells co-expressing Bcr–Abl p210 and luciferase. Three days after injection, mice were dosed orally twice daily with 50 or 100 mg kg21 GNF-5 for seven days. At days 5 and 7, bioluminescence was quantified with luciferin and an IVIS imaging system (Xenogen). GNF-5 pharmacodynamics in Ba/F3.p210 xenograft mice: bone marrow samples were collected at 3 h (n 5 3 mice per time point) after a single oral administration of GNF-5 at 50 and 100 mg kg21 at day 7 after cell injection. Fixed and permeabilized bone marrow cells were stained with phycoerythrinconjugated anti-phospho-Y694 STAT5 antibody (pSTAT5; Becton Dickinson) and subjected to flow cytometry. In vivo efficacy in bone-marrow transduction/transplantation model: bone marrow cells harvested from 6–8-week-old 5-fluorouracil-injected male Balb/c mice were transduced with a pMSCV Bcr–Abl wild-type or T315I Bcr–Abl retroviral construct and transplanted into irradiated recipient female Balb/c mice (6–8 weeks old). A 7-day treatment with GNF-5, nilotinib or vehicle control was started on days 7 (wild-type Bcr–Abl) or 15 (T315I) after transplantation (ten (wild-type Bcr–Abl) or four (T315I Bcr–Abl) mice per treatment group). Blood cell counts and spleen size were determined at treatment day 7. Bone marrow cells were isolated, fixed, permeabilized, stained with anti-p-STAT5 and anti-luciferase antibodies, and analysed by flow cytometry. For survival studies, the treatment with vehicle or with GNF-5 or nilotinib or a combination of the two (n 5 5 mice per group) was initiated 11 days after transplantation and prolonged until day 50 after transplantation or until the mice had to be sacrificed because they became moribund. Overall survival and time to relapse were determined by the Kaplan–Meier method. Statistical significance was assessed by Kaplan–Meier survival analysis, under the assumption of a normal distribution of normalized ratios with an estimate of variance (a 5 0.05, two-sided). 39. Oppi, C., Shore, S. K. & Reddy, E. P. Nucleotide sequence of testis-derived c-abl cDNAs: implications for testis-specific transcription and abl oncogene activation. Proc. Natl Acad. Sci. USA 84, 8200–8204 (1987). 40. Wales, T. E., Fadgen, K. E., Gerhardt, G. C. & Engen, J. R. High-speed and highresolution UPLC separation at zero degrees Celsius. Anal. Chem. 80, 6815–6820 (2008). 41. Weis, D. D., Engen, J. R. & Kass, I. J. Semi-automated data processing of hydrogen exchange mass spectra using HX-Express. J. Am. Soc. Mass Spectrom. 17, 1700–1703 (2006).
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