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Anti-leukemia activity of a Hsp70 
inhibitor and its hybrid molecules
Seong-Hyun Park1, Won-Je Kim2, Hui Li1, Wonil Seo1, Sang-Hyun Park1, Hwan Kim3, Sang 
Chul Shin4, Erik R. P. Zuiderweg5, Eunice EunKyeong Kim4, Taebo Sim3,6, Nak-Kyoon Kim2 & 
Injae Shin1

In this study we examined the anti-leukemia activity of a small molecule inhibitor of Hsp70 proteins, 
apoptozole (Az), and hybrids in which it is linked to an inhibitor of either Hsp90 (geldanamycin) or 
Abl kinase (imatinib). The results of NMR studies revealed that Az associates with an ATPase domain 
of Hsc70 and thus blocks ATP binding to the protein. Observations made in the cell study indicated 
that Az treatment promotes leukemia cell death by activating caspase-dependent apoptosis without 
affecting the caspase-independent apoptotic pathway. Importantly, the hybrids composed of Az and 
geldanamycin, which have high inhibitory activities towards both Hsp70 and Hsp90, exhibit enhanced 
anti-leukemia activity relative to the individual inhibitors. However, the Az and imatinib hybrids have 
weak inhibitory activities towards Hsp70 and Abl, and display lower cytotoxicity against leukemia cells 
compared to those of the individual constituents. The results of a mechanistic study showed that the 
active hybrid molecules promote leukemia cell death through a caspase-dependent apoptotic pathway. 
Taken together, the findings suggest that Hsp70 inhibitors as well as their hybrids can serve as potential 
anti-leukemia agents.

Leukemia is a class of cancers, which cause the increased number of abnormal white blood cells. Imatinib (or 
Glivec), a selective Abl kinase inhibitor (Fig. 1), is a highly efficacious drug to treat early-phase chronic mye-
loid leukemia which expresses an oncogenic Bcr-Abl fusion protein with a constitutively active Abl kinase1, 2. 
However, late-phase chronic myeloid leukemia becomes resistant to imatinib by expressing various Abl mutants3. 
The heterogeneity of leukemia caused by gene mutations and the status of patients with regards to the stage of leu-
kemia reduce the efficacy of imatinib. Therefore, novel anti-leukemia agents that display broad selectivity towards 
a wide range of patients are urgently needed4.

Members of the Hsp70 proteins exhibit ATP-dependent chaperone activities, including protein folding, degra-
dation of misfolded proteins, blocking denatured protein aggregation, and protein translocation5, 6. The two major 
members of cytosolic Hsp70 proteins are constitutive Hsc70 and inducible Hsp70. It is known that inducible 
Hsp70 is greatly produced in both solid and hematological tumors, a phenomenon that leads to an enhancement 
in cancer cell survival7, 8. The increased level of Hsp70 expression also correlates with resistance of cancers to 
chemotherapeutic agents, including imatinib9, 10. Moreover, simultaneous attenuation of the expression of both 
inducible Hsp70 and constitutive Hsc70 promotes apoptotic death of cancer cells without affecting normal cells11. 
As a consequence, Hsp70 proteins are potent targets for cancer diagnosis and prognosis, and their inhibitors are 
potential chemotherapeutic agents for treatment of various cancers12, 13.

Another class of ATP-dependent molecular chaperone, Hsp90, is known to bind and stabilize various 
cancer-associated client proteins, including Bcr-Abl14, 15. Thus, targeting Hsp90 with small molecule inhibitors 
represents yet another promising approach to the treatment of tumors16, 17. For example, geldanamycin (Fig. 1), 
which associates with the ATP binding site of Hsp90 and blocks its activity, is a candidate for anticancer therapy18, 

19. However, the results of previous investigations indicate that inhibition of Hsp90 in itself is insufficient to bring 
about cancer cell death because exposure to geldanamycin or its synthetic derivatives induces upregulation of 
Hsp7020. This upregulation leads to a decrease in the anticancer activities of Hsp90 inhibitors. Therefore, dual 
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inhibition of Hsp90 and Hsp70 proteins should be an important therapeutic strategy to generate efficacious anti-
cancer agents21, 22.

Recently we showed that apoptozole (Az, Fig. 1), a small molecule inhibitor of both Hsc70 and Hsp7023–27, 
induces death of various solid tumor cells25. Guided by this finding, we designed an investigation to evaluate the 
anti-leukemia activity of Az. In addition, based on observations that unimolecular dual inhibitors with dual activ-
ities often have enhanced therapeutic efficacies relative to the individual components28, 29, we designed hybrids of 
Az. Specifically, hybrids in which Az is covalently linked to an inhibitor of either Hsp90 (geldanamycin) or Abl 
(imatinib) were synthesized and evaluated for their leukemia cell death activities. The results of our effort demon-
strate that Az induces leukemic cell death and that its hybrids containing geldanamycin exhibit an improved 
anti-leukemia efficacy compared to that of Az or geldanamycin.

Results
NMR studies. We previously showed that Az inhibits the ATPase activities of both Hsc70 and Hsp70, with 
high amino acid sequence and structural similarities, by binding to their ATPase domains24, 25. However, the 
detailed mode of Az binding to the proteins has not been elucidated. To gain information about the molecular 
basis of Az binding to Hsp70 proteins, NMR studies were carried out on a complex of Az with an ATPase domain 
(1-386 residues) of human Hsc70. Saturation transfer difference (STD) NMR studies were conducted initially to 
obtain information on Az binding to the ATPase domain of Hsc7030. The aromatic protons of Az show large STD 
signals (Fig. 2a)24, 25, suggesting that the aromatic rings in Az are responsible for major interactions with Hsc70. 
Next, we evaluated whether Az affects binding of ATP to the ATPase domain. For STD experiments, less hydro-
lytic ATP-γ-S was used in place of ATP. The results of NMR studies with a mixture of Hsc70, Az and ATP-γ-S 
showed that the STD NMR signals of ATP-γ-S are gradually attenuated as Az concentrations increase (Fig. 2b). 
This finding provides evidence that Az blocks ATP binding to the ATPase domain of Hsc70.

To identify the potential Az-binding site to the ATPase domain of Hsc70, chemical shift perturbation (CSP) 
experiments were carried out. In a CSP NMR study, changes in chemical shifts of the backbone amide N-H in the 
protein that take place upon addition of a binding ligand are monitored. CSP is sensitive to structural changes 
and, as a result, residues containing protons that experience the largest chemical shift changes are generally con-
sidered to be residing in the ligand-binding site31. Because high concentrations of the protein and the ligand 
sometimes lead to undesired protein aggregation or precipitation, dynamic light scattering (DLS) analysis was 
first conducted to determine optimal concentrations of Az and the ATPase domain at which protein aggregation 
does not occur. The results showed that aggregates do not form in the mixture of 150 μM Az and 75 μM ATPase 
domain of Hsc70 (Supplementary Fig. S1), used for the CSP NMR study.

ADP-induced CSP was initially evaluated in 15N-1H TROSY HSQC spectra of a mixture of 15N-labeled ATPase 
domain and ADP. Large chemical shift changes were detected to take place for the amino acid residues in the 
ATP binding site and for many other residues owing to ADP-binding induced protein conformational changes 
(Supplementary Fig. S2), phenomena which are consistent with those seen in analysis of DnaK from Thermus 
thermophiles32. Next, we investigated whether Az binds to the ATPase domain of Hsc70 by monitoring chemical 
shift changes of resonances associated with protons in Hsc70 that are caused by Az binding. Analysis of the NMR 
data revealed that the locations of the largely perturbed proton resonance (ΔδNH > 0.04 ppm) following addition 
of Az were found to be comparable to those promoted by ADP (Fig. 3a and Supplementary Fig. S2a). Notably, 

Figure 1. Chemical structures of substances used in this study.
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several residues of Az-treated Hsc70, such as M87-H89 in domain IB and K248-K250 in domain IIB, exhibit large 
CSPs (Fig. 3b and Supplementary Fig. S2c), indicating that Az binds to this site. These findings indicate that Az 
has a Hsc70 binding site that is similar to that of ADP and, thus, that is positioned near the ATP binding site to 
block binding of ATP to the protein.

Az induces apoptosis in leukemia cells. To assess anti-leukemia activity of Az, several human leukemia 
cells (HL-60 cells, acute myeloid leukemia; Jurkat cells, acute T-lymphocytic leukemia; KG-1 cells, acute myeloid 

Figure 2. 1D proton STD NMR spectra. (a) Off-resonance (top) and STD spectra (bottom) of a mixture of an 
ATPase domain of Hsc70 with Az. Numbers indicate the position of the protons in Az. (b) Off-resonance (i) and 
STD spectra (ii–iv) of a solution of an ATPase domain of Hsc70 mixed with ATP-γ-S and Az. The H2′ resonance 
of the ATP-γ-S is not observed due to the overalp with residual water signal (4.7 ppm) in the sample.

Figure 3. Chemical shift perturbation. (a) Residues with large chemical shift changes (ΔδNH > 0.04 ppm) 
upon Az binding to an ATPase domain of Hsc70 were mapped in blue on the structure (PDB entry 2E8A). 
Subdomains IA, IIA, IB and IIB are shown in the structure (b) Chemical shift changes of M87-H89 and 
K248-K250 after addition of Az to an ATPase domain of Hsc70 are shown in 2D 15N-1H TROSY HSQC spectra. 
The ratios of protein to Az are 1:0 (blue), 1:0.5 (green), 1:1 (yellow), 1:1.25 (magenta) and 1:1.5 (red).
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leukemia; U937 cells, acute myeloid leukemia; THP-1 cells, acute monocytic leukemia; K562 cells, chronic mye-
loid leukemia) were incubated with Az for 48 h. As controls, leukemia cells were also incubated with the known 
anti-leukemia agents, geldanamycin and imatinib19, 33. An MTT assay was then performed to measure cell viabili-
ties. The results revealed that Az has cytotoxic activities toward all the tested leukemia with IC50 values of 2–5 μM 
(Table 1 and Supplementary Fig. S3). In addition, Az has similar cell death activities against both acute and 
chronic leukemia cells. Moreover, the anti-leukemia activity of Az is similar to that of geldanamycin. Interestingly, 
Az displays a higher anti-leukemia activity against acute leukemia cells but a lower chronic leukemia cell death 
activity as compared to that of imatinib.

Next, the cytotoxic effects of Az on wild-type and mutant Bcr-Abl expressing cells were evaluated. In this 
study Ba/F3 cells, stably producing either wild-type or imatinib-resistant mutant Bcr-Abl (T315I), were separately 
treated with Az, along with imatinib as a control. The results of MTT assays revealed that Az promotes simi-
lar cell death towards both types of cells producing wild-type and mutant Bcr-Abl (Supplementary Fig. S4 and 
Supplementary Table S1). Importantly, Az has a much higher cytotoxicity towards cells expressing mutant Abl 
than does imatinib (IC50 values, 2.2 vs. 37.4 μM). The findings show that unlike imatinib, Az stimulates the death 
of leukemia cells irrespective of the expression of wild-type and mutant Abl kinases.

To determine whether Az promotes leukemia cell death via apoptosis, acute leukemia HL-60 and chronic leu-
kemia K562 cells were independently incubated with Az. The treated cells were then exposed to a mixed solution 
of fluorescein-annexin V and propidium iodide (PI) and flow cytometry analysis was conducted. Because cells 
treated with Az exhibit positive annexin V binding and positive PI uptake (Supplementary Fig. S5a), Az promotes 
apoptosis34. The size of the treated cells was also assessed by using flow cytometry. It was found that Az treatment 
leads to cell shrinkage to a great degree (Supplementary Fig. S6). This finding also indicates that leukemia cells 
treated with Az undergo apoptosis. We also investigated if the mitochondrial membrane potential in cells treated 
with Az is disrupted. To test this possibility, HL-60 and K562 cells were exposed to Az and subsequently stained 
with a membrane potential sensitive JC-1 probe35. The intensity of red fluorescence derived from JC-1 in the 
treated cells was found to be significantly lower than that of untreated cells, indicating that Az causes a reduction 
of the mitochondrial membrane potential (Supplementary Fig. S5b). This serves as another evidence for apopto-
sis induced by Az. Furthermore, an increase in DNA fragments was found to take place in cells treated with Az 
(Supplementary Fig. S7). Collectively, the results clearly demonstrate that Az induces apoptotic cell death in both 
chronic and acute leukemia cells.

Leukemia cell death stimulated by Az takes place through caspase-dependent apopto-
sis. A study was conducted to determine if apoptosis of leukemia cells promoted by Az takes place through 
a caspase-dependent and/or caspase-independent pathway. Caspase-dependent apoptosis includes the release 
of cytochrome c from mitochondria into the cytosol to form the apoptosome after association with Apaf-1 
(Supplementary Fig. S8a)36, 37. Subsequently, caspase-9 is produced from procaspase-9 through proteolytic cleav-
age in the complex of cytochrome c and Apaf-1. The process leads to cleavage of procaspase-3 to form caspase-3. 
It is known that Hsp70 suppresses apoptosome formation by the direct association of Hsp70 with Apaf-138.

With this information in mind, we tested if Az enhances the cytochrome c release from mitochondria into 
the cytosol in leukemia cells. The levels of cytochrome c in cytosolic and mitochondrial fractions of HL-60 and 
K562 cells after treatment with Az were determined by using western blot analysis. Cytochrome c was found to 
be released from mitochondria into the cytosol after Az treatment (Fig. 4a). We next determined if the binding of 
Hsp70 to Apaf-1 is suppressed by Az during apoptosis. For this purpose, HL-60 and K562 cells were exposed to 
Az, and a complex of Hsp70 and Apaf-1 was then immunoprecipitated with Hsp70 antibody. It was revealed that 
Az inhibits the interaction of Hsp70 with Apaf-1 but it does not influence the translational levels of Hsp70 and 
Apaf-1 (Supplementary Fig. S9). This finding indicates that Az suppresses the association of Hsp70 with Apaf-1 
for which the ATPase activity of Hsp70 is critical38.

Because Az inhibits the association of Hsp70 with Apaf-1, caspase associated proteolytic activities should 
increase in cells treated with Az. To determine whether this event occurs, caspase activities of HL-60 and K562 
cells treated with Az were measured by using the colorimetric substrate, Ac-DEVD-pNA (pNA, p-nitroaniline). 
The caspase activity was found to increase in the Az treated cells (Fig. 4b). In contrast, caspase activity was greatly 
reduced in the presence of Ac-DEAD-CHO (a caspase inhibitor). We also examined whether leukemia cells are 
protected from the effect of Az by ZVAD-FMK (benzyloxycarbonyl-Val-Ala-Asp(OMe) fluoromethyl ketone, a 
cell-permeable inhibitor of pan-caspases). HL-60 and K562 cells were pre-incubated with ZVAD-FMK for 3 h 
and subsequently exposed to Az. The results of an MTT assay showed that ZVAD-FMK significantly protects cells 
against Az induced death (Fig. 4c).

Cells Az GD Imatinib Az-GA Az-O3-GD
Az-amide-
GD

Az-O3-
Imatinib

Az-O4-
Imatinib

HL-60 2.80 ± 0.87 2.30 ± 0.74 9.60 ± 1.52 0.73 ± 0.22 0.74 ± 0.27 >10 >10 >10

KG-1 3.30 ± 0.71 3.20 ± 1.21 8.58 ± 1.61 0.91 ± 0.41 1.31 ± 0.30 >10 >10 >10

THP-1 3.70 ± 0.73 0.90 ± 0.33 8.41 ± 1.55 0.36 ± 0.12 0.62 ± 0.27 >10 >10 >10

U937 4.70 ± 0.77 4.80 ± 1.22 8.58 ± 1.02 1.12 ± 0.32 1.12 ± 0.44 >10 >10 >10

Jurkat 3.10 ± 0.61 4.80 ± 1.06 9.72 ± 1.49 0.89 ± 0.25 0.57 ± 0.18 >10 >10 >10

K562 3.60 ± 0.52 3.70 ± 1.11 0.35 ± 0.10 0.63 ± 0.21 0.72 ± 0.26 >10 4.3 ± 0.91 4.5 ± 0.88

Table 1. IC50 values (μM) of compounds for leukemia cells (mean ± s.d., n = 3).
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Apaf-1 mediated, caspase-dependent apoptosis promoted by Az in leukemia cells should lead to activation 
of proteolysis of procaspase-9 to produce caspase-938. To check this, western blot analysis was performed in 
the cells treated with Az. Cleaved caspase-9 was detected in the treated cells as well as caspase-3 was generated 
from procaspase-3 (Fig. 4a). Furthermore, the endogenous caspase substrate PARP is also cleaved in the treated 
cells (Fig. 4a). These results clearly indicate that Az enhances apoptosis of leukemia cells in a caspase-dependent 
manner.

Apoptosis-inducing factor (AIF) is known to be translocated from the cytosol to the nucleus during 
caspase-independent apoptosis (Supplementary Fig. S8b)39. In addition, it is also known that Hsp70 interacts 
with AIF directly and this interacting event results in blocking translocation of AIF to the nucleus and, in turn, 
prevents caspase-independent apoptosis40. Because of these phenomena, we tested if Az has an influence on 
AIF-mediated caspase-independent apoptosis. To probe this issue, HL-60 and K562 cells were exposed to Az and 

Figure 4. Az induces caspase activation but does not promote the AIF-associated, caspase-independent 
apoptosis. (a) HL-60 and K562 cells were treated with Az for 24 h and the indicated proteins were 
immunoblotted by using appropriate corresponding antibodies. β-Actin was used as a loading control. 
(b) Caspase activities of lysates of HL-60 and K562 cells treated with Az for 24 h were measured by using 
Ac-DEVD-pNA in the absence or presence of 20 μM Ac-DEVD-CHO (mean ± s.d., n = 3). *P < 0.05. (c) 
HL-60 and K562 cells were pre-incubated with 20 μM ZVAD-FMK for 3 h, and then treated with various 
concentrations of Az for 24 h. Effect of a caspase inhibitor on cell survival was determined by using an MTT 
assay (mean ± s.d., n = 3). (d) HL-60 and K562 cells were treated with Az for 24 h. (Top) Immunocytochemistry 
and (bottom) western blotting were performed by using an anti-AIF antibody. The nuclei were stained with 
DAPI (scale bar = 10 μm).
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the levels of AIF in the cytosolic and nuclear fractions were then determined. AIF translocation to the nucleus 
was not observed in Az-treated cells, based on western blot analysis (Fig. 4d). Additional evidence to support 
this conclusion was obtained from immunocytochemical analysis of leukemia cells treated with Az (Fig. 4d). The 
observations show that Az does not affect the interaction of Hsp70 with AIF for which the ATPase activity is not 
required41. As a result, Az does not promote apoptosis of leukemia cells in an AIF-mediated, caspase-independent 
manner. Collectively, the results show that Az enhances leukemia cell death by activating caspases without affect-
ing the AIF-associated apoptotic pathway.

Design and synthesis of hybrid molecules consisting of Az and an inhibitor of either Hsp90 or 
Abl. Development of single target drugs is a predominant strategy used in drug discovery. However, a gradual 
shift has taken place toward a new approach in which hybrid drugs are designed to modulate multiple targets 
simultaneously in order to enhance therapeutic efficacy relative to single-target drugs. Thus, in the current effort 
we explored this approach using hybrids that are designed to target both Hsp70 and Hsp90 or both Hsp70 and 
Abl.

Hybrids, in which Az is covalently linked to geldanamycin (GD) and imatinib, were synthesized utilizing the 
routes displayed in Fig. 5 and 6. In routes to prepare Az-geldanamycin hybrids (Fig. 5), Az and its triethylene gly-
col analog Az-O3-NH2 reacted with GD at the C-17 position to produce the respective covalent adducts Az-GD 
and Az-O3-GD (Fig. 5a)42. In addition, the GD derivative 1, generated by reaction of GD with linker 2, was cou-
pled to Az under amide coupling conditions to yield Az-amide-GD (Fig. 5a).

To prepare the Az-imatinib hybrids, Az-O3-Imatinib and Az-O4-Imatinib (Fig. 1), the carboxylic acid con-
taining imidazole derivative A (Fig. 6) was coupled to 7 and 8 to afford the respective 9 and 10. Removal of the 
Boc-groups from 9 and 10 produced the corresponding secondary amines 11 and 12, which underwent nucleop-
hilic substitution reactions with the benzyl chloride containing imatinib derivative B to give Az-O3-Imatinib and 
Az-O4-Imatinib, respectively. Selection of these Az-imatinib targets was based on the crystal structure of a com-
plex of Abl with imatinib, which showed that N-methylpiperazine moiety of imatinib is located on the outside of 
Abl43. The synthesized hybrid molecules were characterized by using 1H/13C NMR and MS techniques.

Anti-leukemia activity of hybrid molecules. Inhibition by the hybrids on the ATPase activities of Hsp70 
and Hsp90 was determined by using a PiColorLock assay and on the kinase activity of Abl by using a radiometric 
assay. The results of these assays indicate that both Az-GD and Az-O3-GD suppress the ATPase activity of Hsp70 
to a similar degree that Az (Supplementary Fig. S10a). In contrast, Az-amide-GD has a lower inhibitory activity 
towards Hsp70 than Az. It was also found that Az-O3-Imatinib and Az-O4-Imatinib are much weaker inhibitors 
of Hsp70 compared to Az itself. The findings suggest that the nature of modifications has a profound effect on the 
inhibitory activities of the Az-hybrids towards Hsp70.

Three Az-GD hybrids, Az-GD, Az-O3-GD and Az-amide-GD, were shown to abrogate the ATPase activity 
of Hsp90 to the similar degree that GD itself does, indicating that modification of GD has little influence on its 

Figure 5. Routes for synthesis of hybrid molecules consisting of Az and geldanamycin (GD) to give (a) Az-GD 
and Az-O3-GD and (b) Az-amide-GD.
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inhibitory activity (Supplementary Fig. S10b). In contrast, the imatinib containing hybrids, Az-O3-Imatinib and 
Az-O4-Imatinib, have significantly reduced inhibitory activities towards Abl kinase compared to imatinib itself 
(Supplementary Fig. S10c). This finding suggests that attachment of a relatively large group to the piperazine 
moiety of imatinib has an adverse influence on inhibition of Abl kinase.

Next, to evaluate leukemia cell death activities of the hybrids, several leukemia cells (HL-60, KG-1, THP-1, 
U937, Jurkat and K562 cells) were exposed to the hybrids, along with individual inhibitors (Az, GD and imati-
nib) as controls. The results of an MTT assay showed that Az-amide-GD, Az-O3-Imatinib and Az-O4-Imatinib, 
which have low inhibitory activities towards Hsp70 and Abl, display poorer cytotoxicity towards all of the tested 
leukemia cells as compared to those of Az, GD and imatinib (Table 1 and Supplementary Fig. S11). Importantly, 
Az-GD and Az-O3-GD, which have high inhibitory activities towards both Hsp70 and Hsp90, exhibit greatly 
enhanced cytotoxicities against all the leukemia cells relative to those of Az and GD. The results indicate that 
hybrids consisting of Hsp70 and Hsp90 inhibitors linked through a proper tether have enhanced anti-leukemia 
activities relative to the individual inhibitors.

Az-O3-GD stimulates leukemia cell death via caspase-dependent apoptosis. In the final phase 
of this investigation, we determined whether leukemia cell death induced by the Az-GD hybrids takes place via a 
caspase-dependent and/or caspase-independent apoptotic pathway. Because Az-GD and Az-O3-GD have similar 
anti-leukemia activities, the latter was employed in this study. HL-60 and K562 cells were incubated for 24 h with 
Az-O3-GD, along with Az and GD as controls, and then incubated with a mixed solution of annexin V and PI as 
well as JC-1. Observations of positive annexin V and positive PI uptake, cell shrinkage and a significant decrease 
in the intensity of red fluorescence from JC-1 using flow cytometry analysis indicate that, just like Az and GD, 
Az-O3-GD induces apoptosis of the cells (Supplementary Fig. S12).

Given that Az-O3-GD treatment induces apoptosis, caspase activities of lysates of HL-60 and K562 cells 
exposed to Az-O3-GD were determined by employing Ac-DEVD-pNA. Caspase activities were found to increase 
in the treated cells but to greatly decrease in the presence of Ac-DEAD-CHO (Fig. 7a). We also examined whether 
leukemia cells are protected against the effect of Az-O3-GD by ZVAD-FMK. To this end, HL-60 and K562 cells 
pre-treated with ZVAD-FMK for 3 h were exposed to Az-O3-GD. The results of an MTT assay revealed that leu-
kemia cell death induced by Az-O3-GD is greatly attenuated in the presence of the pan-caspase inhibitor (Fig. 7b 
and Supplementary Fig. S13).

Because Az-O3-GD promotes caspase activation in leukemia cells, it was anticipated that procaspase-9, 
procaspase-3 and PARP would be cleaved in treated cells. To test this possibility, HL-60 and K562 cells were 
exposed to Az-O3-GD, along with Az and GD as controls and western blot analysis was then carried out. It 
was revealed that caspase-9 and caspase-3 are generated from procaspase-9 and procaspase-3, respectively, in 
the treated cells, and that cleaved PARP is also seen (Fig. 7c). Unlike Az which does not affect the translational 
levels of Hsp70 and Hsp90, Az-O3-GD treatment leads to upregulation of Hsp70, a phenomenon which is seen 
in cells exposed to GD alone44. Although Az-O3-GD upregulates Hsp70, the presence of the Hsp70 inhibitor in 
this hybrid causes its cytotoxicity against leukemia cells to be higher than that of GD. Finally, we examined the 
effect of Az-O3-GD on AIF-mediated caspase-independent apoptosis. To this end, HL-60 and K562 cells were 

Figure 6. Routes for synthesis of hybrid molecules consisting of Az and imatinib to yield Az-O3-Imatinib and 
Az-O4-Imatinib.
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incubated with Az-O3-GD for 24 h. The results of immunostaining of the treated cells revealed that Az-O3-GD 
does not elicit the translocation of AIF to the nucleus (Supplementary Fig. S14). Collectively, the observations 
demonstrate that Az-O3-GD promotes caspase-dependent apoptosis of leukemia cell, a phenomenon which is 
observed in cancer cell death induced by Az and GD25, 45.

Discussion
Much progress has been made in the discovery of efficacious chemotherapeutic agents for cancer treatment and 
these advances have led to substantially increased survival rates for patients. In particular, imatinib, a selective 
inhibitor of Abl kinase, has greatly contributed to the treatment of leukemia. However, resistance of imatinib by 
mutation of the Abl gene stimulated us to develop novel efficacious anti-leukemia agents that have broad ranges 
of selectivity. In the investigation described above, we demonstrated that Az promotes leukemia cell death by acti-
vating caspase-dependent apoptosis without affecting AIF-mediated caspase-independent apoptosis. Importantly, 
we showed that hybrid molecules comprised of Az and geldanamycin linked through oligoethylene glycol have 
enhanced anti-leukemia activities compared to those of the individual substances. The findings indicate that Az 
will continue to play a special role in blood cancer research and that the efficacy of Az in the treatment of cancers 
can be augmented by utilizing a combination of Az with other anticancer agents to simultaneously target two 
causal mechanisms of cancers. Finally, it is anticipated that the strategy involving the design of hybrid molecules 
to target multiple proteins that are involved in cancers will be expanded as a therapeutic approach to treat cancers.

Materials and Methods
Chemicals. Geldanamycin (GD) was purchased from Hubei Widely Chemical Technology Co., Ltd. (China) 
and Imatinib from LC laboratories (USA). Hybrid molecules, Az-GD, Az-O3-GD, Az-amide-GD, Az-O3-imatinib 
and Az-O4-imatinib, were prepared and their analytical data were shown in Supporting Information.

Saturation transfer difference (STD) NMR experiments. For STD experiments, 10 μM of an ATPase 
domain of Hsc70, 1 mM of ATP-γ-S and Az (a phosphate salt form) were used. For competition studies between 
ATP-γ-S and Az, STD of the sample with 5 μM ATPase domain of Hsc70 and 500 μM ATP-γ-S was initially 

Figure 7. Az-O3-GD induces caspase-dependent apoptosis in leukemia cells. (a) Caspase activities of lysates 
of HL-60 and K562 cells treated with Az-O3-GD for 24 h were measured by using acetyl-DEVD-pNA in the 
absence or presence of 20 μM Ac-DEVD-CHO (mean ± s.d., n = 3). *P < 0.05. (b) HL-60 cells were pre-
incubated with 20 μM ZVAD-FMK for 3 h, and then treated with various concentrations of Az-O3-GD for 24 h. 
Effect of a caspase inhibitor on cell survival was determined by using an MTT assay (mean ± s.d., n = 3). (c) 
Upper panels: HL-60 and K562 cells were treated with each compound for 24 h and the indicated proteins were 
immunoblotted by using appropriate corresponding antibodies.
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measured, and further titrated with Az up to 1 mM. The ratios of ATP-γ-S to Az were 1:0, 1:1, 1:1.5, and 1:2. All 
STD NMR spectra were obtained using 20 mM solutions of deuterated Tris buffer with 5% (v/v) DMSO-d6 (pD 
7.2). The STD signals were recorded with 2 sec transfer delay and 1,024 scans using a 600 MHz spectrometer 
(Agilent DD2) at 298 K (on-resonance irradiation, −1.0 ppm; off-resonance irradiation, 31.6 ppm).

Chemical shift perturbation NMR study. Resonance assignments for backbone amide nitrogens and pro-
tons of a ligand-free ATPase domain of Hsc70 were accomplished by back-tracing the chemical shift values from 
NMR data of an ADP-bound ATPase domain. First, previously determined chemical shift values of ADP-bound 
Hsc70 (10 mM ADP state) were used as a starting point of the resonance assignments46. Upon reducing the final 
concentrations of ADP (10 mM, 200 μM, 50 μM, and 0 M), the N-H chemical shift changes of 15N-labeled Hsc70 
(100 μM) in an NMR buffer (20 mM Tris-HCl, 25 mM KCl, 5 mM MgCl2, 5 mM K3PO4, 10% (v/v) D2O, pH 7.2) 
were monitored. For Az titrations to Hsc70 in the ligand-free state, 15N-labeled Hsc70 (75 μM) in the NMR buffer 
with 1% DMSO-d6 was used. The 1% DMSO was used to increase the solubility of Az in protein solution, but the 
effect of addition of DMSO on the chemical shift perturbation was negligible. The ratios of Hsc70 (the ligand-free 
state) to Az (a phosphate salt form) were 1:0, 1:0.5, 1:1, 1:1.25, and 1:1.5. The chemical shift changes during the 
titrations were monitored in 2D TROSY (Transverse Relaxation Optimized SpectroscopY) 15N-1H HSQC spectra 
of Hsc70. The chemical shift difference (ΔδNH) was calculated by using the equation of ΔδNH = [(ΔδH

2 + (ΔδN/5)2

)/2]1/2. All spectra were measured on an 800 MHz NMR spectrometer (Bruker) with a cryogenic probe. The NMR 
data were processed with Topspin 3.5 pl2 (Bruker) and analyzed with Sparky 3.114.

Cell culture. HL-60, KG-1, Jurkat, U937, THP-1 and K562 cells were cultured in RPMI 1640 (Invitrogen) 
supplemented with 10% FBS, penicillin (50 units/mL) and streptomycin (50 units/mL). Ba/F3 cells (murine 
interleukin-3 dependent pro-B cells) producing wild-type and mutant Bcr-Abl (T315I) were cultured in RPMI 
1640 supplemented with 10% FBS, penicillin (50 units/mL), streptomycin (50 units/mL) and interleukin-3 (10 ng/
mL).

Determination of cell death. Cells were exposed to each compound (a HCl salt form) at various concen-
trations for indicated time periods (24 or 48 h) in culture media. MTT assays were conducted according to known 
procedures. The absorbance at 570 nm was determined by employing a microplate reader (TECAN, Infinite® 200 
PRO).

Flow cytometry. HL-60 and K562 cells were incubated with each compound for 24 h in culture media. Cells 
were re-suspended with 500 μL binding buffer (10 mM HEPES, 1.4 M NaCl and 2.5 mM CaCl2, pH 7.5) and then 
incubated with the FITC-annexin V apoptosis detection kit with PI according to the protocol provided by the 
manufacturer. Flow cytometry was carried out by using a BD FACSVerse™ instrument (BD Biosciences) and the 
data were analyzed by using a FlowJo™ software (BD Biosciences).

Cell size measurement: HL-60 and K562 cells were treated with each compound for 24 h. The cell size was 
analyzed with a flow cytometer (excitation: a 488-nm argon laser) by measuring distribution on a forward scatter 
versus side scatter dot plot.

JC-1 staining: HL-60 and K562 cells were treated with each compound and then with 2.5 μg/mL JC-1 
(Anaspec) in PBS for 15 min. Flow cytometry was conducted with a BD FACSVerse™ instrument (the red fluo-
rescence signal: λex = 550 nm, λem = 600 nm; the green fluorescence signal: λex = 485 nm, λem = 535 nm) and the 
data were analyzed using a FlowJo™ software.

Caspase activity assay. HL-60 and K562 cells treated with each compound for 24 h were lysed in a buffer 
containing 50 mM HEPES (pH 7.4), 5 mM CHAPS and 5 mM DTT. Assay buffer containing 20 mM HEPES (pH 
7.4), 0.01% CHAPS, 5 mM DTT and 2 mM EDTA was added to cell lysates. Caspase activity was measured in the 
absence or presence of acetyl-DEVD-pNA (200 μM) (Sigma-Aldrich) by using a microplate reader (monitored 
at 405 nm).

Statistical analysis. The data are expressed as the mean ± s.d. Differences were analyzed using dependent 
or independent t-tests. Values of P < 0.05 were considered significant.

References
 1. Deininger, M., Buchdunger, E. & Druker, B. J. The development of imatinib as a therapeutic agent for chronic myeloid leukemia. 

Blood 105, 2640–2653 (2005).
 2. Druker, B. J. et al. Effects of a selective inhibitor of the Abl tyrosine kinase on the growth of Bcr-Abl positive cells. Nat Med 2, 

561–566 (1996).
 3. Bixby, D. & Talpaz, M. Seeking the causes and solutions to imatinib-resistance in chronic myeloid leukemia. Leukemia 25, 7–22 

(2011).
 4. Weisberg, E., Manley, P. W., Cowan-Jacob, S. W., Hochhaus, A. & Griffin, J. D. Second generation inhibitors of BCR-ABL for the 

treatment of imatinib-resistant chronic myeloid leukaemia. Nat Rev Cancer 7, 345–356 (2007).
 5. Bukau, B. & Horwich, A. L. The Hsp70 and Hsp60 chaperone machines. Cell 92, 351–366 (1998).
 6. Young, J. C., Agashe, V. R., Siegers, K. & Hartl, F. U. Pathways of chaperone-mediated protein folding in the cytosol. Nat Rev Mol Cell 

Biol 5, 781–791 (2004).
 7. Ciocca, D. R. & Calderwood, S. K. Heat shock proteins in cancer: diagnostic, prognostic, predictive, and treatment implications. Cell 

Stress Chaperones 10, 86–103 (2005).
 8. Garrido, C. et al. Heat shock proteins 27 and 70: anti-apoptotic proteins with tumorigenic properties. Cell Cycle 5, 2592–2601 (2006).
 9. Pocaly, M. et al. Overexpression of the heat-shock protein 70 is associated to imatinib resistance in chronic myeloid leukemia. 

Leukemia 21, 93–101 (2007).
 10. Gabai, V. L., Budagova, K. R. & Sherman, M. Y. Increased expression of the major heat shock protein Hsp72 in human prostate 

carcinoma cells is dispensable for their viability but confers resistance to a variety of anticancer agents. Oncogene 24, 3328–3338 
(2005).



www.nature.com/scientificreports/

1 0Scientific RepoRts | 7: 3537  | DOI:10.1038/s41598-017-03814-6

 11. Powers, M. V., Clarke, P. A. & Workman, P. Dual targeting of HSC70 and HSP72 inhibits HSP90 function and induces tumor-specific 
apoptosis. Cancer Cell 14, 250–262 (2008).

 12. Evans, C. G., Chang, L. & Gestwicki, J. E. Heat shock protein 70 (hsp70). as an emerging drug target. J Med Chem 53, 4585–4602 
(2010).

 13. Powers, M. V. & Workman, P. Inhibitors of the heat shock response: biology and pharmacology. FEBS Lett 581, 3758–3769 (2007).
 14. Bagatell, R. & Whitesell, L. Altered Hsp90 function in cancer: a unique therapeutic opportunity. Mol Cancer Ther 3, 1021–1030 

(2004).
 15. Isaacs, J. S., Xu, W. & Neckers, L. Heat shock protein 90 as a molecular target for cancer therapeutics. Cancer Cell 3, 213–217 (2003).
 16. Neckers, L. Development of small molecule Hsp90 inhibitors: utilizing both forward and reverse chemical genomics for drug 

identification. Curr Med Chem 10, 733–739 (2003).
 17. Ozgur, A. & Tutar, Y. Heat Shock Protein 90 Inhibitors in Oncology. Curr Proteomics 11, 2–16 (2014).
 18. Trepel, J., Mollapour, M., Giaccone, G. & Neckers, L. Targeting the dynamic HSP90 complex in cancer. Nat Rev Cancer 10, 537–549 

(2010).
 19. Blagosklonny, M. V. et al. The Hsp90 inhibitor geldanamycin selectively sensitizes Bcr-Abl-expressing leukemia cells to cytotoxic 

chemotherapy. Leukemia 15, 1537–1543 (2001).
 20. Bagatell., R. et al. Induction of a heat shock factor 1-dependent stress response alters the cytotoxic activity of hsp90-binding agents. 

Clin Cancer Res 6, 3312–3318 (2000).
 21. Wang, R. E. Targeting heat shock proteins 70/90 and proteasome for cancer therapy. Curr Med Chem 18, 4250–4264 (2011).
 22. Tutar, Y. Inhibition of Heat Shock Protein 70 and 90 (Hsp70 And Hsp90). in Target Spesific Cancer Treatment. Adv Tech Biol Med 3, 

e109 (2015).
 23. Williams, D. R., Ko, S. K., Park, S., Lee, M. R. & Shin, I. An apoptosis-inducing small molecule that binds to heat shock protein 70. 

Angew Chem Int Ed 47, 7466–7469 (2008).
 24. Cho, H. J. et al. Probing the effect of an inhibitor of an ATPase domain of Hsc70 on clathrin-mediated endocytosis. Mol BioSyst 11, 

2763–1769 (2015).
 25. Ko, S. K. et al. A small molecule inhibitor of ATPase activity of HSP70 induces apoptosis and has antitumor activities. Chem Biol 22, 

391–403 (2015).
 26. Cho, H. J. et al. A small molecule that binds to an ATPase domain of Hsc70 promotes membrane trafficking of mutant cystic fibrosis 

transmembrane conductance regulator. J Am Chem Soc 133, 20267–20276 (2011).
 27. Baek, K. H. et al. A small molecule inhibitor for ATPase activity of Hsp70 and Hsc70 enhances the immune response to protein 

antigens. Sci Rep 5, 17642 (2015).
 28. Meunier, B. Hybrid molecules with a dual mode of action: dream or reality? Acc Chem Res 41, 69–77 (2008).
 29. Morphy, R. & Rankovic, Z. J. Designed multiple ligands. An emerging drug discovery paradigm. J Med Chem 48, 6523–6543 (2005).
 30. Viegas, A., Manso, J., Nobrega, F. L. & Cabrita, E. J. Cabrita, Saturation-Transfer Difference (STD). NMR: A Simple and Fast Method 

for Ligand Screening and Characterization of Protein Binding. J Chem Ed. 88, 990–994 (2011).
 31. Williamson, M. P. Using chemical shift perturbation to characterise ligand binding. Prog Nucl Magn Reson Spectrosc 73, 1–16 (2013).
 32. Revington, M., Holder, T. M. & Zuiderweg, E. R. NMR study of nucleotide-induced changes in the nucleotide binding domain of 

Thermus thermophilus Hsp70 chaperone DnaK: implications for the allosteric mechanism. J Biol Chem 279, 33958–33967 (2004).
 33. Druker, B. J. et al. Efficacy and safety of a specific inhibitor of the BCR-ABL tyrosine kinase in chronic myeloid leukemia. New Engl 

J Med 344, 1031–1037 (2001).
 34. Ko, S. K. et al. Synthetic ion transporters can induce apoptosis by facilitating chloride anion transport into cells. Nat Chem 6, 

885–892 (2014).
 35. Smiley, S. T. et al. Intracellular heterogeneity in mitochondrial membrane potentials revealed by a J-aggregate-forming lipophilic 

cation JC-1. Proc Natl Acad Sci USA 88, 3671–3675 (1991).
 36. Chen, Q. et al. The late increase in intracellular free radical oxygen species during apoptosis is associated with cytochrome c release, 

caspase activation, and mitochondrial dysfunction. Cell Death Differ 10, 323–334 (2003).
 37. Li, P. et al. Cytochrome c and dATP-dependent formation of Apaf-1/caspase-9 complex initiates an apoptotic protease cascade. Cell 

91, 479–489 (1997).
 38. Beere, H. M. et al. Heat-shock protein 70 inhibits apoptosis by preventing recruitment of procaspase-9 to the Apaf-1 apoptosome. 

Nat Cell Biol 2, 469–475 (2000).
 39. Joza, N. et al. Essential role of the mitochondrial apoptosis-inducing factor in programmed cell death. Nature 410, 549–554 (2001).
 40. Susin, S. A. et al. Molecular characterization of mitochondrial apoptosis-inducing factor. Nature 397, 441–446 (1999).
 41. Ravagnan, L. et al. Heat-shock protein 70 antagonizes apoptosis-inducing factor. Nat Cell Biol 3, 839–843 (2001).
 42. Kang, B. H. et al. Combinatorial drug design targeting multiple cancer signaling networks controlled by mitochondrial Hsp90. J Clin 

Invest 119, 454–464 (2009).
 43. Nagar, B. et al. Crystal structures of the kinase domain of c-Abl in complex with the small molecule inhibitors PD173955 and 

imatinib (STI-571). Cancer Res 62, 4236–4243 (2002).
 44. McCollum, A. K. et al. Cisplatin abrogates the geldanamycin-induced heat shock response. Mol Cancer Ther 7, 3256–3264 (2008).
 45. Gausdal, G. et al. geldanamycin-enhanced cleavage of co-chaperone p23 in leukemic apoptosis. Leukemia 18, 1989–1996 (2004).
 46. Rousaki, A. et al. Allosteric drugs: the interaction of antitumor compound MKT-077 with human Hsp70 chaperones. J Mol Biol 411, 

614–632 (2011).

Acknowledgements
This study was financially supported by grants from the National Creative Research Initiative program 
(2010–0018272, I.S.), the Global Research Laboratory program (NRF-2011–0021713, E.E.K.), NRF-
2015R1A2A2A04005596 (N-.K.K.) and the Institutional grant from Korea Institute of Science and Technology.

Author Contributions
Seong-H.P. and Sang-H.P. conducted biological studies; W.-J.K. and E.R.P.Z. performed NMR studies and 
analyzing NMR spectra; H.L. and W.S. synthesized hybrid molecules; S.C.S. and E.E.K. carried out biochemical 
studies; H.K. and T.S. measured cytotoxicity of compounds towards leukemia cells; N.-K.K. and I.S. designed the 
study, analyzed data and wrote a manuscript.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-03814-6
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

http://dx.doi.org/10.1038/s41598-017-03814-6


www.nature.com/scientificreports/

1 1Scientific RepoRts | 7: 3537  | DOI:10.1038/s41598-017-03814-6

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://creativecommons.org/licenses/by/4.0/

	Anti-leukemia activity of a Hsp70 inhibitor and its hybrid molecules
	Results
	NMR studies. 
	Az induces apoptosis in leukemia cells. 
	Leukemia cell death stimulated by Az takes place through caspase-dependent apoptosis. 
	Design and synthesis of hybrid molecules consisting of Az and an inhibitor of either Hsp90 or Abl. 
	Anti-leukemia activity of hybrid molecules. 
	Az-O3-GD stimulates leukemia cell death via caspase-dependent apoptosis. 

	Discussion
	Materials and Methods
	Chemicals. 
	Saturation transfer difference (STD) NMR experiments. 
	Chemical shift perturbation NMR study. 
	Cell culture. 
	Determination of cell death. 
	Flow cytometry. 
	Caspase activity assay. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 Chemical structures of substances used in this study.
	Figure 2 1D proton STD NMR spectra.
	Figure 3 Chemical shift perturbation.
	Figure 4 Az induces caspase activation but does not promote the AIF-associated, caspase-independent apoptosis.
	Figure 5 Routes for synthesis of hybrid molecules consisting of Az and geldanamycin (GD) to give (a) Az-GD and Az-O3-GD and (b) Az-amide-GD.
	Figure 6 Routes for synthesis of hybrid molecules consisting of Az and imatinib to yield Az-O3-Imatinib and Az-O4-Imatinib.
	Figure 7 Az-O3-GD induces caspase-dependent apoptosis in leukemia cells.
	Table 1 IC50 values (μM) of compounds for leukemia cells (mean ± s.




