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Leveraging ectopic Hsp90 
expression to assay the presence of 
tumor cells and aggressive tumor 
phenotypes in breast specimens
Brian Crouch1, Helen Murphy1, Stella Belonwu2, Amy Martinez   1, Jennifer Gallagher3, 
 Allison Hall4, Mary Scott Soo5, Marianne Lee1, Philip Hughes6, Timothy Haystead6 &  
Nirmala Ramanujam1,6

Hsp90 has been studied extensively as a therapeutic target in breast cancer in pre-clinical and clinical 
trials, demonstrating a variety of roles in metastatic progression. The evidence to date suggests a 
compelling opportunity to leverage attributes of Hsp90 expression beyond therapeutics with potential 
applications in breast cancer diagnosis, prognosis, and recurrence risk assessment. In this study, 
we developed a completely non-destructive strategy using HS-27, a fluorescently-tethered Hsp90 
inhibitor, to assay Hsp90 expression on intact tissue specimens with comparable contrast to in vivo 
administration routes, and demonstrate the feasibility of our approach in breast cancer patients. 
In addition to Hsp90 inhibition being most effective in glycolytic tumors, we found ectopic Hsp90 
expression to be highest in glycolytic tumors reinforcing its role as an indicator of aggressive disease. 
This work sets the stage for immediately using Hsp90 to improve outcomes for breast cancer patients 
without affecting traditional care pathways.

Heat-shock protein 90 (Hsp90) is a molecular chaperone protein that helps other proteins (referred to as ‘clients’) 
fold and remain stable in their active conformation1–3. Many functions of Hsp90 are dependent on its N-terminal 
ATPase activity, and blocking ATP binding leads to loss of Hsp90 function and degradation via the proteasome1. 
A host of Hsp90 clients include oncoproteins, which regulate key ‘Hallmarks of Cancer’3–5, including cell prolifer-
ation, glycolytic metabolism, and evasion of cell death. Not surprisingly, increased Hsp90 expression is associated 
with poor prognosis and decreased survival in human breast cancer6,7.

Hsp90 is expressed in a cyclical fashion in breast cancer, where the cytosolic pool of Hsp90 is trafficked to the 
cell surface and then re-internalized8. Hsp90 expressed on the surface of breast cancer and melanoma cancer cells 
plays a role in increasing cell motility and promoting metastasis9–13 through chaperoning and activation of matrix 
metalloproteinase 2 (MMP2), a protein responsible for breaking down the extracellular matrix surrounding can-
cer cells14,15. Inhibition of extracellular Hsp90 significantly impedes cell motility and reduces incidence of metas-
tasis in breast cancer models13. The intracellular pool of Hsp90 helps stabilize and activate proteins responsible 
for the formation of filopodia and lamellipodia in breast cancer, which promote cellular migration, an early step 
in the metastatic pathway16.

A wide variety of proteins involved in metabolism are Hsp90 clients or regulated by Hsp90 clients, and 
multiple pre-clinical studies have examined Hsp90’s role in cellular metabolism, primarily as it relates to mito-
chondrial metabolism17–20. To examine the specific effects Hsp90 has on metabolism, one group created an 
Hsp90-ATPase antagonist specifically directed to mitochondrial Hsp90, and showed that inhibition of mitochon-
drial Hsp90 depolarized mitochondria and induced cellular apoptosis specifically in tumor cells including those 
of the breast21. Further, inhibition of TRAP1, a member of the Hsp90 chaperone family also caused decreased 
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mitochondrial activity in non-small cell lung cancer22. Conversely, another group found that TRAP1 modulates 
a switch between mitochondrial metabolism and aerobic glycolysis, with over-expression of TRAP1 correlating 
with a more glycolytic phenotype in murine adult fibroblasts23. Though Hsp90 regulates HIF-1 alpha degrada-
tion24,25, previous studies have not directly examined the relationship between Hsp90 expression, glycolysis, and 
oxidative phosphorylation in breast cancer.

The central role of Hsp90 in the function of client oncoproteins has fueled investigation of Hsp90 inhibitors 
(such as luminespib (AUY922), onalespib (AT13887), and ganetespib (STA-9090)) in clinical trials for breast 
cancer26,27 where tumors often acquire resistance to conventional therapies28–31. Hsp90 inhibitors are now being 
actively investigated as potential alternatives or combinational therapies for breast cancers resistant to chemo-
therapy32, trastuzumab33–35, radiation therapy36, and tamoxifen37. In addition to its role in metastatic progres-
sion, Hsp90 has become a target to reduce incidence of acquired drug resistance. It has been shown that low 
dose inhibition of Hsp90 does not induce a heat shock factor response (i.e. co-chaperone protein levels remain 
unchanged after treatment with the Hsp90 inhibitor) but rather reduces development of tamoxifen resistance in 
an ER + breast cancer model37

Hsp90 has been studied extensively as a therapeutic target in breast cancer, even gaining regulatory approvals 
for in vivo clinical trials for breast cancer. Furthermore, there is a wealth of evidence demonstrating a variety of 
roles that intracellular and extracellular Hsp90 plays in metastatic progression. The evidence to date suggests a 
compelling opportunity to leverage the attributes of Hsp90 expression beyond therapeutics with potential appli-
cations in breast cancer diagnosis, prognosis, and recurrence risk assessment to name just a few examples. We 
have previously developed a fluorescently-tethered Hsp90 inhibitor, HS-27, made up of an Hsp90 inhibitor (SNX-
5422) tethered via a PEG linker to a clinically ubiquitous tracer, a fluorescein derivative (FITC), that binds to 
ectopically expressed Hsp908

In this study, we leverage HS-27 to develop a completely non-destructive strategy to assay Hsp90 expression 
on intact tissue specimens with comparable contrast to in vivo drug administration routes, and demonstrate 
the feasibility of our approach in breast cancer patients. We also demonstrate in in vitro and in vivo models that 
expression of ectopic Hsp90 expression increases in breast cancers that are highly glycolytic and that glycolytic 
cancers are most sensitive to Hsp90 inhibition. This work sets the stage for immediately using Hsp90 to improve 
outcomes for breast cancer patients without affecting traditional care pathways.

Results
Hsp90 is expressed on the cell surface of breast cancer cells.  To establish that HS-27 can be used as 
a theranostic agent in breast cancer, we first demonstrated the diagnostic potential of HS-27 in in vitro models. 
Three different receptor subtypes of breast cancer (BT-474 – Her2 + /ER + /PR + , MCF-7 – ER + /PR + , and 
MDA-MB-231 – TNBC) were incubated with 100 µM HS-27 for 15-minutes, washed thoroughly with PBS to 
remove unbound HS-27, and imaged with a confocal microscope. Representative images are shown in Fig. 1a. 
Consistent with previous studies that examined HS-27 uptake in breast cells8, 15 minutes of cell incubation 
resulted in green fluorescence in all three-cell lines, with the lowest fluorescence exhibited by the MCF-7 cells. 
Next, the non-fluorescent Hsp90 inhibitor HS-10 (SNX-5422) was used to confirm the mechanism of HS-27 
uptake by blocking Hsp90 binding sites without contributing to the fluorescence signal. BT-474, MCF-7, and 
MDA-MB-231 cells were incubated with either HS-27 only for 15-minutes (control), HS-10 for 15 minutes 
followed by HS-27 for 15 minutes (serial), or with HS-10 and HS-27 together for 15-minutes (simultaneous). 
Differences in fluorescence quantified from confocal images of HS-27 in the cell lines with different HS-10 per-
turbations are shown in Fig. 1b. Fluorescence from HS-27 decreased in both serial and simultaneous (p < 0.05) 
treatment groups compared to control, for BT474 and MDA-MB-231 cell lines confirming that HS-27 uptake 
decreased when Hsp90 binding sites are blocked with HS-10. The results for MCF-7 were only significant in the 
case of serial competition (p < 0.05) but not simultaneous competition.

After establishing that HS-27 uptake was ubiquitous across cell lines, the therapeutic potential of HS-27 was 
investigated by examining protein expression level changes in response to the HS-27 incubation time. BT-474, 
MCF-7, and MDA-MB-231 cells were treated with 100 µM HS-27 or DMSO control for 12, 24, or 48 hours. 
Western blots were performed against HSF-1, a transcription factor upregulated during Hsp90 inhibition, Hsp70, 
a co-chaperone protein upregulated during Hsp90 inhibition, and Akt, an Hsp90 client protein, which degrades 
during Hsp90 inhibition. Cropped western blots for HSF-1, Hsp70 and Akt expression are shown in Fig. 1c. Full 
western blots can be found in Supplementary Figure S1. HSF-1 and Hsp70 induction after treatment with HS-27 
was seen in all cell lines. In BT-474 and MDA-MB-231 cells, Akt levels were decreased throughout treatment, 
while in MCF-7 cells, Akt decrease was transient.

Hsp90 inhibition decreases oxidative and glycolytic metabolism in Her2-overexpressing and 
triple negative breast cancer.  Given that HS-27 inhibition affected Akt expression in breast cancer cells, 
we investigated both the metabolic profile of breast cancer cells and the metabolic effects of HS-27 treatment 
using a seahorse extracellular flux analyzer. We compared the oxidative and glycolytic metabolism for each cell 
line using oxygen consumption rate (OCR) as a surrogate for oxidative metabolism and extracellular acidification 
rate (ECAR) as a surrogate for glycolytic metabolism. Consistent with previous studies38, at baseline BT-474 cells 
had the greatest oxidative metabolism while MDA-MB-231 had the greatest glycolytic metabolism, as shown in 
Fig. 2a,b. Next, OCR and ECAR of the breast cancer cells were characterized after treatment with 100 µM HS-27 
or DMSO control vehicle for 12, 24, or 48 hours. BT-474 cells showed significant decreases in both OCR and 
ECAR after 24 and 48 hours of treatment, while MDA-MB-231 cells showed significant decreases in ECAR at both 
24 and 48 hours and a significant decrease in OCR only at 48 hours post-treatment. MCF-7 cells did not show 
significant changes in OCR or ECAR at any of the time points. These results, summarized in Fig. 2c,d, suggest that 
Hsp90 inhibition at the cell surface affects both oxygen consumption and glycolysis in BT-474 and MDA-MB-231 
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cells. In addition to reduced basal metabolism, significant decreases (p<0.01) in maximal oxidative and glycolytic 
metabolism were seen in BT-474 and MDA-MB-231 cells 48 hours post treatment, as shown in Supplementary 
Figure S2. To demonstrate that the metabolic changes after treatment with HS-27 are functionally relevant, we 
plated breast cancer cells at uniform density and treated them with either 100 µM HS-27 or DMSO control for 
48 hours. We found that treatment with HS-27 resulted in reduced cell growth across all cell lines, though only 
significant for MDA-MB-231 and MCF-7, as shown in Fig. 2e.

HS-27 uptake is increased in aggressive breast tumor types in vivo.  After establishing that HS-27 
treatment was effective on Her2-overexpressing and TNBC cells in vitro, we characterized HS-27 uptake and 
glycolytic metabolism (using a fluorescent glucose analog, 2-NBDG) in vivo in a human breast cancer xenograft 
murine window chamber model. 2-NBDG is a validated reporter of glucose uptake, and we have previously 
demonstrated that correcting for 2-NBDG delivery, similar to FDG-PET, accurately reports on glucose uptake 
in vivo39. Representative time course fluorescence images for tumor bearing and non-tumor bearing mice fol-
lowing 20 mg/kg HS-27 or 0.1 mL of 6 mM 2-NBDG injection are shown in Fig. 3a,b respectively. To investigate 
the relationship between surface Hsp90 expression and glucose uptake, we examined HS-27 and delivery cor-
rected 2-NBDG uptake, 60-minutes post injection (HS-2760 and 2-NDBG60/RD). Representative HS-2760 and 
2-NBDG60/RD images of MDA-MB-231 and BT-474 window chambers as well as non-tumor window chambers 
are shown in Fig. 3c. The averaged HS-2760 and delivery-corrected 2-NBDG60/RD data points are plotted against 
each other in Fig. 3d. The images and data reveal a strong association between the HS-27 and 2-NBDG fluores-
cence intensities (R2 = 0.96).

Figure 1.  Hsp90 is expressed on the cell surface of breast cancer cells. (a and b) BT-474 (Her2-overexpressing), 
MCF-7 (ER + , PR + ), and MDA-MB-231 (triple negative) breast cancer cells were stained with 100 µM HS-27 
only for 15 minutes (green, control), serially with 100 µM HS-10 for 14 minutes followed by 100 µM HS-27 for 
15 minutes (serial), or simultaneously with 100 µM HS-10 and 100 µM HS-27 (simultaneous) for 15 minutes. 
DNA is stained in blue with Hoechst 33342. Scale bars are 20 µm. Fluorescence was normalized so that the control 
images had a value of 1. For all experiments, the sample size was n = 3 per group, and p-values were determined 
using one-way ANOVA followed by Tukey-Kramer post-hoc testing. (c) Western blotting was performed 
for HSF-1, Hsp70, and Akt expression in BT-474, MCF-7, and MDA-MB-231 cells after treatment with 100 µM 
HS-27 for 12, 24, or 48 hours. Cropped western blots are shown; full blots can be found in Supplementary 
Figure S1. Control cells were incubated with DMSO vehicle. Western blots were performed in triplicate.
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Ex vivo HS-27 application retains contrast between tumor and non-tumor tissue.  The quickest 
path to move a new contrast agent into the clinic is to perform pilot studies on clinical ex vivo tissue speci-
mens, eliminating the lengthy IND review process. Before moving to the clinic, we first established that ex vivo 

Figure 2.  Hsp90 inhibition decreases oxidative and glycolytic metabolism in Her2-overexpressing and triple 
negative breast cancer. A seahorse extracellular flux analyzer was used to determine the baseline and post-
treatment metabolic properties of BT-474, MCF-7, and MDA-MB-231 cells. The endpoints monitored were 
oxygen consumption rate (OCR, left column) and extracellular acidification rate (ECAR, right column). (a) 
Baseline OCR for each cell line. (b) Baseline ECAR for each cell line. (c) OCR or (d) ECAR for each cell line 
after 12, 24, or 48-hour treatment with 100 µM HS-27 or DMSO (vehicle). (e) MDA-MB-231, MCF-7, and BT-
474 cells were plated at uniform density and treated with either 100 µM HS-27 or DMSO control for 48 hours. 
ANOVA with Tukey-Kramer post hoc testing (n = 6) was used for (a) and (b), while two-sided t-tests (n = 6) 
were used for (c) and (d) (n = 3) for (e).
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Figure 3.  HS-27 uptake is increased in aggressive breast tumor types in vivo. (a and b) Representative 
transmission and fluorescence images from tumor (MDA-MB-231 and BT-474) and non-tumor bearing 
window chambers in mice injected with either 20 mg/kg HS-27 (A) or 0.1 mL of 6 mM 2-NBDG (b). 
Transmission images are shown for reference of the tumor location. Scale bar is 2 mm. (c) Representative 
HS-2760 or 2-NDBG60/RD images for MDA-MB-231 and BT-474 window chambers. (d) Average HS-2760 
and 2-NBDG60/RD were plotted against each other, revealing a strong correlation between the two endpoints 
(R2 = 0.96), red = MDA-MB-231, cyan = BT-474, and black = non-tumor window chambers. For HS-27 
imaging, n = 3 for all groups. For 2-NBDG imaging, n = 3 for tumor groups, and n = 8 for normal groups.
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application of HS-27 to pre-clinical tissue samples retained contrast between tumor and non-tumor tissues. 
Figure 4 demonstrates it is feasible to detect differences between breast tumors and normal tissues after topical 
administration of HS-27 to excised specimens. Our first goal was to show HS-27 signal is a result of fluores-
cence from HS-27 bound to Hsp90 rather than fluorescence from non-specific uptake. We demonstrated this by 
comparing uptake of active HS-27 to an inactivated version, HS-217. HS-217 is an altered form of HS-27 with 
additional methyl groups attached to the ligand portion of the molecule, decreasing the ability of HS-217 to bind 
Hsp90. We have previously shown that the addition of methyl groups in a similar compound decreased affinity 
for binding to Hsp9040. The structure of each HS compound is shown in Supplementary Figure S3. Representative 
images of an MDA-MB-231 tumor stained ex vivo with either 100 µM HS-27 or 100 µM HS-217 for one min-
ute are shown in Fig. 4a. Probability distribution functions (PDFs) of HS-27 and HS-217 pixel intensities were 
generated for HS-27 and HS-217 treated biopsies obtained from 3 mice as shown in Fig. 4b. HS-27 uptake was 
significantly greater (p<0.05) than HS-217 uptake seen in the right shift in the HS-27 PDF.

A similar analysis was performed on 3 mice to demonstrate ex vivo HS-27 binding is greater in tumor com-
pared to non-tumor adjacent skin. Figure 4c shows representative images of tumor and non-tumor tissue treated 
with HS-27 for one minute. The soft-tissue on the subcutaneous side of the skin directly over the tumor was 
chosen as the non-tumor tissue for most direct comparison to in vivo treatment in the dorsal skin flap win-
dow chamber model. PDFs of HS-27 signal in tumor vs. non-tumor tissue, shown in Fig. 4d, confirm HS-27 
uptake is significantly greater in tumor compared to non-tumor tissue. This analysis was also performed on 3 
MDA-MB-231 and 3 non-tumor window chambers in mice (shown in Fig. 3) to demonstrate consistency between 
in vivo and ex vivo administration routes. Representative HS-2760 images are shown for tumor and non-tumor in 

Figure 4.  Ex vivo HS-27 application retains contrast between tumor and non-tumor tissue. (a) Sample images 
of mouse tumor tissue treated ex vivo with 100 µM HS-27 or 100 µM inactivated HS-27 (HS-217) for one 
minute (b) Probability distribution functions (PDFs) of the HS-27 (n = 3) and HS-217 (n = 3) fluorescence 
values demonstrate significantly greater fluorescence in HS-27 treated samples than HS-217 treated samples. (c) 
Sample images of mouse tumor tissue and mouse skin tissue treated ex vivo with 100 µM HS-27 for one minute 
(d) PDFs of the HS-27 fluorescence values for both tumor (n = 3) and non-tumor (n = 3) are shown beneath the 
images. Fluorescence was significantly greater in tumor than non-tumor samples. (e) Sample images of tumor 
or non-tumor mouse tissue at 60-minutes after i.v. injection of 20 mg/kg HS-27. (f) PDFs of HS-27 fluorescence 
values for both tumor (n = 3) and non-tumor (n = 3) demonstrate significantly greater fluorescence in tumor 
than non-tumor samples. P-values were calculated using a Kolmogorov Smirnov test.
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Fig. 4e,f shows PDFs of tumor and non-tumor HS-27 uptake, demonstrating significantly greater HS-27 uptake 
in tumor vs. non-tumor tissue. The significant shifts in both the in vivo and ex vivo PDFs further demonstrate that 
ex vivo HS-27 administration is a viable method for evaluating HS-27 uptake in tumor samples. In fact, contrast 
(defined as the ratio of tumor fluorescence to non-tumor fluorescence) between tumor and non-tumor tissue was 
greater than 2 for both ex vivo and in vivo administration.

A rapid assay for Hsp90 imaging in clinical breast specimens.  After demonstrating the feasibility 
of imaging tumor tissue ex vivo with HS-27, we performed a pilot clinical study on tissues acquired from 8 
ultrasound-guided core needle biopsies. The tumor receptor statuses for patients with tumor containing biopsies 
were 4 ER + /PR + , 2 ER + /HER2 + , and 1 TNBC. HS-27 fluorescence images were stitched together to form a 
continuous image along the entire length of the biopsy. A trained pathologist (AH) performed histopathological 
analysis on each biopsy to identify tissue types along the length of the biopsy. The tissue types were stratified as 
adipose, fibroglandular, or tumor. For regions of biopsy containing tumor, the percentage of tumor involvement 
was recorded along with tumor cellularity. A representative continuous biopsy image for a tumor and non-tumor 
biopsy is shown in Fig. 5a,b respectively. Images of the H&E slide corresponding to this biopsy are shown next 
to the fluorescence images for comparison. The percentage of tumor involvement and tumor cellularity is shown 
in the top right corner for only the images containing tumor. Using the site-level pathology data from 96 sites, 
the integrated fluorescence from each site was plotted against percentage tumor involvement at the site and is 
shown in Fig. 5c. HS-27 fluorescence weakly but significantly (r = 0.3647, p < 0.001) correlated with percent 
tumor involvement. The integrated fluorescence for tumor and non-tumor sites within a biopsy were averaged, 
and plotted against the average tumor percentage, as shown in Fig. 5d, which showed a positive and significant 
correlation (r = 0.63, p = 0.028).

After demonstrating that HS-27 is taken up specifically by tumor over non-tumor tissue, we wanted to exam-
ine the effect of tumor involvement on HS-27 uptake distributions. Images were sorted into four different bins 
(0% tumor, 25–50% tumor, 50–75% tumor, and 75–100% tumor) based on their tumor involvement as deter-
mined by histopathology. PDFs were created for each bin and are shown in Fig. 5e–h. The overall mean from all 
tumor images (all images containing tumor cells) was calculated and is represented by the black dashed line. We 
found that only 9.7% of non-tumor pixels have a value greater than the overall tumor mean. A similar calculation 
at each bin level demonstrated that increasing tumor percentage results in an increase in HS-27 uptake.

Discussion
Numerous studies have established that Hsp90 is expressed on the surface of tumors cells8,11,13. We have previ-
ously demonstrated that HS-27 binds exclusively to surface Hsp908 and our current study found that ectopic 
expression of Hsp90 is ubiquitous across the three main subtypes of breast cancer. We further examined the 
diagnostic potential of HS-27 and found significantly enhanced contrast in breast tumors compared to normal 
breast tissue through both in vivo and ex vivo drug administration routes. Additionally, we developed a method 
to rapidly assay Hsp90 expression in clinical specimens non-destructively, towards translation to the point of care 
setting. Finally, we demonstrated in in vitro and in vivo models that Hsp90 expression increases in glycolytic tum-
ors, and tumors that show increased glycolysis are most sensitive to Hsp90 inhibition. Taken together, our study 
suggests the potential for HS-27 to be used as a diagnostic and/or prognostic tool in addition to its utility as a 
therapeutic agent by providing information about the malignant status of tissues as well as biological information 
indicative of aggressive tumor phenotypes.

Altered cancer metabolism has been extensively studied, and is one of the key hallmarks of cancer4, and Hsp90 
along with its various isoforms influence metabolism21–23. Dennison et al. showed that breast tumors span a wide 
array of metabolic phenotypes, with some tumors exercising a more oxidative phenotype while others favor glyc-
olytic metabolism as their fuel source38. Concordant with their findings, our in vitro and in vivo findings followed 
the same trend as their in vitro findings – the MDA-MB-231 cell line was more glycolytic than oxidative, fol-
lowed by BT-474 and MCF-7. By examining the relationship between HS-27 and 2-NBDG-uptake we showed that 
increased ectopic Hsp90 expression is highest in glycolytic tumors. These results demonstrate a direct relationship 
between increased ectopic Hsp90 expression and aggressive tumor phenotypes, when increased glycolytic metab-
olism is used as a surrogate for aggressive disease.

We showed that surface Hsp90 inhibition causes decreased metabolism in the more glycolytic MDA-MB-231 
and BT-474 breast cancer cells. At baseline these two cell lines were significantly more glycolytic than the MCF-7 
cells, though BT-474 cells are known to utilize oxidative metabolism as well. Concordant with previous studies 
MDA-MB-231 had a significantly lower OCR at baseline than BT-474 cells38, suggesting MDA-MB-231 cells are 
less dependent on oxidative metabolism. Looking at changes in metabolism temporally, BT-474 cells showed sig-
nificant decreases in both OCR and ECAR on the same timescale, while ECAR decreased in MDA-MB-231 cells 
prior to decreases in OCR. The early degradation of Akt, which promotes aerobic glycolysis, in MDA-MB-231 
cells just 12-hours after HS-27 treatment further explains the early temporal change in ECAR seen in this cell line.

The results from our study suggest that Hsp90 is expressed on the surface of MCF-7 cells, yet inhibition with 
HS-27 was ineffective at down-regulating glycolysis or oxidative phosphorylation in this cell line. There are 
numerous barriers between Hsp90 inhibition at the surface of cells and expression of ER within the cell nucleus, 
which may prevent HS-27 treatment from effectively reducing ER expression in MCF-7 cells. Cell permeant 
Hsp90 inhibitors, like ganetespib, have therapeutic effect in MCF-7 cells, and one mechanism of action is through 
the ER/Akt signaling pathway41. Ganetespib effectively destabilizes ER, leading to a loss of Akt activity, ultimately 
resulting in therapeutic potency. In our study, Akt change after HS-27 inhibition was transient and minimal in 
MCF-7 cells, suggesting that HS-27 does not effectively destabilize the ER, maintaining the integrity of the ER/
Akt signaling pathway. ER cancers are typically less aggressive with better clinical outcomes than either TNBC 
or Her2 + cancers42. Given the wealth of studies, mentioned above, implicating Hsp90 in metastatic progression, 
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Figure 5.  A rapid assay for Hsp90 imaging in clinical breast specimens. (a and b) Representative fluorescence 
images of an ultrasound-guided core-needle biopsy treated ex vivo with 100 µM HS-27 for one minute for 
an ER + /PR + tumor (a) and non-tumor (b) biopsy. Tissue types were determined by a trained pathologist 
using the histology images shown to the left of the fluorescence images. The top right corner of each tumor 
image shows the percentage of total tumor involvement in that region along with the percent cellularity. (c) 
Plotting integrated fluorescence as a function of percent cancer at each site (n = 96) demonstrates a positive 
and significant correlation between the percent invasive cancer and HS-27 uptake at site level. There is one 
data point outside the graph range that is not shown, but was included in the analysis. (d) Plotting the average 
integrated fluorescence for each biopsy stratified by tumor (n = 6) and non-tumor (n = 6) sites reveals a positive 
and significant correlation between the percent invasive cancer and HS-27 uptake at biopsy level. (E-H) PDFs 
created from (e) all non-tumor images from all biopsies (n = 45), (f) all tumor images from sites with between 
25% and 50% tumor involvement (n = 7), (g) all tumor images from sites with between 50% and 75% tumor 
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it is not surprising that MCF-7 cells are less responsive to treatment with HS-27. Despite the lack of change in 
metabolic activity, HS-27 treatment still significantly reduced MCF-7 cell growth.

Though there was a weakly positive and significant correlation between HS-27 uptake and tumor involve-
ment in our clinical study, we did notice differences in HS-27 signal quantified from sites with the same level of 
tumor involvement. Several limitations may have caused these differences in signal. Despite attempting to evenly 
distribute HS-27 across the biopsy sample, inherent human error caused uneven topical HS-27 application and 
non-uniform PBS rinsing. Additionally, perfect co-registration between fluorescence imaging and histology is 
not possible as fluorescence images were obtained along the surface of the biopsy whereas histology sections 
are taken from the center. Because of the difference in depth between imaging and histological sampling, there 
may be slight differences in tissue composition between the imaging and histology sites. Another source of error 
results from contact between the HRME probe and the sample in order to take an image. Pressure from tissue 
contact may deform the tissue making the imaging depth different between adjacent images, further limiting 
exact co-registration with histology. Finally, as with any optical technology, contrast is limited by presence of any 
background signal. One biological source of background could be auto fluorescence from redox imaging targets 
naturally occurring in tissue like NADH and FAD43, which could add a second source of fluorescence signal not 
emanating from HS-27.

To address these shortcomings in future studies, we will adapt our system for non-contact imaging to elim-
inate pressure application on the tissue. We also will implement an automated strategy to stain and rinse HS-27 
to ensure even HS-27 application and washing across the entire sample. Additionally, we will devise a method 
to cut the biopsy in half to examine cross-sectional areas for the presence of tumor cells, as well as incorporate a 
near-infrared version of HS-27 to reduce background signal from auto fluorescence, while simultaneously reduc-
ing loss of signal caused by scattering. The combination of our new imaging system and fluorescent agent will 
facilitate translation of this technology into the clinical setting.

Our next steps are to extend our studies to image samples from different breast cancer subtypes and demon-
strate the utility of our technology in both the diagnostic and surgical settings. In the diagnostic biopsy setting, 
patients require sampling of multiple cores to ensure that the suspicious lesion was captured by a biopsy, increas-
ing patient discomfort and care time. The highly specific nature of HS-27 binding to tumor tissue would allow 
a radiologist to instantly test each core as it is removed to check for disease in the biopsy. By assessing biopsy 
samples during the procedure, the HS-27 results could improve the radiologists’ confidence that lesions have been 
adequately sampled, particularly for highly suspicious lesions that stain positive for HS-27.

In the margin assessment setting, HS-27 could be topically applied to the tumor margin after excision 
to provide intra-operative feedback to the surgeon regarding the malignant status of the margin. Given that 
between 20% and 40% of patients undergoing breast conserving surgery have a positive tumor margin requiring 
re-excision44, a method to reduce re-excision rates would increase the number of primary surgeries surgeons can 
perform, and would reduce the burgeoning costs of repeat visits and interventions on an already depleted health 
care system.

Materials and Methods
Cell Culture.  BT-474, MCF-7, and MDA-MB-231 breast cancer lines were used in the cell study. All cells were 
acquired from the American Type Culture Collection and cultured under standard conditions free of contami-
nation at 37 °C and 5% CO2. BT-474 cells were cultured in RPMI-1640 (L-glutamine) medium while MCF-7 and 
MDA-MB-231 cells were cultured in MEME medium. All medium was supplemented with 10% FBS, 2.8 mL 45% 
glucose solution per 500 mL media (BT-474), 1% sodium pyruvate, 1% non-essential amino acids (MCF-7 and 
MDA-MB-231), 0.01 mg/ml insulin (BT-474 and MCF-7) and 1% penicillin-streptomycin. All cells were used for 
experiments within two months of first passage.

Live Cell Imaging.  To monitor differences in HS-27 uptake between cell lines, BT-474, MCF-7, and 
MDA-MB-231 cells were incubated with 100 uM HS-27 (chosen based on previous studies with HS-278) for 
fifteen minutes at 37 °C by adding HS-27 dissolved in DMSO directly to the cellular media. To confirm the 
mechanism of HS-27 uptake by serially or simultaneously blocking Hsp90 binding sites, BT-474, MCF-7, and 
MDA-MB-231 cells were incubated with either 100 µM HS-27 only (control), 100 uM HS-10 followed by 100 µM 
HS-27 (serial), or simultaneously with 100 µM HS-10 and HS-27. The final concentration of DMSO in the media 
was 1% or less to not affect cell permeability. Cells were rinsed with PBS to remove any unbound HS-27 and fresh 
media with Hoescht 33342 nuclear stain was added to the plate.

Live cell imaging was performed using a Zeiss 780 upright confocal microscope with sub cellular level res-
olution at the Duke University Light Microscopy Core Facility. Hoescht 33342 was excited with a 405 nm laser 
diode, and emission was collected from 410–420 nm. HS-27 was excited using a 488 nm argon laser source, and 
emission was collected from 500–550 nm. Collected raw images were processed using CellProfiler45. All results 
are shown as the average of the mean fluorescence intensity from at least three different fields of view across two 
independent imaging sessions ± standard error (SE).

involvement (n = 7), and (h) all tumor images from sites with greater than 75% tumor involvement (n = 25). 
The dashed black line shows the mean tumor fluorescence from all images containing tumor regardless of 
percent tumor involvement. The number to the right of the dashed black line represents the percentage of pixels 
falling above the overall tumor mean for each case.
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Western Blotting.  BT-474, MCF-7, and MDA-MB-231 cells were treated with either 100 µM HS-27 or 
DMSO control (vehicle) for 12, 24, or 48 hours, after which they were harvested, lysed, and analyzed with western 
blotting. Western blot membranes were incubated with primary antibodies HSF-1, Hsp70, Akt, or GAPDH, all 
acquired from CellSignaling. Fluorescent secondary antibodies (Li-Cor) were used for signal detection.

Seahorse Assay.  A mitochondrial stress test on a Seahorse XF24 Extracellular Flux Analyzer (Seahorse 
Biosciences, Massachusetts USA) was used to investigate the metabolic parameters of BT-474, MCF-7, and 
MDA-MB-231 cells treated with either 100 µM HS-27 or DMSO (control) for 12, 24, or 48 hours. Oxygen con-
sumption rate (OCR) was measured as the change in oxygen dissolved in the cellular media over time and serves 
as a surrogate measurement for oxidative metabolism. Extracellular acidification rate (ECAR) was measured as 
the change in free proton concentration in the cellular media over time and serves as a surrogate measurement 
for glycolytic metabolism. For studies looking at metabolic response to HS-27 treatment, data was normalized to 
DMSO-treated cells. Results are shown as the mean ± SE of 6 wells across two independent experiments.

Cell proliferation assay.  To determine whether the metabolic changes in breast cancer cells were function-
ally relevant, BT-474, MCF-7, and MDA-MB-231 cells were plated at uniform density and incubated with either 
100 µM HS-27 or DMSO control for 48-hours. After treatment, cells were harvested and counted to identify dif-
ferences in proliferation rates. Results are shown as the mean ± SE number of live cells in culture after 48-hours 
from three independent experiments (n = 3).

Animal studies.  All animal experiments were performed in accordance with protocols approved by the Duke 
University Institution for Animal Care and Use Committee. Animals were housed on-site with continual access 
to food and water under normal 12-hour light/dark cycles.

Dorsal skin flap window chamber model.  In order to investigate differences in HS-27 uptake between 
non-tumor and tumor-bearing mice, nine female athymic nude mice had titanium window chambers implanted 
on their dorsal skin flap while under anesthesia (i.p. injection of 100 mg/kg ketamine and 10 mg/kg xylazine)46. 
Three mice had 50 µl of serum-free medium containing 5 × 105 MDA-MB-231 cells injected under fascia tissue 
for tumor development. For three mice, a 3 mm diameter core biopsy from a BT-474 flank tumor grown in a 
donor mouse was cut into 1 mm thick pieces and implanted under the fascia tissue. For all tumor windows, the 
exposed tissue was covered with cover glass, and tumors were allowed to grow for 6–10 days prior to hyperspec-
tral and fluorescence imaging. Non-tumor mice (n = 3) received no injection, and were imaged on the same 
timeline as the tumor groups.

To investigate the relationship between tumor metabolism and HS-27 uptake, fourteen additional female 
athymic nude mice had titanium window chambers implanted on their dorsal skin flap using the same procedure 
as above. MDA-MB-231 tumor-bearing windows (n = 3) had a 3 mm diameter core biopsy from a MDA-MB-231 
flank tumor grown in a donor mouse cut into 1 mm thick pieces implanted under the fascia tissue before cover-
ing exposed tissue with cover glass. The same process was followed for BT-474 tumor bearing windows (n = 3). 
Non-tumor windows (n = 8) received only saline. Tumors were allowed to incorporate into the surrounding 
tissue for 6–10 days prior to hyperspectral and fluorescence imaging.

Hyperspectral and fluorescence imaging of in vivo HS-27 and 2-NBDG uptake.  All in vivo 
imaging was performed on a Zeiss Axioskop 2 microscope provided by the Optical Imaging Facility at the 
Duke Cancer Institute. The imaging system has been previously described in detail39. Briefly, a 2.5x objective 
(NA = 0.075) was used for all vascular (trans-illumination) and fluorescence imaging. All imaging was performed 
using a Zeiss FluorArc mercury lamp as the source. For hyperspectral imaging, trans-illumination images were 
captured from 520–620 nm in 10 nm increments and corrected using calibration images of a neutral density filter 
(ND = 2.5) taken across the same wavelength range. Fluorescence imaging of HS-27 and 2-(N-(7-Nitrobenz-
2-oxa-1,3-diazol-4-yl)Amino)-2-Deoxyglucose (2-NBDG) was performed using a 470 ± 20 nm excitation and 
525 ± 5 nm collection with an integration time of 200 ms for HS-27 and 800 ms for 2-NBDG. A fluorescence 
image of a 90.8 nM rhodamine solution was used to correct for variations in lamp intensity between days.

Mice were under anesthesia using vaporized isoflurane (1–1.5% v/v) in room air throughout each imaging 
session. First, vascular images were captured using the hyperspectral imaging technique described above. Next, 
a background fluorescence image was captured prior to tail vein injection of either 20 mg/kg HS-27 dissolved in 
DMSO or 100 µl of 6 mM 2-NBDG dissolved in PBS. Fluorescence images were captured for 75-minutes post 
injection.

MATLAB (MathWorks) was used for all in vivo image processing. HS-2760 is HS-27 uptake 60-minutes 
post injection, and is defined as the intensity at each non-vascular pixel within the fluorescence image taken 
60-minutes post injection. Image processing for 2-NBDG imaging is similar to HS-27 and has been previously 
described39.

Ex vivo imaging and analysis of HS-27 uptake in pre-clinical biopsy samples.  MDA-MB-231 
tumors were established in six to eight week old athymic nude mice by subcutaneous injection of 4 × 106 
MDA-MB-231 cells in 100 µL serum-free media. Tumors were allowed to grow to a volume of at least 200 mm3 
prior to tumor biopsy.

Mice were under anesthesia using vaporized isoflurane (1–1.5% v/v) in room air during biopsy, and eutha-
nized immediately after biopsy was complete. A 14-gauge Achieve programmable automatic biopsy system was 
used to extract biopsies from each tumor. To establish that HS-27 uptake is a result of binding to Hsp90 on the 
cell surface, uptake of HS-27 in tumor biopsy was compared with HS-217 (an inactivated version of HS-27 that 
does not bind Hsp90) uptake in three mice. Two biopsies were taken from each tumor. One biopsy was stained 
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topically with 100 µM HS-27 while the other was stained topically with 100 µM HS-217. After one minute of agent 
exposure, unbound HS-27 or HS-217 was washed off using PBS. Images were acquired of each biopsy using a 
high-resolution microendoscope (HRME).

To establish tumor specific uptake of HS-27, the same procedure described above was performed on n = 3 
mice. For these mice, one biopsy was taken per mouse along with the skin directly adjacent to the tumor. The 
soft tissue on the subcutaneous side of the skin was used as a control to compare contrast between tumor and 
non-tumor tissue with in vivo imaging. The tumor biopsies and skin samples underwent the same HS-27 incuba-
tion and HRME imaging described above.

All HRME images were processed using MATLAB (MathWorks) to create PDFs for statistical analysis.

Ex vivo imaging and analysis of HS-27 uptake in clinical biopsy samples.  All clinical imaging was 
performed in accordance with Duke IRB approved protocol number Pro00008003. After giving informed con-
sent, twelve adult patients undergoing standard of care ultrasound guided needle core biopsy have been enrolled 
in our study. Our imaging platform failed for one patient leaving eleven for analysis. Of these eleven patients, 
three have been excluded from analysis as they were used for protocol optimization.

Our biopsy imaging procedure and high resolution microscope (HRME) have been previously described in 
detail47,48. Briefly, immediately after tissue retrieval using USGCNB, 100 µM HS-27 was applied topically and 
allowed to stain the tissue for one minute. After staining, the biopsy was thoroughly rinsed with PBS to remove 
any unbound HS-27, and the HRME was used to collect images along the length of the biopsy in 1 mm incre-
ments using a translation stage. After completion of imaging, each half of the biopsy was inked in either orange 
or green ink to orient the tissue for histopathological analysis, fixed in formalin, sectioned, and stained with 
hematoxylin and eosin (H&E). Beginning at the center of the biopsy where the green and orange ink meet, the 
pathologist examined the biopsy in 1 mm increments to determine what percentage of each segment was com-
posed of tumor, adipose, and/or fibroglandular tissue. For segments containing tumor, the pathologist provided 
the tumor cellularity, or the percentage of the area occupied by tumor that was composed of tumor cells versus 
tumor associated stroma.

Images were processed using MATLAB (MathWorks). If the image contained invasive ductal carcinoma 
(IDC), it was classified as tumor. Images that did not contain tumor were classified as non-tumor. Images were 
binned according to the amount of tumor present based on histology, either as 0% tumor, 25–50% tumor, 50–75% 
tumor, or 75–100% tumor.

Statistical analysis.  A two-sided student’s t-test was used for experiments comparing only two groups. 
Experiments with three or more groups were compared using an analysis of variance (ANOVA) with Tukey 
post hoc testing to calculate p-values. PDFs were compared using a Kolmogorov Smirnov test. Pearson’s linear 
correlations were used to calculate correlation coefficients. Comparisons were considered significant on a 95% 
confidence interval with a p-value of 0.05 or less. All statistical testing was performed using the Statistics Toolbox 
in MATLAB (MathWorks).

Data availability statement.  The datasets generated during and/or analyzed during the current study are 
available from the corresponding author on reasonable request.

References
	 1.	 Whitesell, L. & Lindquist, S. L. HSP90 and the chaperoning of cancer. Nat Rev Cancer 5, 761–772, https://doi.org/10.1038/nrc1716 

(2005).
	 2.	 Barrott, J. J. & Haystead, T. A. Hsp90, an unlikely ally in the war on cancer. FEBS J 280, 1381–1396, https://doi.org/10.1111/

febs.12147 (2013).
	 3.	 Trepel, J., Mollapour, M., Giaccone, G. & Neckers, L. Targeting the dynamic HSP90 complex in cancer. Nat Rev Cancer 10, 537–549, 

https://doi.org/10.1038/nrc2887 (2010).
	 4.	 Hanahan, D. & Weinberg, R. A. Hallmarks of cancer: the next generation. Cell 144, 646–674, https://doi.org/10.1016/j.

cell.2011.02.013 (2011).
	 5.	 Sharp, S. & Workman, P. Inhibitors of the HSP90 molecular chaperone: current status. Adv Cancer Res 95, 323–348, https://doi.

org/10.1016/S0065-230X(06)95009-X (2006).
	 6.	 Pick, E. et al. High HSP90 expression is associated with decreased survival in breast cancer. Cancer Res 67, 2932–2937, https://doi.

org/10.1158/0008-5472.CAN-06-4511 (2007).
	 7.	 Cheng, Q. et al. Amplification and high-level expression of heat shock protein 90 marks aggressive phenotypes of human epidermal 

growth factor receptor 2 negative breast cancer. Breast Cancer Res 14, R62, https://doi.org/10.1186/bcr3168 (2012).
	 8.	 Barrott, J. J. et al. Optical and radioiodinated tethered Hsp90 inhibitors reveal selective internalization of ectopic Hsp90 in malignant 

breast tumor cells. Chem Biol 20, 1187–1197, https://doi.org/10.1016/j.chembiol.2013.08.004 (2013).
	 9.	 Becker, B. et al. Induction of Hsp90 protein expression in malignant melanomas and melanoma metastases. Exp Dermatol 13, 27–32, 

https://doi.org/10.1111/j.0906-6705.2004.00114.x (2004).
	10.	 Sidera, K., Gaitanou, M., Stellas, D., Matsas, R. & Patsavoudi, E. A critical role for HSP90 in cancer cell invasion involves interaction 

with the extracellular domain of HER-2. J Biol Chem 283, 2031–2041, https://doi.org/10.1074/jbc.M701803200 (2008).
	11.	 Sidera, K. & Patsavoudi, E. Extracellular HSP90: conquering the cell surface. Cell Cycle 7, 1564–1568, https://doi.org/10.4161/

cc.7.11.6054 (2008).
	12.	 Sidera, K., Samiotaki, M., Yfanti, E., Panayotou, G. & Patsavoudi, E. Involvement of cell surface HSP90 in cell migration reveals a 

novel role in the developing nervous system. Journal of Biological Chemistry 279, 45379–45388, https://doi.org/10.1074/jbc.
M405486200 (2004).

	13.	 Tsutsumi, S. et al. A small molecule cell-impermeant Hsp90 antagonist inhibits tumor cell motility and invasion. Oncogene 27, 
2478–2487, https://doi.org/10.1038/sj.onc.1210897 (2008).

	14.	 Eustace, B. K. et al. Functional proteomic screens reveal an essential extracellular role for hsp90 alpha in cancer cell invasiveness. Nat 
Cell Biol 6, 507–514, https://doi.org/10.1038/ncb1131 (2004).

	15.	 Sims, J. D., McCready, J. & Jay, D. G. Extracellular Heat Shock Protein (Hsp) 70 and Hsp90 alpha Assist in Matrix Metalloproteinase-2 
Activation and Breast Cancer Cell Migration and Invasion. Plos One 6, https://doi.org/10.1371/journal.pone.0018848 (2011).

http://dx.doi.org/10.1038/nrc1716
http://dx.doi.org/10.1111/febs.12147
http://dx.doi.org/10.1111/febs.12147
http://dx.doi.org/10.1038/nrc2887
http://dx.doi.org/10.1016/j.cell.2011.02.013
http://dx.doi.org/10.1016/j.cell.2011.02.013
http://dx.doi.org/10.1016/S0065-230X(06)95009-X
http://dx.doi.org/10.1016/S0065-230X(06)95009-X
http://dx.doi.org/10.1158/0008-5472.CAN-06-4511
http://dx.doi.org/10.1158/0008-5472.CAN-06-4511
http://dx.doi.org/10.1186/bcr3168
http://dx.doi.org/10.1016/j.chembiol.2013.08.004
http://dx.doi.org/10.1111/j.0906-6705.2004.00114.x
http://dx.doi.org/10.1074/jbc.M701803200
http://dx.doi.org/10.4161/cc.7.11.6054
http://dx.doi.org/10.4161/cc.7.11.6054
http://dx.doi.org/10.1074/jbc.M405486200
http://dx.doi.org/10.1074/jbc.M405486200
http://dx.doi.org/10.1038/sj.onc.1210897
http://dx.doi.org/10.1038/ncb1131
http://dx.doi.org/10.1371/journal.pone.0018848


www.nature.com/scientificreports/

1 2SCienTifiC REPOrTS | 7: 17487  | DOI:10.1038/s41598-017-17832-x

	16.	 Taiyab, A. & Rao, C. M. HSP90 modulates actin dynamics: inhibition of HSP90 leads to decreased cell motility and impairs invasion. 
Biochim Biophys Acta 1813, 213–221, https://doi.org/10.1016/j.bbamcr.2010.09.012 (2011).

	17.	 Dou, F., Yuan, L. D. & Zhu, J. J. Heat shock protein 90 indirectly regulates ERK activity by affecting Raf protein metabolism. Acta 
Bioch Bioph Sin 37, 501–505, https://doi.org/10.1111/j.1745-7270.2005.00069.x (2005).

	18.	 Falsone, S. F., Gesslbauer, B., Rek, A. & Kungl, A. J. A proteomic approach towards the Hsp90-dependent ubiquitinylated proteome. 
Proteomics 7, 2375–2383, https://doi.org/10.1002/pmic.200600996 (2007).

	19.	 Beloueche-Babari, M. et al. Modulation of melanoma cell phospholipid metabolism in response to heat shock protein 90 inhibition. 
Oncotarget 1, 185–197 (2010).

	20.	 Chae, Y. C. et al. Landscape of the mitochondrial Hsp90 metabolome in tumours. Nat Commun 4, https://doi.org/10.1038/
ncomms3139 (2013).

	21.	 Kang, B. H. et al. Regulation of tumor cell mitochondrial Homeostasis by an organelle-specific Hsp90 chaperone network. Cell 131, 
257–270, https://doi.org/10.1016/j.cell.2007.08.028 (2007).

	22.	 Agorreta, J. et al. TRAP1 regulates proliferation, mitochondrial function, and has prognostic significance in NSCLC. Mol Cancer Res 
12, 660–669, https://doi.org/10.1158/1541-7786.MCR-13-0481 (2014).

	23.	 Yoshida, S. et al. Molecular chaperone TRAP1 regulates a metabolic switch between mitochondrial respiration and aerobic 
glycolysis. Proc Natl Acad Sci USA 110, E1604–1612, https://doi.org/10.1073/pnas.1220659110 (2013).

	24.	 Isaacs, J. S. et al. Hsp90 regulates a von Hippel Lindau-independent hypoxia-inducible factor-1 alpha-degradative pathway. J Biol 
Chem 277, 29936–29944, https://doi.org/10.1074/jbc.M204733200 (2002).

	25.	 Isaacs, J. S., Jung, Y. J. & Neckers, L. Aryl hydrocarbon nuclear translocator (ARNT) promotes oxygen-independent stabilization of 
hypoxia-inducible factor-1alpha by modulating an Hsp90-dependent regulatory pathway. J Biol Chem 279, 16128–16135, https://
doi.org/10.1074/jbc.M313342200 (2004).

	26.	 Institute, N. C. HSP90 Inhibitor AT13387 and Paclitaxel in Treating Patients With Advanced Triple Negative Breast Cancer, https://
clinicaltrials.gov/ct2/show/NCT02474173?term=hsp90+inhibitor+AND+cancer&rank=1.

	27.	 Institute, N. C. Talazoparib and HSP90 Inhibitor AT13387 in Treating Patients With Metastatic Advanced Solid Tumor or Recurrent 
Ovarian, Fallopian Tube, Primary Peritoneal, or Triple Negative Breast Cancer, https://clinicaltrials.gov/ct2/show/
NCT02627430?term=hsp90+inhibitor+AND+cancer&rank=3.

	28.	 Shou, J. et al. Mechanisms of tamoxifen resistance: increased estrogen receptor-HER2/neu cross-talk in ER/HER2-positive breast 
cancer. J Natl Cancer Inst 96, 926–935 (2004).

	29.	 Osborne, C. K., Shou, J., Massarweh, S. & Schiff, R. Crosstalk between estrogen receptor and growth factor receptor pathways as a 
cause for endocrine therapy resistance in breast cancer. Clin Cancer Res 11, 865s–870s (2005).

	30.	 Aas, T. et al. Specific P53 mutations are associated with de novo resistance to doxorubicin in breast cancer patients. Nat Med 2, 
811–814 (1996).

	31.	 Nahta, R., Yu, D., Hung, M. C., Hortobagyi, G. N. & Esteva, F. J. Mechanisms of disease: understanding resistance to HER2-targeted 
therapy in human breast cancer. Nat Clin Pract Oncol 3, 269–280, https://doi.org/10.1038/ncponc0509 (2006).

	32.	 Munster, P. N., Basso, A., Solit, D., Norton, L. & Rosen, N. Modulation of Hsp90 function by ansamycins sensitizes breast cancer cells 
to chemotherapy-induced apoptosis in an RB- and schedule-dependent manner. See: E. A. Sausville, Combining cytotoxics and 
17-allylamino, 17-demethoxygeldanamycin: sequence and tumor biology matters, Clin. Cancer Res., 7: 2155-2158, 2001. Clin 
Cancer Res 7, 2228–2236 (2001).

	33.	 Zsebik, B. et al. Hsp90 inhibitor 17-AAG reduces ErbB2 levels and inhibits proliferation of the trastuzumab resistant breast tumor 
cell line JIMT-1. Immunol Lett 104, 146–155, https://doi.org/10.1016/j.imlet.2005.11.018 (2006).

	34.	 Chandarlapaty, S. et al. Inhibitors of HSP90 block p95-HER2 signaling in Trastuzumab-resistant tumors and suppress their growth. 
Oncogene 29, 325–334, https://doi.org/10.1038/onc.2009.337 (2010).

	35.	 Scaltriti, M. et al. Antitumor activity of the Hsp90 inhibitor IPI-504 in HER2-positive trastuzumab-resistant breast cancer. Mol 
Cancer Ther 10, 817–824, https://doi.org/10.1158/1535-7163.MCT-10-0966 (2011).

	36.	 Yin, X. et al. BIIB021, a novel Hsp90 inhibitor, sensitizes head and neck squamous cell carcinoma to radiotherapy. Int J Cancer 126, 
1216–1225, https://doi.org/10.1002/ijc.24815 (2010).

	37.	 Whitesell, L. et al. HSP90 empowers evolution of resistance to hormonal therapy in human breast cancer models. Proc Natl Acad Sci 
USA 111, 18297–18302, https://doi.org/10.1073/pnas.1421323111 (2014).

	38.	 Dennison, J. B. et al. Lactate dehydrogenase B: a metabolic marker of response to neoadjuvant chemotherapy in breast cancer. Clin 
Cancer Res 19, 3703–3713, https://doi.org/10.1158/1078-0432.CCR-13-0623 (2013).

	39.	 Frees, A. E. et al. Delivery-corrected imaging of fluorescently-labeled glucose reveals distinct metabolic phenotypes in murine breast 
cancer. PLoS One 9, e115529, https://doi.org/10.1371/journal.pone.0115529 (2014).

	40.	 Crowe, L. B. et al. A fluorescent Hsp90 probe demonstrates the unique association between extracellular Hsp90 and malignancy in 
vivo. ACS Chem Biol, doi:https://doi.org/10.1021/acschembio.7b00006 (2017).

	41.	 Friedland, J. C. et al. Targeted inhibition of Hsp90 by ganetespib is effective across a broad spectrum of breast cancer subtypes. Invest 
New Drugs 32, 14–24, https://doi.org/10.1007/s10637-013-9971-6 (2014).

	42.	 Sorlie, T. et al. Gene expression patterns of breast carcinomas distinguish tumor subclasses with clinical implications. Proc Natl Acad 
Sci USA 98, 10869–10874, https://doi.org/10.1073/pnas.191367098 (2001).

	43.	 Skala, M. C. et al. In vivo multiphoton microscopy of NADH and FAD redox states, fluorescence lifetimes, and cellular morphology 
in precancerous epithelia. Proc Natl Acad Sci USA 104, 19494–19499, https://doi.org/10.1073/pnas.0708425104 (2007).

	44.	 Pleijhuis, R. G. et al. Obtaining adequate surgical margins in breast-conserving therapy for patients with early-stage breast cancer: 
current modalities and future directions. Ann Surg Oncol 16, 2717–2730, https://doi.org/10.1245/s10434-009-0609-z (2009).

	45.	 Carpenter, A. E. et al. CellProfiler: image analysis software for identifying and quantifying cell phenotypes. Genome Biol 7, R100, 
https://doi.org/10.1186/gb-2006-7-10-r100 (2006).

	46.	 Palmer, G. M. et al. In vivo optical molecular imaging and analysis in mice using dorsal window chamber models applied to hypoxia, 
vasculature and fluorescent reporters. Nat Protoc 6, 1355–1366, https://doi.org/10.1038/nprot.2011.349 (2011).

	47.	 Muldoon, T. J. et al. Subcellular-resolution molecular imaging within living tissue by fiber microendoscopy. Opt Express 15, 
16413–16423 (2007).

	48.	 Mueller, J. L. et al. Rapid staining and imaging of subnuclear features to differentiate between malignant and benign breast tissues at 
a point-of-care setting. J Cancer Res Clin Oncol 142, 1475–1486, https://doi.org/10.1007/s00432-016-2165-9 (2016).

Acknowledgements
The authors would like to thank Dr. Rebecca Richards-Kortum and her lab group for providing the high-
resolution microendoscope, as well as Daniel Salo for assisting with modifying the system. This work was 
supported by generous funding from the Department of Defense Era of Hope Scholar Award (http://cdmrp.
army.mil/bcrp/era; W81XWH-09-1-0410). The funders had no role in study design, data collection and analysis, 
decision to publish, or preparation of the manuscript.

http://dx.doi.org/10.1016/j.bbamcr.2010.09.012
http://dx.doi.org/10.1111/j.1745-7270.2005.00069.x
http://dx.doi.org/10.1002/pmic.200600996
http://dx.doi.org/10.1038/ncomms3139
http://dx.doi.org/10.1038/ncomms3139
http://dx.doi.org/10.1016/j.cell.2007.08.028
http://dx.doi.org/10.1158/1541-7786.MCR-13-0481
http://dx.doi.org/10.1073/pnas.1220659110
http://dx.doi.org/10.1074/jbc.M204733200
http://dx.doi.org/10.1074/jbc.M313342200
http://dx.doi.org/10.1074/jbc.M313342200
https://clinicaltrials.gov/ct2/show/NCT02474173?term=hsp90+inhibitor+AND+cancer&rank=1
https://clinicaltrials.gov/ct2/show/NCT02474173?term=hsp90+inhibitor+AND+cancer&rank=1
https://clinicaltrials.gov/ct2/show/NCT02627430?term=hsp90+inhibitor+AND+cancer&rank=3
https://clinicaltrials.gov/ct2/show/NCT02627430?term=hsp90+inhibitor+AND+cancer&rank=3
http://dx.doi.org/10.1038/ncponc0509
http://dx.doi.org/10.1016/j.imlet.2005.11.018
http://dx.doi.org/10.1038/onc.2009.337
http://dx.doi.org/10.1158/1535-7163.MCT-10-0966
http://dx.doi.org/10.1002/ijc.24815
http://dx.doi.org/10.1073/pnas.1421323111
http://dx.doi.org/10.1158/1078-0432.CCR-13-0623
http://dx.doi.org/10.1371/journal.pone.0115529
http://dx.doi.org/10.1021/acschembio.7b00006
http://dx.doi.org/10.1007/s10637-013-9971-6
http://dx.doi.org/10.1073/pnas.191367098
http://dx.doi.org/10.1073/pnas.0708425104
http://dx.doi.org/10.1245/s10434-009-0609-z
http://dx.doi.org/10.1186/gb-2006-7-10-r100
http://dx.doi.org/10.1038/nprot.2011.349
http://dx.doi.org/10.1007/s00432-016-2165-9
http://cdmrp.army.mil/bcrp/era
http://cdmrp.army.mil/bcrp/era


www.nature.com/scientificreports/

13SCienTifiC REPOrTS | 7: 17487  | DOI:10.1038/s41598-017-17832-x

Author Contributions
B.C., H.M., S.B., A.M., J.G., and M.L. all assisted in data collection. B.C. performed all data analysis and statistical 
testing. A.H. served as the pathologist and M.S.S. served as the radiologist for the clinical study. P.H. synthesized 
the HS compounds used in the study. B.C., A.M., J.G., A.H., M.S.S., P.H., T.H. and N.R. participated in study 
design. N.R. oversaw all studies. B.C. prepared the manuscript with input from all authors.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-017-17832-x.
Competing Interests: Dr. Ramanujam has founded a company called Zenalux Biomedical and she and other 
team members have developed technologies related to this work where the investigators or Duke may benefit 
financially if this system is sold commercially.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

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://dx.doi.org/10.1038/s41598-017-17832-x
http://creativecommons.org/licenses/by/4.0/

	Leveraging ectopic Hsp90 expression to assay the presence of tumor cells and aggressive tumor phenotypes in breast specimen ...
	Results

	Hsp90 is expressed on the cell surface of breast cancer cells. 
	Hsp90 inhibition decreases oxidative and glycolytic metabolism in Her2-overexpressing and triple negative breast cancer. 
	HS-27 uptake is increased in aggressive breast tumor types in vivo. 
	Ex vivo HS-27 application retains contrast between tumor and non-tumor tissue. 
	A rapid assay for Hsp90 imaging in clinical breast specimens. 

	Discussion

	Materials and Methods

	Cell Culture. 
	Live Cell Imaging. 
	Western Blotting. 
	Seahorse Assay. 
	Cell proliferation assay. 
	Animal studies. 
	Dorsal skin flap window chamber model. 
	Hyperspectral and fluorescence imaging of in vivo HS-27 and 2-NBDG uptake. 
	Ex vivo imaging and analysis of HS-27 uptake in pre-clinical biopsy samples. 
	Ex vivo imaging and analysis of HS-27 uptake in clinical biopsy samples. 
	Statistical analysis. 
	Data availability statement. 

	Acknowledgements

	Figure 1 Hsp90 is expressed on the cell surface of breast cancer cells.
	Figure 2 Hsp90 inhibition decreases oxidative and glycolytic metabolism in Her2-overexpressing and triple negative breast cancer.
	Figure 3 HS-27 uptake is increased in aggressive breast tumor types in vivo.
	Figure 4 Ex vivo HS-27 application retains contrast between tumor and non-tumor tissue.
	Figure 5 A rapid assay for Hsp90 imaging in clinical breast specimens.




