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Dual activities of the anti-cancer 
drug candidate PBI-05204 provide 
neuroprotection in brain slice 
models for neurodegenerative 
diseases and stroke
Michael J. Van Kanegan1,*,†, Denise E. Dunn1,*, Linda S. Kaltenbach1, Bijal Shah1, 
Dong Ning He1, Daniel D. McCoy1,‡, Peiying Yang2, Jiangnan Peng3, Li Shen4, Lin Du5, 
Robert H. Cichewicz5, Robert A. Newman6 & Donald C. Lo1

We previously reported neuroprotective activity of the botanical anti-cancer drug candidate PBI-05204, 
a supercritical CO2 extract of Nerium oleander, in brain slice and in vivo models of ischemic stroke. 
We showed that one component of this neuroprotective activity is mediated through its principal 
cardiac glycoside constituent, oleandrin, via induction of the potent neurotrophic factor brain-derived 
neurotrophic factor (BDNF). However, we also noted that the concentration-relation for PBI-05204 
in the brain slice oxygen-glucose deprivation (OGD) model is considerably broader than that for 
oleandrin as a single agent. We thus surmised that PBI-05204 contains an additional neuroprotective 
component(s), distinct from oleandrin. We report here that neuroprotective activity is also provided 
by the triterpenoid constituents of PBI-05204, notably oleanolic acid. We demonstrate that a sub-
fraction of PBI-05204 (Fraction 0–4) containing oleanolic and other triterpenoids, but without cardiac 
glycosides, induces the expression of cellular antioxidant gene transcription programs regulated 
through antioxidant transcriptional response elements (AREs). Finally, we show that Fraction 0–4 
provides broad neuroprotection in organotypic brain slice models for neurodegeneration driven 
by amyloid precursor protein (APP) and tau implicated in Alzheimer’s disease and frontotemporal 
dementias, respectively, in addition to ischemic injury modeled by OGD.

Common signaling pathways and therapeutic opportunities relating cancer and neurodegeneration have become 
increasingly apparent in recent years1,2. Numerous cellular processes and potential intervention points long 
thought to be uniquely relevant to oncology are now finding potential applications in CNS neurodegeneration 
and injury, and vice versa. For example, the FDA-approved anti-cancer drug bexarotene was reported to provide 
benefit in animal models of Alzheimer’s disease (AD), and is currently being investigated in human clinical trials3. 
Conversely, roles for neurotransmitters and neurotrophic factors in tumor progression and reprogramming of the 
stromal microenvironment are increasingly appreciated4,5.

In this context, we previously reported the neuroprotective activity of the anti-cancer botanical drug candidate 
PBI-052046 in brain tissue and in vivo models for ischemic stroke7. We showed that an essential neuroprotective 
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constituent of PBI-05204, a supercritical CO2 extract of Nerium oleander, was the cardiac glycoside oleandrin. 
Unlike the approved cardiac glycoside drugs digoxin and digitoxin, oleandrin is blood-brain barrier (BBB) pene-
trant7. We subsequently demonstrated that the neuroprotective activity of the oleandrin component of PBI-05204 
is mediated by induction of neural expression of the potent CNS neurotrophic factor brain-derived neurotrophic 
factor (BDNF)8.

However, we noted that the concentration-response relation for PBI-05204 in the brain-slice OGD model is 
broad and cannot be fully accounted for by the relatively narrower concentration-response relation for oleandrin 
as a single agent (see Fig. 4B in7). We thus hypothesized the existence of an additional neuroprotective constit-
uent(s) of PBI-05204 that affords neuroprotection through an independent mechanism. We provide evidence 
here that this additional neuroprotective component of PBI-05204 is the triterpenoid oleanolic acid, with an 
additional potential contribution from the closely related triterpene ursolic acid. We demonstrate general neu-
roprotective activity of a subfraction of PBI-05204 containing oleanolic and ursolic acids, termed PBI-04711, in 
additional models for CNS neurodegeneration. Finally, we demonstrate the programmatic induction of nuclear 
factor erythroid 2 related factor 2 (Nrf2)-dependent antioxidant genes as a potential mechanism underlying the 
neuroprotective activity of PBI-04711 and its triterpenoid components.

Results
Identification of neuroprotective subfractions of PBI-05204.  We previously reported robust neu-
roprotection in the brain slice OGD model provided by the full PBI-05204 supercritical CO2 extract of Nerium 
oleander across a broad range of concentrations, whereas the concentration-response relation for its principal 
cardiac glycoside component, oleandrin, was much narrower and thereby could likely account quantitatively for 
only a portion of the neuroprotective activity of the full botanical extract (see Fig. 4B in7). As PBI-05204 likely 
contains many pharmacologically active phytochemicals in addition to oleandrin, we used a chemical fraction-
ation schema (see Methods) to separate the PBI-05204 extract into a series of 5 subfractions. These subfractions 
were characterized as containing or not containing oleandrin and/or other cardiac glycoside components, as 
summarized in Table 1 and described in detail in the Methods.

We then evaluated each of the subfractions of PBI-05204 in the brain slice OGD assay. As shown in Fig. 1A, 
only 2 of these 5 subfractions showed significant neuroprotection: Fraction 0–3, which contained both oleandrin 
as well as other cardiac glycoside constituents; and Fraction 0–4, which was devoid of any cardiac glycoside 
constituents. Fraction 0–4 nevertheless provided strong neuroprotection in the brain slice OGD assay to levels 
comparable to that for the full PBI-05204 extract, and did so in a concentration-dependent manner (Fig. 1B).

Fraction 0–4 provides broad neuroprotection in brain slice neurodegeneration models.  We 
next asked if the neuroprotective activity of Fraction 0–4 was specific for neuronal injury induced by ischemia as 
modeled by OGD in the brain slice model, or if it could also provide neuroprotection in other neurodegenerative 
contexts. In fact, we found that Fraction 0–4 could also provide strong neuroprotection in 2 additional brain slice 
models in which cortical neuronal degeneration is driven by biolistic transfection of expression constructs for 
genes implicated in CNS neurodegeneration, namely, amyloid precursor protein (APP) and tau. In these models, 
APP and tau transfection induces progressive neurodegeneration of cortical neurons over the course of 3–4 days, 
in contrast to the neuronal injury and death caused by OGD which occurs over a 24 h period in the brain slice 
model9–11. As shown in Fig. 2, Fraction 0–4 provided significant concentration-dependent neuroprotection in 
both the APP and tau brain slice neurodegeneration models, albeit in a somewhat higher concentration range 
compared to that observed for OGD (c.f. Fig. 1B). As Fraction 0–4 was provided only as a single-bolus admin-
istration at the beginning of these longer-term assays, the apparent right-shift in concentration-response could 
have been due to compound turnover in the intact brain tissue environment of these assays.

The principal constituents of Fraction 0–4 are triterpenoids, of which oleanolic acid is the most 
abundant.  We next sought to determine the chemical composition of Fraction 0–4. Further chemical sep-
arations followed by 1D and 2D NMR spectroscopy showed that Fraction 0–4 was composed mostly of triter-
penoids, of which oleanolic acid was the principal constituent (~35% by mass), followed by the closely related 
triterpenoids ursolic acid and betulinic acid (~25% and ~11%, respectively; see Methods and Supplementary 
Fig. S1). Additional minor components detected were also related triterpenes, all at < 1% relative abundance: 
uvalol, ursolaldehyde (ursolic aldehyde), and 3β,27-dihydroxy-12-ursen-28-oic acid, with the exception of E/Z-
27-(p-coumaroyl)ursolic acid which was present at ~2%.

Name Oleandrin Other CGs

Fraction 0–H No No

Fraction 0–2 No Yes

Fraction 0–3 Yes Yes

Fraction 0–4 No No

Fraction 0–5 No No

Table 1.   Subfractionation of PBI-05204. Separation of the PBI-05204 botanical extract into subfractions 
containing or not containing oleandrin and/or other cardiac glycosides (CG). To identify neuroprotective 
constituents in addition to oleandrin, the PBI-05204 extract was chemically separated into 5 subfractions as 
described in the Methods. Each subfraction was then characterized as containing or not containing detectable 
amounts of oleandrin and/or other cardiac glycoside compounds as indicated in the table.
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To ask if the most abundant triterpenoid in Fraction 0–4, oleanolic acid (35%), itself could account for the neu-
roprotective activity of Fraction 0–4, we next tested this molecular constituent as a single agent and found, in fact, 
that a pure preparation of oleanolic acid could also provide robust and concentration-dependent neuroprotection 
in the brain slice OGD assay (Figs 1B and 3A). Interestingly, 0.4 μ g/ml oleanolic acid provided near-complete 
rescue against neuronal injury induced by OGD, corresponding to its fractional activity in ~1 μ g/ml  
of Fraction 0–4 which in Fig. 1B shows a comparable level of neuroprotection.

Figure 1.  (A) Evaluation of subfractions of PBI-05204 in the brain slice oxygen-glucose deprivation (OGD) 
assay. Coronal brain slice explants were prepared and subjected to 5.5 min. transient OGD as previously 
described7 (see Methods for more detailed description). Numbers of healthy cortical pyramidal neurons in the 
each brain slice were scored 24 h later. The first 3 bars in each graph show: control brain slices not subjected 
to OGD (“Control”); negative-control brain slices subjected to OGD and treated with DMSO carrier only 
(“OGD”); and positive-control brain slices subjected to OGD and treated with 23 μ g/ml of the full PBI-05204 
extract (“PBI 23”). Subfractions were tested at the concentrations indicated in units of μ g/ml. Only Fractions 
0–3 and 0–4 provided significant neuroprotection at the concentrations tested (concentrations of Fraction 0–3 
of 10 μ g/ml and above exhibited toxicity). (B) Confirmation of the neuroprotective activity of Fraction 0–4. Left, 
example photomicrographs showing: cortical neurons expressing YFP in a control brain slice (“Con”); and in 
brain slices subjected to OGD and treated with DMSO-carrier only (“OGD”), 3 μ g/ml Fraction 0–4 (“Fxn 0–4”), 
or 10 μ M oleanolic acid (“OA”). Right, Concentration-response relation for Fraction 0–4 in the brain slice OGD 
assay, in units of μ g/ml; the average of 3 independent experiments is shown, with the OGD negative-control 
condition set to 100%. For all graphs, dark blue bars denote statistically significant differences with respect to 
the OGD negative-control by ANOVA followed by Dunnett’s post hoc comparison test at the 0.05 confidence 
level.
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Contribution from additional triterpenoid components of Fraction 0–4.  Next, we evaluated the 
other 2 significant triterpenoid components of Fraction 0–4, ursolic acid (~25%) and betulinic acid (11%) as sin-
gle agents in the OGD brain slice assay. For comparison, we also evaluated uvalol (0.4%) which among the minor 
triterpenoid component of Fraction 0–4 was the only one commercially available. We found that ursolic acid 
could provide minor but significant neuroprotection in the OGD brain slice assay, whereas neither betulinic acid 
nor uvalol could provide significant neuroprotection in the same equimolar concentration range (Fig. 3B). Thus, 
we concluded that oleanolic acid, as a single agent, provided the most robust neuroprotection among the principal 
triterpenoid constituents of Fraction 0–4 and could account for the majority of its neuroprotective effects.

Activation of Nrf2-mediated ARE antioxidant gene pattern responses.  Oleanolic acid is in a 
class of triterpenoids typified by compounds such as bardoxolone (Fig. 3A, right) which have been shown to be 
potent activators of the innate cellular phase 2 detoxifying pathway, in which activation of the transcription factor 
Nrf2 leads to transcriptional increases in programs of downstream antioxidant genes containing the antioxidant 
transcriptional response element (ARE)12,13. Bardoxolone itself has been extensively investigated in clinical trials 
in inflammatory conditions; however, a Phase 3 clinical trial in chronic kidney disease was terminated due to 
adverse events that may have been related to known cellular toxicities of certain triterpenoids including bardox-
olone at elevated concentrations14,15.

In contrast, Fraction 0–4 and oleanolic acid have not exhibited observable cellular toxicity in our hands and 
provide robust neuroprotection in the brain slice OGD model (Figs. 1B and 3A). We thus asked if Fraction 0–4 
and oleanolic acid could be shown to activate the Nrf2-ARE gene pathway in neurons, using a corticostriatal pri-
mary neuronal co-culture system composed of the same neuronal and glial cell types represented in our brain slice 
assays16–18. First, we introduced into neuronal co-cultures an ARE-luciferase promoter-reporter construct which 
has been used extensively as an assay for Nrf2 activation19. As can be seen in Fig. 4A, treatment with Fraction 0–4 
led to clear, concentration- and time-dependent increases in activation of the ARE-luciferase reporter, to levels 
similar to that induced by the reference triterpenoid bardoxolone. By 24 h of treatment, significant induction of 
the ARE-luciferase reporter was seen in similar concentration ranges that provided neuroprotection in the OGD, 
APP, and tau brain slice neuroprotection assays (compare to Figs. 1B and 2). The full PBI-05204 extract increased 
ARE-luciferase transcription only at the highest concentration tested, presumably reflecting lower relative abun-
dance of its triterpenoid constituents including oleanolic acid.

Figure 2.  Neuroprotective activity of Fraction 0–4 in brain slice assays for neurodegeneration induced by 
APP and tau. Left, example photomicrographs showing cortical neurons transfected with YFP only (“Con”) 
or with YFP plus a human WT amyloid precursor protein (“APP”) or a human tau4R0N (“tau4R”) expression 
construct as indicated. Overt neurodegeneration and cell loss driven by either APP or tau4R by 3 days after 
transfection (compare middle to left panels) could be rescued by treatment with 30 μ M Fraction 0–4 (right 
panels). Right, Concentration-response relations for Fraction 0–4 in the brain slice APP and tau4R assays as 
indicated. Averages of 3 and 4 independent runs are shown for APP and tau4R, respectively, with the negative-
control conditions (treated with DMSO only) set to 100%. For both graphs, dark green bars denote statistically 
significant differences with respect to the respective APP or tau4R negative-controls by ANOVA followed by 
Dunnett’s post hoc comparison test at the 0.05 confidence level.
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Next, we asked if endogenous ARE target gene transcription could also be shown to be induced by treat-
ment with Fraction 0–4. In fact, as can be seen in Fig. 4B, the 4 canonical targets of Nrf2 activation assayed 
(the ARE genes glutamate-cysteine ligase, catalytic subunit (Gclc); NAD(P)H:quinone oxidoreductase 1 (Nqo 
1); sulfiredoxin antioxidant protein (Srx); and heme oxygenase 1 (Hmox1)), were all significantly increased by 
treatment with Fraction 0–4 in a concentration-dependent manner, and to levels comparable to that induced by 
other known Nrf2 activators such as dimethyl fumarate (DMF; data not shown).

Finally, we asked if the triterpenoid components of Fraction 0–4 could account for its activation of the Nrf2/
ARE antioxidant gene pathway. Using ARE target gene activation as described above, we found that both oleanolic 
acid and ursolic acid induced substantial induction of the ARE target genes Hmox1 and Srx and to a much lesser 
but significant extent Nqo1 and Gclm (Fig. 5). This pattern of ARE gene induction was strikingly similar to that 
induced by the parental Fraction 0–4 (c.f. Fig. 4B). Curiously, ursolic acid appeared to be more potent than 
oleanolic acid in inducing ARE target gene expression. However, ursolic acid and betulinic acid also developed 

Figure 3.  Neuroprotective activities of oleanolic acid and other major triterpenoid constituents of Fraction 
0–4 evaluated as single agents. (A) Concentration-response relation for oleanolic acid (OA; in μ g/ml) in 
the brain slice OGD assay (left); the average of 4 independent experiments is shown, with the OGD negative-
control condition set to 100%. The positive control was 10 μ g/ml Fraction 0–4 (“Fxn 0–4”). Dark blue bars 
denote statistically significant differences with respect to the OGD negative control by ANOVA followed by 
Dunnett’s post hoc comparison test at the 0.05 confidence level. Right, Comparison of the chemical structures of 
the triterpenoids oleanolic acid and bardoxolone. (B) Potential contributions to neuroprotection by additional 
triterpenoid constituents of Fraction 0–4. Concentration-response relations for ursolic acid (UA), betulinic acid 
(BA), and uvalol (Uva; all in μ g/ml) in the brain slice OGD assay are shown (above). Averages for 2 independent 
experiments are included for each compound, with the OGD negative-control condition scaled to 100% and 
data plotted on the same axes for ease of comparison. The positive control was 4 μ g/ml oleanolic acid (OA). 
Note that these are equimolar concentrations for each compound as the molecular weights for all are identical 
except for uvalol which was tested at 0.039, 0.39, and 3.88 μ g/ml rounded to a single significant digit for display 
purposes. Dark blue bars denote statistically significant differences with respect to the OGD negative control 
by ANOVA followed by Dunnett’s post hoc comparison test at the 0.05 confidence level. Below, Comparison of 
chemical structures of the additional triterpenoid constituents of Fraction 0–4, ursolic acid, betulinic acid, and 
uvalol, as indicated.
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considerable toxicity at higher concentrations, which likely limit their net contributions to neuroprotection (see 
also Supplementary Fig. S2). Uvalol did not induce notable levels of ARE gene expression at any concentration 
tested.

Discussion
While much progress has been made in determining genetic and epigenetic risk factors for ischemic stroke and 
neurodegenerative diseases including AD and frontotemporal dementias (FTDs), there remains an urgent need to 
identify drug targets and pathways that can provide direct neuroprotection to injured and degenerating neurons 
in these disease areas20–23. In recent years, promising sources for such candidate therapeutic targets and interven-
tions have been unexpectedly emerging from oncology studies1,2.

In this context, we have identified a second component of the botanical anti-cancer drug candidate PBI-05204 
that provides robust neuroprotection in multiple brain slice models for neuronal injury and neurodegeneration. 

Figure 4.  Activation of Nrf2/ARE antioxidant response pathways by Fraction 0–4. (A) Concentration- 
and time-dependent induction of a 5×-ARE-luciferase transcriptional reporter by Fraction 0–4, PBI-05204, 
and bardoxolone in mouse primary corticostriatal neuronal co-cultures. Activation of the 5×-ARE luciferase 
reporter became stronger with an apparent left-shift in concentration-response for extended treatment over 
24 h (right graphs) compared to 7 h (left graphs). Fold-expression changes are expressed relative to the DMSO-
carrier only condition (“0”) normalized to a co-transfected, constitutive Renilla luciferase control and set 
to a value of 1. (B) Fraction 0–4 induces robust upregulation of canonical ARE target genes, shown here for 
glutamate-cysteine ligase, catalytic subunit (Gclc); NAD(P)H:quinone oxidoreductase 1 (Nqo1); sulfiredoxin 
antioxidant protein (Srx); and heme oxygenase 1 (Hmox1)). Primary mouse corticostriatal co-cultures were 
treated with Fraction 0–4 at the concentrations indicated for 6 h, then harvested and processed for qPCR 
analysis of the ARE target genes shown. Quantitative RNA values are normalized to the GAPDH reference 
control and fold-expression changes are expressed relative to the DMSO-carrier only condition (“0”) set to a 
value of 1.
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PBI-05204 has been through a Phase I clinical trial6 and is currently in a Phase II trial for patients with advanced 
pancreatic cancer. We initially had reported neuroprotective activity of PBI-05204 mediated via its cardiac gly-
coside constituent oleandrin7. The mechanism of neuroprotective action of oleandrin transpired to be through 
endogenous neural induction of the potent neurotrophic factor BDNF8. In fact, we had previously identified 
the neuroprotective activity of cardiac glycosides in an hypothesis-neutral, drug-repositioning screen using a 
brain slice-based, high-throughput biology assay in which neuronal injury was induced by transient OGD, subse-
quently providing in vivo validation in two independent whole-animal models for focal ischemia24.

Interestingly, the novel Fraction 0–4 component of PBI-05204 we report here is devoid of any cardiac glyco-
side constituents including oleandrin. Rather, we have provided evidence that the most neuroprotective molec-
ular constituent of Fraction 0–4 is the triterpenoid oleanolic acid, suggesting that the neuroprotective activity of 
Fraction 0–4 may be mediated through the known antioxidant, anti-inflammatory, and neuroprotective actions of 

Figure 5.  Activation of Nrf2/ARE antioxidant response pathways by individual triterpenoid constituents 
of Fraction 0–4. Oleanolic acid and ursolic acid induced robust upregulation of canonical ARE target genes 
to similar extents compared to Fraction 0–4, and in a strikingly similar pattern, shown here for glutamate-
cysteine ligase, modifier subunit (Gclm); Nqo1, Srx, and Hmox1. Betulinic acid was also able to induce ARE gene 
expression in an intermediate concentration between 7.6 and 23 μ g/ml despite its toxicity (see Supplementary 
Fig. S2). By comparison, uvalol was not able to induce ARE gene expression to a notable extent at any 
concentration tested. “X” symbols denote concentrations of compounds which induced toxicity and for which 
recovery of residual mRNA was insufficient to support qPCR analysis. Rat primary corticostriatal co-cultures 
were treated for 6 h with Fraction 0–4 (in μ g/ml) or oleanolic acid, ursolic acid, betulinic acid, or uvalol (all in 
μ M) at the concentrations indicated, then harvested and processed for qPCR analysis of the ARE target genes 
shown. Quantitative RNA values were normalized to the GAPDH reference control and fold-expression changes 
are expressed relative to the DMSO-carrier only condition (“–”) set to a value of 1. Dark blue bars denote 
statistically significant differences with respect to the DMSO-carrier only control by a Student’s t-test at p <  0.05.
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this class of triterpenoids25–28. In addition, we found additional, though modest, contribution to neuroprotection 
from the next most abundant constituent of Fraction 0–4, the closely related triterpenoid ursolic acid. In fact, 
ursolic acid has previously been reported to provide neuroprotection in mouse models for cerebral ischemia and 
subarachnoid hemorrhage29,30.

Consistent with this idea, we showed that Fraction 0–4 induced clear activation of the Nrf2 transcription 
factor as well as increased expression of canonical downstream ARE target genes in concentration ranges over-
lapping with those that provided neuroprotection in brain slice models for stroke and neurodegenerative dis-
ease. Such ARE gene activation was mimicked by the most abundant triterpenoid constituents of Fraction 0–4, 
oleanolic acid, ursolic acid and betulinic acid, when tested as single agents. Although ursolic acid appeared to be 
more potent than oleanolic acid in ARE gene induction, ursolic acid (as well as betulinic acid) also developed 
considerable toxicity at higher concentrations which was not observed for oleanolic acid (Fig. 5). It is thus possi-
ble that such toxicity limits the net contribution of ursolic acid and betulinic acid to neuroprotection in the OGD 
brain slice assay despite their innate ability to induce ARE gene expression (see also Supplementary Fig. S2).

Neuroinflammation is increasingly appreciated to accompany not only acute CNS injury but also a wide 
range of chronic neurodegenerative conditions including Huntington’s disease and Alzheimer’s disease31–34. 
In many cases, there is evidence that such neuroinflammation amplifies/exacerbates neuronal stress; thus, 
anti-inflammatory strategies are actively being investigated in the treatment of a number of neurodegenerative 
conditions including through the induction of Nrf2-mediated innate antioxidant response networks35–37. An 
exciting advance in this area was the recent FDA-approval of the Nrf2 activator DMF (tradename Tecfidera; 
Biogen Idec) for the treatment of relapsing multiple sclerosis38,39.

We thus suggest that neuroprotection provided by the botanical drug candidate PBI-05204 across a surpris-
ingly broad range of concentrations7 can be explained by the combined action of two mechanistically distinct 
pathways: one direct through neuroprotection mediated by induction of BDNF expression by its cardiac glyco-
side constituents8, while the other potentially indirect through mobilization of Nrf2-dependent antioxidant gene 
expression programs induced by its triterpenoid constituents as reported here. As such, our findings suggest 
that Fraction 0–4 itself (also termed PBI-04711) may have therapeutically relevant neuroprotective potential, 
independent of the parental PBI-05204 mixture, mediated by its anti-inflammatory activity across a number of 
neurodegenerative disorders including stroke, Alzheimer’s disease, and frontotemporal dementias.

The value of polypharmacology is increasingly appreciated in a range of disease areas40,41, for which natural 
products are a continuing resource for addressing known and emerging targets of therapeutic relevance, includ-
ing in the CNS42,43. Natural product mixtures such as PBI-05204 may thus merit further investigation as multi-
modal drug candidates in addition to synthetic strategies to combine multiple target activities into a single small 
molecule drug41. Intriguingly, both the cardiac glycoside activity of PBI-05204 that we have previously reported7,8 
as well as the triterpenoid-mediated, Nrf2-inducing activity we report here for CNS neuroprotection are also 
strongly implicated in anti-cancer applications44,45.

Methods
Reagents and subfractionation of PBI-05204.  PBI-05204 was provided by Phoenix Biotechnology, Inc. 
(San Antonio, TX) and is an ethanol-modified supercritical CO2 extract of Nerium oleander44. Pure oleanolic acid 
was purchased from Sigma-Aldrich. Stock solutions were made in DMSO and diluted into brain slice culture 
medium to a final DMSO concentration of 0.1% for all conditions.

Subfractions of PBI-05204 were isolated by subjecting the whole supercritical CO2 extract of N. oleander to 
further extraction with hexane. The water soluble portion of that extract was further separated by reversed-phase 
chromatography (ODS) via sequential elution washes consisting of 30% (Fraction 0-H), 55% (Fraction 0–2), 80% 
(Fraction 0–3), 100% methanol (Fraction 0–4), and finally acetone-methanol (2:1 v:v; Fraction 0–5). All fractions 
were then subjected to analysis for relative content of oleandrin. The 100% methanol fraction was found to be free 
of all detectable oleandrin by HPLC analysis (Zorbax SB-18 column; Agilent). For confirmation, oleandrin levels 
in all five fractions were further analyzed using a more sensitive HPLC/MS method as previously described46.

In order to investigate its phytochemical composition, Fraction 0–4 (PBI-04711) was dissolved in a small 
quantity of methylene chloride. The insoluble part was composed mostly of triterpenoids based on the analy-
sis of the 1H NMR and thin-layer chromatography visualized by sulfuric acid. The insoluble part (200 mg) was 
then subjected to a flash silica gel chromatograph and eluted into fractions using a gradient of CHCl3:MeOH 
(0% ~ 8%). Fraction 42 (146 mg) was repeatedly crystalized and found to consist of pure oleanolic acid (20 mg). 
The supernatants of the crystallization reactions were combined. A fraction of the supernatant (16.1 mg) was 
further purified by preparative HPLC using a Phenomenex Luna C18(2), 5 μ m, 250 ×  21.25 mm column, eluted 
with a gradient of MeOH:H2O 20 ~ 100% in 40 min, flow rate 9 mL/min to yield a mixture of oleanolic acid and 
ursolic acid (13.9 mg) as major components and a pure compound betulinic acid (0.3 mg) as a minor component. 
Another fraction of the supernatant was first separated by preparative-TLC to generate two fractions, which were 
further purified by preparative HPLC to yield two pure compounds uvalol (0.5 mg) and ursolic aldehyde (0.8 mg). 
Fraction 54 (22.6 mg) was repeatedly purified on HPLC column to obtain 3β,27-dihydroxy-12-ursen-28-oic acid 
(0.5 mg). Another fraction of the insoluble part (280 mg) was separated using a RediSep Rf Gold Silica Gel col-
umn (80 g). Pure ursolic acid (5.8 mg) was obtained from fraction 78 by repeated crystallization. Fraction 105 was 
purified by preparative HPLC to yield a mixture of E/Z-27-(p-coumaroyl)ursolic acid (2.2 mg). Efforts to separate 
these two compounds were not successful because of their rapid cis-trans isomerization. Based on the isolation 
procedure, the content of oleanolic acid in Fraction 0–4 was estimated to be ~35%, and that for the next two most 
abundant triterpenoids, ursolic acid and betulinic acid, to be ~25% and ~11%, respectively. The structures of 
these compounds were determined by 1D and 2D NMR and comparison with data in the literature.
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To confirm the relative abundance of its major triterpenoid components, Fraction 0–4 was separated chro-
matographically and quantified against triterpene standards for oleanolic acid, ursolic acid, and betulinic acid 
(Sigma; see Supplementary Fig. S1).

Brain slice assays for CNS injury and neurodegeneration.  Coronal brain slices (250 μ m thick) were 
prepared from postnatal day 10 Sprague-Dawley rat pups of either gender (Charles River) and established in 
organotypic culture as previously described7–9. All experimental procedures including the sacrificing of animals 
were done in accordance with NIH guidelines and under Duke IACUC approval and oversight. Briefly, brain 
tissue slices were cut in ice-cold artificial cerebrospinal fluid (ACSF) and plated in interface configuration on 
top of culture medium (Neurobasal A medium supplemented with 15% heat-inactivated horse serum, 10 mM 
KCl, 10 mM HEPES, 100 U/ml penicillin/streptomycin, 1 mM sodium pyruvate, and 1 mM L-glutamine) set in 
0.5% reagent-grade agarose. To model ischemic injury, brain slices were subjected to oxygen-glucose deprivation 
(OGD) by exposure to glucose-free, N2-bubbled ACSF containing low O2 (< 0.5%) for 5.5 min.

One h later, control and OGD-treated brain slices were biolistically transfected with DNAs encoding yellow 
fluorescent protein (YFP). For assays modeling neurodegeneration in AD or FTD, brain slices were co-transfected 
with YFP together with an expression construct for WT amyloid precursor protein (APP) as previously 
described9, or with YFP together with a cDNA constructed in-house encoding human tau4R0N (identical to 
NCBI Reference Sequence NM_016834), respectively. Brain slice explants were then incubated for 24 h under 5% 
CO2 at 37 °C for OGD assays; or for 3 d for APP- and tau4R0N-induced neurodegeneration assays. PBI-05204, 
subtractions thereof, and/or oleanolic acid were added to the culture medium at the time of brain slice explanta-
tion at the indicated concentrations.

For all brain slice assays, numbers of healthy pyramidal neurons in the cortical regions of each brain slice 
were imaged on a Leica MZIIIFL fluorescence stereomicroscope. Cortical pyramidal neurons were readily iden-
tified by their characteristic positions and orientations in the cortical plate, and by their prominent extension 
of a single, apical dendrite radially towards the pial surface. Healthy cortical pyramidal neurons were deemed 
as those 1) presenting a stout and brightly labeled cell body located within the pyramidal neuronal layers of the 
cortex; 2) retaining a clear apical dendrite extending radially towards the pial surface the slice; 3) expressing 
>2 clear basal dendrites >2 cell body diameters long directly from the neuronal soma; and 4) showing clear 
and continuous cytoplasmic labeling with the YFP visual marker in the soma and throughout all neuronal pro-
cesses. Statistically significant differences with respect to the negative control condition (OGD, APP-transfected, 
or tau4R-transfected treated with DMSO carrier only) were determined using ANOVA followed by Dunnett’s 
post hoc comparison test at the 0.05 confidence level, with N =  12 brain slices per condition. Each experiment was 
carried out at least 3 times.

Determination of Nrf2 activation and qPCR quantification of ARE gene expression.  Primary 
corticostriatal neuronal co-cultures were prepared from E18 Sprague-Dawley rat or C57Bl/6 mouse embryos of 
either gender as previously described16. For luciferase reporter assays, the Cignal Antioxidant Response Reporter 
kit (Qiagen) was used. The 5xARE luciferase reporter mixture at 40:1 luciferase:Renilla plasmid was transfected 
into cortical and striatal neurons separately using an Amaxa electroporation device (Lonza). After electropo-
ration, neurons were pooled and immediately plated into 96-well plates containing mature glial cultures. After 
culturing for 96 h, compounds were added at the indicated concentrations for 7 or 24 h prior to harvesting using 
Dual-Glo Luciferase Assay System protocol and reagents (Promega). Dual-wavelength luminescence was detected 
using a SpectraMax L microplate reader (Molecular Devices). Luciferase values were normalized to the internal 
Renilla control and fold-expression over the DMSO-only treatment control was calculated. At least 3 independent 
experiments were done using 4–6 biological replicates.

For qPCR quantification of ARE target gene expression levels, cortical and striatal neurons were plated 
onto 96-well plates containing mature glial cultures and cultured for 96 h. Fraction 0–4 was added to cul-
tures at the indicated concentrations for 6 h. At the end of the treatment period, cells were lysed and total 
RNA was isolated using Absolutely RNA mini-prep kits (Agilent Technologies/Stratagene). cDNA was gener-
ated using oligo dT primers and Superscript II reverse transcriptase (Invitrogen). Resulting cDNA was used 
for quantitative PCR of gene transcripts using SYBR Green Real-Time PCR Master Mix (Life Technologies) 
and the following mouse primers, for: Gclc (forward-5′  TGGCCACTATCTGCCCAATT-3′  and reverse-5′- 
GTCTGACACGTAGCCTCGGTAA-3′ ), Nqo1 (forward-5′-GCCCGCATGCAGATCCT-3′  and reverse 
5′-GGTCTCCTCCCAGACGGTTT3′ ), Srx (forward-5′-GCTTCCTCTCGGGAGTCCTT-3′  and reverse-
5′-CAGCAACAGCGACTACGAAGTAA-3′ ), and Hmox1 (forward-5′-CCTCACTGGCAGGAAATCATC-3′  
and reverse-5′-CCTCGTGGAGACGCTTTACATA-3′ ) (Integrated DNA Technologies). For rat corticostriatal 
co-culture samples, qPCR primers used were as previously described47. Each biological sample was measured in 
triplicate on a ViiA 7 real-time PCR instrument (Applied Biosystems); fold expression was calculated after nor-
malization to corresponding control GAPDH levels.

References
1.	 Plun-Favreau, H., Lewis, P. A., Hardy, J., Martins, L. M. & Wood, N. W. Cancer and Neurodegeneration: Between the Devil and the 

Deep Blue Sea. PLos Genet. 6, e1001257, doi: 10.1371/journal.pgen.1001257 (2010).
2.	 Driver, J. A. Understanding the link between cancer and neurodegeneration. J. Geriatric Oncol. 3, 58–67, doi: http://dx.doi.

org/10.1016/j.jgo.2011.11.007 (2012).
3.	 Cramer, P. E. et al. ApoE-Directed Therapeutics Rapidly Clear β -Amyloid and Reverse Deficits in AD Mouse Models. Science 335, 

1503–1506, doi: 10.1126/science.1217697 (2012).
4.	 Jobling, P. et al. Nerve–Cancer Cell Cross-talk: A Novel Promoter of Tumor Progression. Cancer Res. 75, 1777–1781, doi: 

10.1158/0008-5472.can-14-3180 (2015).
5.	 Hanoun, M., Maryanovich, M., Arnal-Estapé, A. & Frenette, Paul S. Neural Regulation of Hematopoiesis, Inflammation, and 

Cancer. Neuron 86, 360–373, doi: http://dx.doi.org/10.1016/j.neuron.2015.01.026 (2015).

http://dx.doi.org/10.1016/j.jgo.2011.11.007
http://dx.doi.org/10.1016/j.jgo.2011.11.007
http://dx.doi.org/10.1016/j.neuron.2015.01.026


www.nature.com/scientificreports/

1 0Scientific Reports | 6:25626 | DOI: 10.1038/srep25626

6.	 Hong, D. S. et al. First-in-human study of pbi-05204, an oleander-derived inhibitor of akt, fgf-2, nf-κ Β  and p70s6k, in patients with 
advanced solid tumors. Investig. New Drugs 32, 1204–1212, doi: 10.1007/s10637-014-0127-0 (2014).

7.	 Dunn, D. E. et al. In vitro and in vivo neuroprotective activity of the cardiac glycoside oleandrin from Nerium oleander in brain 
slice-based stroke models. J. Neurochem. 119, 805–814 (2011).

8.	 Van Kanegan, M. J. et al. BDNF mediates neuroprotection against oxygen-glucose deprivation by the cardiac glycoside oleandrin J. 
Neurosci. 34, 963–968 (2014).

9.	 Braithwaite, S. P. et al. Inhibition of c-Jun kinase provides neuroprotection in a model of Alzheimer’s disease. Neurobiol. Dis. 39, 
311–317 (2010).

10.	 Hoffstrom, B. G. et al. Inhibitors of protein disulfide isomerase suppress apoptosis induced by misfolded proteins. Nat. Chem. Biol. 
6, 900–906 (2010).

11.	 Tahtouh, T. et al. Selectivity, Cocrystal Structures, and Neuroprotective Properties of Leucettines, a Family of Protein Kinase 
Inhibitors Derived from the Marine Sponge Alkaloid Leucettamine B. J. Med. Chem. 55, 9312–9330 (2012).

12.	 Kensler, T. W., Wakabayashi, N. & Biswal, S. Cell survival responses to environmental stresses via the Keap1-Nrf2-ARE pathway. 
Ann. Rev. Pharmacol. Toxicol. 47, 89–116 (2007).

13.	 Johnson, J. A. et al. The Nrf2–ARE Pathway. Ann. New York Acad. Sci. 1147, 61–69, doi: 10.1196/annals.1427.036 (2008).
14.	 Zhang, D. D. Bardoxolone Brings Nrf2-Based Therapies to Light. Antioxidants & Redox Signaling 19, 517–518, doi: 10.1089/

ars.2012.5118 (2012).
15.	 de Zeeuw, D. et al. Bardoxolone methyl in type 2 diabetes and stage 4 chronic kidney disease. The New England J. Med. 369, 

2492–2503, doi: 10.1056/NEJMoa1306033 (2013).
16.	 Kaltenbach, L. S. et al. Composite Primary Neuronal High-Content Screening Assay for Huntington’s Disease Incorporating Non-

Cell-Autonomous Interactions. J. Biomolec. Screening 15, 806–819 (2010).
17.	 Leyva, M. J. et al. Identification and Evaluation of Small Molecule Pan-Caspase Inhibitors in Huntington’s Disease Models. Chem. & 

Biol. 17, 1189–1200 (2010).
18.	 Yu, A. et al. Protein aggregation can inhibit clathrin-mediated endocytosis by chaperone competition. Proc. Nat. Acad. Sci. 111, 

E1481–E1490, doi: 10.1073/pnas.1321811111 (2014).
19.	 Wang, X. J., Hayes, J. D. & Wolf, C. R. Generation of a Stable Antioxidant Response Element–Driven Reporter Gene Cell Line and 

Its Use to Show Redox-Dependent Activation of Nrf2 by Cancer Chemotherapeutic Agents. Cancer Res. 66, 10983–10994, doi: 
10.1158/0008-5472.can-06-2298 (2006).

20.	 Citron, M. Alzheimer’s disease: strategies for disease modification. Nat Rev Drug Discov 9, 387–398 (2010).
21.	 Holtzman, D. M., John, C. M. & Goate, A. Alzheimer’s disease: the challenge of the second century. Sci. Translat. Med. 3, 77sr71 

(2011).
22.	 Zaleska, M. M. et al. The development of stroke therapeutics: Promising mechanisms and translational challenges. Neuropharm. 56, 

329–341 (2009).
23.	 Xing, C., Arai, K., Lo, E. H. & Hommel, M. Pathophysiologic cascades in ischemic stroke. Internat. J. Stroke 7, 378–385 (2012).
24.	 Wang, J. K. et al. Cardiac glycosides provide neuroprotection against ischemic stroke: discovery by a brain slice-based compound 

screening platform. Proc. Nat. Acad. Sci. USA 103, 10461–10466 (2006).
25.	 Loboda, A. et al. Targeting nrf2-mediated gene transcription by triterpenoids and their derivatives. Biomol. & Therapeut. 20, 

499–505, doi: 10.4062/biomolther.2012.20.6.499 (2012).
26.	 Yang, L. et al. Neuroprotective Effects of the Triterpenoid, CDDO Methyl Amide, a Potent Inducer of Nrf2-Mediated Transcription. 

PLos ONE 4, e5757, doi: 10.1371/journal.pone.0005757 (2009).
27.	 Liby, K. T. & Sporn, M. B. Synthetic Oleanane Triterpenoids: Multifunctional Drugs with a Broad Range of Applications for 

Prevention and Treatment of Chronic Disease. Pharmacol. Rev. 64, 972–1003, doi: 10.1124/pr.111.004846 (2012).
28.	 Zhang, F. et al. Pharmacological induction of heme oxygenase-1 by a triterpenoid protects neurons against ischemic injury. Stroke 

43, 1390–1397, doi: 10.1161/strokeaha.111.647420 (2012).
29.	 Li, L. et al. Ursolic acid promotes the neuroprotection by activating Nrf2 pathway after cerebral ischemia in mice. Brain Res. 1497, 

32–39, doi: 10.1016/j.brainres.2012.12.032 (2013).
30.	 Zhang, T., Su, J., Wang, K., Zhu, T. & Li, X. Ursolic acid reduces oxidative stress to alleviate early brain injury following experimental 

subarachnoid hemorrhage. Neurosci. Lett. 579, 12–17, doi: http://dx.doi.org/10.1016/j.neulet.2014.07.005 (2014).
31.	 Heneka, M. T., Kummer, M. P. & Latz, E. Innate immune activation in neurodegenerative disease. Nat. Rev. Immunol. 14, 463–477, 

doi: 10.1038/nri3705 (2014).
32.	 Frank-Cannon, T. C., Alto, L. T., McAlpine, F. E. & Tansey, M. G. Does neuroinflammation fan the flame in neurodegenerative 

diseases? Mol. Neurodegen. 4, 47, doi: 10.1186/1750-1326-4-47 (2009).
33.	 Czirr, E. & Wyss-Coray, T. The immunology of neurodegeneration. J. Clin. Invest. 122, 1156–1163, doi: 10.1172/JCI58656 (2012).
34.	 Glass, C. K., Saijo, K., Winner, B., Marchetto, M. C. & Gage, F. H. Mechanisms underlying inflammation in neurodegeneration. Cell 

140, 918–934, doi: 10.1016/j.cell.2010.02.016 (2010).
35.	 de Vries, H. E. et al. Nrf2-induced antioxidant protection: a promising target to counteract ROS-mediated damage in 

neurodegenerative disease? Free Radical Biol. & Med. 45, 1375–1383 (2008).
36.	 Hayes, J. D. & Dinkova-Kostova, A. T. The Nrf2 regulatory network provides an interface between redox and intermediary 

metabolism. Trends Biochem. Sci. 39, 199–218 (2014).
37.	 Johnson, J. A. et al. The Nrf2-ARE pathway: an indicator and modulator of oxidative stress in neurodegeneration. Ann. NY Acad. Sci. 

1147, 61–69, doi: NYAS1147036 (2008).
38.	 Fox, R. J. et al. BG-12 (dimethyl fumarate): a review of mechanism of action, efficacy, and safety. Curr. Med. Res. Opin. 30, 251–262 

(2014).
39.	 Stangel, M. & Linker, R. A. Dimethyl fumarate (BG-12) for the treatment of multiple sclerosis. Expert Rev. Clin. Pharmacol. 6, 

355–362 (2013).
40.	 Keith, C. T. et al. Multicomponent therapeutics for networked systems. Nat. Rev. Drug Discov. 4, 71–78 (2005).
41.	 Anighoro, A., Bajorath, J. & Rastelli, G. Polypharmacology: Challenges and Opportunities in Drug Discovery. J. Med. Chem. 57, 

7874–7887, doi: 10.1021/jm5006463 (2014).
42.	 Newman, D. J. & Cragg, G. M. Natural Products As Sources of New Drugs over the 30 Years from 1981 to 2010. J. Nat. Prod. 7–5, 

311–335 (2012).
43.	 Harvey, A. L., Edrada-Ebel, R. & Quinn, R. J. The re-emergence of natural products for drug discovery in the genomics era. Nat. Rev. 

Drug Discov. 14, 111–129, doi: 10.1038/nrd4510 (2015).
44.	 Newman, R. A., Yang, P., Pawlus, A. D. & Block, K. I. Cardiac Glycosides as Novel Cancer Therapeutic Agents. Mol. Interven. 8, 

36–49, doi: 10.1124/mi.8.1.8 (2008).
45.	 Sporn, M. B. & Liby, K. T. NRF2 and cancer: the good, the bad and the importance of context. Nat. Rev. Cancer 12, 564–571 (2012).
46.	 Pan, Y. et al. PBI-05204, a supercritical CO(2) extract of Nerium oleander, inhibits growth of human pancreatic cancer via targeting 

the PI3K/mTOR pathway. Invest. New Drugs 33, 271–279, doi: 10.1007/s10637-014-0190-6 (2015).
47.	 van Roon-Mom, W. M. et al. Mutant huntingtin activates Nrf2-responsive genes and impairs dopamine synthesis in a PC12 model 

of Huntington’s disease. BMC Molec. Biol. 9, 1–13, doi: 10.1186/1471-2199-9-84 (2008).

http://dx.doi.org/10.1016/j.neulet.2014.07.005


www.nature.com/scientificreports/

1 1Scientific Reports | 6:25626 | DOI: 10.1038/srep25626

Acknowledgements
The authors wish to thank Jingbo Pi for invaluable advice and guidance on Nrf2 activation and ARE gene 
expression assays, and Christian Essrich for the human Tau4R expression construct. Also, the authors would like 
to thank Dr. Susan Mooberry (Univ. Texas, Health Science Center at San Antonio, TX) for helpful advice. This 
work was supported in part by NIH Grant NS080514 and by funding provided by Phoenix Biotechnology.

Author Contributions
M.J.V.K., L.S.K., D.D.M., P.Y., J.P., L.S., R.A.N. and D.C.L. designed research; M.J.V.K., D.E.D., L.S.K., B.S., D.N.H., 
D.D.M., J.P., L.S. and L.D. conducted experiments; M.J.V.K., L.S.K., B.S., D.D.M., J.P., L.D., R.H.C. and D.C.L. 
analyzed data; and M.J.V.K., R.A.N. and D.C.L. wrote the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: P.Y. is a paid consultant of Phoenix Biotechnology. R.A.N. is President and 
Chief Science Officer of Phoenix Biotechnology.
How to cite this article: Van Kanegan, M. J. et al. Dual activities of the anti-cancer drug candidate PBI-05204 
provide neuroprotection in brain slice models for neurodegenerative diseases and stroke. Sci. Rep. 6, 25626; doi: 
10.1038/srep25626 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Dual activities of the anti-cancer drug candidate PBI-05204 provide neuroprotection in brain slice models for neurodegenera ...
	Results

	Identification of neuroprotective subfractions of PBI-05204. 
	Fraction 0–4 provides broad neuroprotection in brain slice neurodegeneration models. 
	The principal constituents of Fraction 0–4 are triterpenoids, of which oleanolic acid is the most abundant. 
	Contribution from additional triterpenoid components of Fraction 0–4. 
	Activation of Nrf2-mediated ARE antioxidant gene pattern responses. 

	Discussion

	Methods

	Reagents and subfractionation of PBI-05204. 
	Brain slice assays for CNS injury and neurodegeneration. 
	Determination of Nrf2 activation and qPCR quantification of ARE gene expression. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ (A) Evaluation of subfractions of PBI-05204 in the brain slice oxygen-glucose deprivation (OGD) assay.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Neuroprotective activity of Fraction 0–4 in brain slice assays for neurodegeneration induced by APP and tau.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Neuroprotective activities of oleanolic acid and other major triterpenoid constituents of Fraction 0–4 evaluated as single agents.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Activation of Nrf2/ARE antioxidant response pathways by Fraction 0–4.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Activation of Nrf2/ARE antioxidant response pathways by individual triterpenoid constituents of Fraction 0–4.
	﻿Table 1﻿﻿. ﻿  Subfractionation of PBI-05204.



 
    
       
          application/pdf
          
             
                Dual activities of the anti-cancer drug candidate PBI-05204 provide neuroprotection in brain slice models for neurodegenerative diseases and stroke
            
         
          
             
                srep ,  (2016). doi:10.1038/srep25626
            
         
          
             
                Michael J. Van Kanegan
                Denise E. Dunn
                Linda S. Kaltenbach
                Bijal Shah
                Dong Ning He
                Daniel D. McCoy
                Peiying Yang
                Jiangnan Peng
                Li Shen
                Lin Du
                Robert H. Cichewicz
                Robert A. Newman
                Donald C. Lo
            
         
          doi:10.1038/srep25626
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep25626
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep25626
            
         
      
       
          
          
          
             
                doi:10.1038/srep25626
            
         
          
             
                srep ,  (2016). doi:10.1038/srep25626
            
         
          
          
      
       
       
          True
      
   




