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Autophagy is an endogenous tightly regulated process 
responsible for the degradation of damaged and dysfunctional 
cellular organelles and protein aggregates. Emerging data 
indicate a strong and complex interaction among autophagy, 
apoptosis and necrosis. We studied these interactions in a 
neonatal model of hypoxia-ischemia (HI). Autophagy was 
assessed by evaluating the expression of the two autophagy 
proteins beclin 1 and LC3, and by “in vivo” autophagic vesicles 
formation and clearance using monodansylcadaverine (MDC). 
Both autophagy and apoptosis pathways were increased in the 
same neurons at short times after HI. Neuroprotective drugs also 
increased autophagy. Interestingly, pharmacological inhibition 
of autophagy switched cell death phenotypes from apoptosis to 
necrosis. Rapamycin, that enhances autophagy by inhibition of 
mTOR and previously shown to be neuroprotective in our animal 
model of HI when administered before the ischemic insult, was 
used to study the potential interaction between autophagy and 
survival pathways. Rapamycin, besides inducing autophagy, 
also increased Akt and CREB (cAMP response element-binding 
protein) phosphorylation in the same cells. The pharmacological 
inhibition of the phosphatidylinositol 3-kinase (PI3K)/Akt 
axis reduced the neuroprotective effect of rapamycin without 
affecting autophagy. Conversely, pharmacological inhibition 
of autophagy reduced the neuroprotective effect of rapamycin 
without affecting Akt phosphorylation. Both treatments, 
however, caused a rapid switch towards necrotic cell death. Thus, 
autophagy can be part of an integrated pro-survival signalling 
which includes the PI3K-Akt- mTOR axis and its activation seems 
be crucial for pharmacological and ischemic preconditioning.

Keywords: autophagy, apoptosis, necrosis, hypoxic-ischemic 
encephalopathy, neuroprotection, neonate, hypoxia, ischemia

Introduction
Autophagy is a self-degradation process that is essential for 
survival, differentiation, development and homeostasis. There 
are three different forms of autophagy, chaperone-mediated 
autophagy, microautophagy, and macroautophagy, that differ in 
their mechanisms, physiological functions and cargo specificity. 
Macroautophagy (hereinafter referred to as autophagy), has 
recently become the best-studied form of autophagy because 
contributes to maintain the balance between degradation, synthesis, 
and recycling of cellular components, and is strictly linked to cell 
death pathways [1–3]. During the autophagy process parts of the 

cytoplasm, long-lived proteins and intracellular organelles are 
sequestered within cytoplasmic double-membrane vesicles – the 
autophagosomes or autophagic vacuoles – and delivered to lyso-
somes for bulk degradation (Figure 1). Autophagy is induced 
during different stress responses, including starvation, oxidative 
stress and hypoxia [4–6] and is associated with the pathological 
mechanisms involved in many diseases. The presence of autopha-
gosomes in dying cells has implicated autophagy in the cell death 
process. Indeed, excessive autophagic activity may destroy propor-
tions of the cytosol and organelles, leading to collapse of all cellular 
functions. However, autophagy also represent an adaptive strategy 
by which cells clear damaged organelles and survive nutritional 
bioenergetics stress and its activation is critical during mammalian 
development when nutrients are restricted. Indeed, immediately 
after birth autophagy is up-regulated in various tissues returning 
to basal level within 1–2 days, indicating that it is an important 
mechanism for survival during neonatal starvation [7]. Herein we 
review data obtained in our lab that concern the role of autophagy 
in neonatal hypoxic-ischemic brain injury.

Autophagy is induced after hypoxic-ischemic 
brain injury
Autophagy is markedly activated after neonatal HI. Beclin 1, a 
component of the phosphatidylinositol 3-kinase (PI3K) complex 
that is required for autophagy, and LC3, a microtubule-associated 
protein that is lipidated upon activation of autophagy, rapidly 
increase in cells of the injured side [8,9]. To further assess autophagy 
activation in neonatal HI, we recently set up a new method for 
measuring autophagy that was based on the in vivo administration 
of monodansylcadaverine (MDC), a compound known to label 
acidic endosomes, lisosomes and autophagosomes [10,11]. No 
MDC labeling was observed in control animals or in the unlesioned 
side of the brain of the ischemic animals, whereas a marked MDC 
labeling was observed in the lesioned side starting from 2 h from 
the hypoxic-ischemic insult. MDC labeling co-localized with LC3-II 
confirming that the autophagy flux is increased in hypoxic-ischemic 
conditions in the neonate. Autophagy is activated in neurons since 
beclin-1 shows a strong co-localization with the neuronal-specific 
marker MAP2 but not with GFAP, a marker of astrocytes, or ED1, a 
marker for activated microglia/ macrophages. However, autophagy 
is also activated in glial cells, but at later times [12,13]. The increased 
activation of autophagy in ischemic conditions, however, is not 
a peculiar feature of the neonate and is also observed in different 
models of neonatal brain ischemia [14–16], at different ages [17], in 
organs different from the brain [6,18], and also in cells different from 
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neurons [19], indicating that autophagy is a general response occur-
ring in stressed cells. Interestingly, treatments that are neuroprotec-
tive in neonatal HI, such as simvastatin or rapamycin, as well as 
hypoxic preconditioning, further increase autophagy [8,20,21,22].

To add more insight in the effect of autophagy in neonatal HI 
we studied in more detail the effect of rapamycin which increases 
autophagy by inhibiting the mammalian target of rapamycin 
(mTOR). Besides increasing autophagy, administration of rapamycin 
30 min before HI also increased the level of phosphorylation of 
Akt and CREB, two well-known factors implicated in cell survival 
[23–25]. The over-activation of these survival factors occurred in 
neuronal cells and was interconnected, since after rapamycin pAkt 
and p-CREB were over-expressed in the same cells.

Autophagy activation occurs in neuronal cells 
which concomitantly activate apoptotic pathways
Most autophagy-positive neurons also showed increased caspase-3 
activation and were TUNEL-positive. Beclin 1/TUNEL-positive  
cells were found mainly in the superficial layers of the cerebral 
cortex – that is the ischemic penumbra where cell death is delayed 
and there is a strong activation of apoptotic pathways [26,27]. 
From a morphological point of view, in this area most cells show 

a continuum from apoptosis to necrosis death phenotypes [28]. 
Double-labeled staining performed 24 h after HI was used to evaluate 
if autophagy-positive cells also showed necrotic features. Propidium 
iodide (PI) is a fluorescent dye utilized in cell culture experiments 
to stain necrotic cells because it is unable to cross not-damaged 
lipid membranes. PI has been used in vivo to detect necrotic cells 
after ischemia in adult mice [29] and we set up a method to use 
this dye after neonatal HI in rats [30]. We found that necrotic cells 
(PI-positive cells) were present in the damaged side but not in the 
contralateral one. Twenty-four hours after HI, PI-positive cells 
were mainly detected in the deep layers of the cerebral cortex and 
in the hippocampus (the core of the infarct in our model), with 
only scattered cells in the superficial layers of the cortex. However, 
at later times (48–72 h after HI) most cells in the superficial layers 
of the cortex turn out PI-positive (necrotic). Thus, the apoptosis to 
necrosis continuum can be observed not only morphologically but 
also by studying biochemical features in vivo [30].

What is the role of autophagy activation in 
ischemic tissues?
To assess the potential role of autophagy in the neurodegenera-
tive process, pup rats were treated before the hypoxic-ischemic 

Figure 1. Model of autophagosome formation in mammalian cells. A portion of cytoplasm is enclosed by autophagic membrane isolation and will form 
the autophagosome. The outer membrane of the autophagosome then fuses with lysosomes for bulk degradation. (1) Autophagosomes are generated 
by elongation of small membrane structures where the Apg12-Apg5-Apg16L complex and LC3 are localized. These proteins play important roles in the 
elongation and closure of the membrane. Beclin-1, a component of the PI3K complex, is also required in the initial step of autophagosome assembly, although 
Beclin-1-independent autophagy has been described [45]. 3-MA blocks this initial step of the autophagosome formation. (2) To complete the formation of 
the autophagosome, the Apg12-Apg5-Apg16L complex dissociates from the membrane and LC3 is lipidated to LC3-II and remains on the autophagosome 
membrane. (3) Autophagosome–lysosome fusion step. (4) Degradation of cytoplasmatic material inside of autophagolysosome by lysosomal enzymes. 
MDC is a fluorescent dye that labels acidic endosomes, lysosomes and autophagosomes and is useful to measure in vivo autophagic vescicle formation and 
clearance [20,46]. In the left lower part of the figure is schematically described the role of mTOR as autophagy modulator. Hypoxia-ischemia, starvation 
or growth factor deprivation reduce mTOR activity and activate autophagy. The same effect can be obtained with Rapamycin that has been identified as a 
specific inhibitor of this kinase.
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insult with the autophagy inhibitor 3-methyladenine (3-MA) 
[31]. Twenty-four hours after HI, in 3-MA treated pup rats there 
was both a marked reduction of beclin 1 expression and a signifi-
cant increase in the number of necrotic cells in the superficial 
layers of the cortex. Haematoxylin & eosin staining also showed 
that 3MA-treated animals exhibited larger areas of necrosis in 
the cortex with cells showing large pycnotic nuclei [20]. The 
final morphological injury, however, did not differ from that 
measured in ischemic untreated rats, suggesting that blocking 
autophagy does not increase the total number of cells dying as 
a consequence of the ischemic insult but probably speeds up the 
transition of the cells that already activated apoptotic pathways 
towards necrosis.

A similar effect was found when the effect of 3MA was tested 
on the neuroprotective effect of rapamycin. Indeed, 3-MA 
blocked rapamycin-induced autophagy and also prevented its 
neuroprotective effect [20]. Interestingly, WT, which inhibits 
the PI3K, or the Akt inhibitor IV, a compound that inhibits Akt 
phosphorylation/activation downstream of PI3K [32], blocked 
both Akt/CREB phosphorylation and the neuroprotective effect 
of rapamycin without affecting the activation of autophagy 
induced by rapamycin. Thus, autophagy is strictly linked to 
activation of survival factors whose inhibition causes a lack of 
neuroprotection after drug treatments [20,24,33] or ischemic 
preconditioning [25,34].

Rapamycin also reduced apoptotic cell death by decreasing 
the activation of the intrinsic apoptotic mitochondrial pathway 
since it caused a marked reduction of Bax and Bad transloca-
tion to mitochondria, cytochrome c release, and caspase-3 
activation [35]. How the anti-apoptotic effect of rapamycin 

is linked to the strong autophagy signal induced by the drug 
is not clear. Interestingly, 3-MA administration 10 min after 
rapamycin restored one of the initial steps that are assumed to 
trigger the intrinsic apoptotic pathway, i.e. the translocation 
of pro-apoptotic proteins to the mitochondria. However, after 
3-MA the translocation of Bax and Bad to the mitochondria 
did not cause cytochrome c release and caspase-3 activation, 
suggesting that the effects of 3-MA might occur upstream of 
the mitochondria [35]. Furthermore, the reduction of caspase-3 
activation by 3-MA did not result in neuroprotection, as could 
be expected, but gave rise to a rapid transition towards necrotic 
cell death [20]. Several studies have shown that caspase inhibi-
tion does not necessarily prevents cell death [36,37] but can 
push dying cells towards a necrotic-like phenotype [15,38,39]. 
Degterev et al. [15] termed the latter phenomena necroptosis, 
because in this situation cells share the combined biochemical 
and ultrastructural features of apoptosis and necrosis, and 
showed that necroptosis proceeded normally also in the pres-
ence of 3-MA.

There are contrasting data in the literature on the effect of 
autophagy on neuroprotection that, overall, add complexity to 
the pharmacological approach to hypoxia-ischemia induced 
brain damage. In keeping with our results, Sheng et al. [22], 
for example, reported that 3-MA pretreatment can suppress 
the neuroprotective effect of ischemic preconditioning in a 
model of permanent focal ischemia. These findings indicate 
that autophagy activation before the hypoxic-ischemic episode 
could be part of adaptive mechanisms set in motion by hypoxic 
[22,40,41] or pharmacological preconditioning [8,20] and is 
associated with activation of survival signaling [20]. Blocking 

Figure 2. Schematic overview of the hypothetical role of autophagy in the ischemic penumbra after hypoxia-ischemia and pharmacological or hypoxic/ischemic 
preconditioning. According to this scheme, mTOR, the major inhibitory signal that shuts off autophagy in the presence of nutrients, may be a key regulator of 
autophagy after HI. Ischemia causes nutrient depletion and can activate autophagy by reducing mTOR activity. Autophagy may delay cell death by preserving 
cellular homeostasis through catabolic energy production and elimination of damaged proteins and mitochondria and by supporting the apoptotic program. 
This will allow cells to survive longer to the “metabolic stress”. Both pharmacological and hypoxic/ischemic preconditioning up-regulate autophagy and 
may prepare the cells to the “metabolic stress” caused by the ischemic insult (preconditioning-like effect), turning on and sustaining survival programs 
and postponing the apoptotic program. Either blocking autophagy or pro-survival signals (i.e. Akt and CREB) dramatically increase necrotic cell death, 
indicating that autophagy and Akt/CREB signals are strictly interconnected. However, a high level of autophagy may also cause massive lysosomal activation 
and cell death. Because of the strong interplay among autophagy, apoptosis and necrosis, cells may exhibit mixed morphological features of cell death. (WT, 
wortmannin; 3-MA, 3-methyladenine); Akt in IV, Akt inhibitor IV.
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autophagy at this stage is detrimental and speed-up the degen-
erative process. Puyal et al. [16], in contrast, reported that 
3-MA was neuroprotective when administered up to 3 h after 
reperfusion in a neonatal model of permanent middle cerebral 
artery occlusion followed by transient left common artery 
occlusion, and on these basis they claimed that autophagy 
could be a potential target for novel neuroprotective treatments 
[42–44]. These divergent results suggest that depending on 
the contest autophagy can play a dual role: it can be protective 
when induced before the beginning of the neurodegenerative 
process but can be detrimental in the later phases. Thus, the 
final outcome of compounds that block autophagy could be 
strongly dependent on the timing of administration.

Conclusions
Autophagy is a tightly controlled mechanism and when the 
supply of macromolecular precursors and oxidizable substrates 
to maintain viability is low, cells catabolize existing cytoplasmic 
components to support ATP production to maintain survival. 
This mechanism appears more complex after ischemia, in 
which autophagic and apoptotic pathways clearly overlaps. The 
complexity also originates by the fact that signals that induce 
apoptosis also increase autophagy, and autophagy pathways are 
up-regulated also by necrosis-inducing stimuli. Furthermore, 
activation of autophagy is strictly connected to survival signaling 
whose inhibition cause cell death (Figure 2). In this complex 
context, and also in the light of what observed in adult animals and 
humans where pharmacological treatments to be effective need to 
be administered before the ischemic insult, it is quite unlikely that 
a single drug which interferes with a specific cell death pathway 
could be effective when administered after the hypoxic-ischemic 
episode. If targeting apoptosis is no more considered a valid 
approach for treating ischemia because could switch cell death 
from apoptosis to necrosis, caution is also necessary for using 
agents that target autophagy because their administration in an 
early phase of the insult could interfere with endogenous protec-
tive mechanisms. On the other hand, also their administration 
in the late phase of the neurodegenerative process could be chal-
lenging because neurodegeneration proceeds slowly and during 
its progression it is possible that cells in different stages of death 
pathways activation and nutrients availability may respond in 
opposite ways to these agents.

Therefore, because of the complex crosstalk between cell death 
pathways, much effort should be put on the finding of biomarkers 
that may predict the risk of a hypoxic-ischemic condition in the 
neonate to initiate the treatment in an early stage, allowing the 
possibility of using the preconditioning effect of putative drugs. 
These early treatments may be followed by hypothermia, that 
potentially reduces both apoptosis and necrosis. Of course, a 
better understanding of the mechanisms responsible for the switch 
among the different cell death phenotypes and the development 
of new and more selective molecules that can act upstream of 
these putative checkpoints will help to find new pharmacological 
strategies that could be associated or could be alternative to 
hypothermia.

Declaration of interest: Research support was provided by a grant 
from the University of Urbino “Carlo Bo” to W. Balduini and by 
grants from the Fondazione Mariani, Milan, Italy – GRANT 
“R-10–81” and Fondazione EURAIBI Onlus, Department of 
Pediatrics, Obstetrics and Reproductive Medicine, Policlinico 
Le Scotte, University of Siena, Siena, Italy. The content of 

this supplement has been externally peer-reviewed by the 
International Scientific Board of EURAIBI. The content has 
not undergone further additional external peer-review by the 
journal, but has been editorially screened and approved by the 
Editors-in-Chief.

References
 1. Klionsky DJ. Autophagy: from phenomenology to molecular under-

standing in less than a decade. Nat Rev Mol Cell Biol 2007;8:931–937.
 2. Ravikumar B, Sarkar S, Davies JE, Futter M, Garcia-Arencibia M, 

Green-Thompson ZW, Jimenez-Sanchez M, et al. Regulation of 
mammalian autophagy in physiology and pathophysiology. Physiol Rev 
2010;90:1383–1435.

 3. Mizushima N, Komatsu M. Autophagy: renovation of cells and tissues. 
Cell 2011;147:728–741.

 4. Meléndez A, Tallóczy Z, Seaman M, Eskelinen EL, Hall DH, Levine 
B. Autophagy genes are essential for dauer development and life-span 
extension in C. elegans. Science 2003;301:1387–1391.

 5. Scherz-Shouval R, Elazar Z. Regulation of autophagy by ROS: physiology 
and pathology. Trends Biochem Sci 2011;36:30–38.

 6. Yan L, Sadoshima J, Vatner DE, Vatner SF. Autophagy: a novel protective 
mechanism in chronic ischemia. Cell Cycle 2006;5:1175–1177.

 7. Kuma A, Hatano M, Matsui M, Yamamoto A, Nakaya H, Yoshimori 
T, Ohsumi Y, et al. The role of autophagy during the early neonatal 
starvation period. Nature 2004;432:1032–1036.

 8. Carloni S, Buonocore G, Balduini W. Protective role of autophagy 
in neonatal hypoxia-ischemia induced brain injury. Neurobiol Dis 
2008;32:329–339.

 9. Rami A, Langhagen A, Steiger S. Focal cerebral ischemia induces 
upregulation of Beclin 1 and autophagy-like cell death. Neurobiol Dis 
2008;29:132–141.

10. Munafó DB, Colombo MI. A novel assay to study autophagy: regulation 
of autophagosome vacuole size by amino acid deprivation. J Cell Sci 
2001;114:3619–3629.

11. Iwai-Kanai E, Yuan H, Huang C, Sayen MR, Perry-Garza CN, Kim 
L, Gottlieb RA. A method to measure cardiac autophagic flux in vivo. 
Autophagy 2008;4:322–329.

12. Diskin T, Tal-Or P, Erlich S, Mizrachy L, Alexandrovich A, 
Shohami E, Pinkas-Kramarski R. Closed head injury induces 
upregulation of Beclin 1 at the cortical site of injury. J Neurotrauma 
2005;22:750–762.

13. Erlich S, Shohami E, Pinkas-Kramarski R. Neurodegeneration induces 
upregulation of Beclin 1. Autophagy 2006;2:49–51.

14. Nitatori T, Sato N, Waguri S, Karasawa Y, Araki H, Shibanai K, Kominami 
E, Uchiyama Y. Delayed neuronal death in the CA1 pyramidal cell layer 
of the gerbil hippocampus following transient ischemia is apoptosis.  
J Neurosci 1995;15:1001–1011.

15. Degterev A, Huang Z, Boyce M, Li Y, Jagtap P, Mizushima N, Cuny GD, 
et al. Chemical inhibitor of nonapoptotic cell death with therapeutic 
potential for ischemic brain injury. Nat Chem Biol 2005;1:112–119.

16. Puyal J, Vaslin A, Mottier V, Clarke PG. Postischemic treatment of 
neonatal cerebral ischemia should target autophagy. Ann Neurol 
2009;66:378–389.

17. Zhu C, Wang X, Xu F, Bahr BA, Shibata M, Uchiyama Y, Hagberg H, 
Blomgren K. The influence of age on apoptotic and other mechanisms 
of cell death after cerebral hypoxia-ischemia. Cell Death Differ 2005;12: 
162–176.

18. Yan L, Vatner DE, Kim SJ, Ge H, Masurekar M, Massover WH, Yang G, 
et al. Autophagy in chronically ischemic myocardium. Proc Natl Acad 
Sci USA 2005;102:13807–13812.

19. Choi SE, Lee SM, Lee YJ, Li LJ, Lee SJ, Lee JH, Kim Y, et al. Protective role 
of autophagy in palmitate-induced INS-1 β-cell death. Endocrinology 
2009;150:126–134.

20. Carloni S, Girelli S, Scopa C, Buonocore G, Longini M, Balduini W. 
Activation of autophagy and Akt/CREB signaling play an equivalent 
role in the neuroprotective effect of rapamycin in neonatal hypoxia-
ischemia. Autophagy 2010;6:366–377.

21. Yan W, Zhang H, Bai X, Lu Y, Dong H, Xiong L. Autophagy activation 
is involved in neuroprotection induced by hyperbaric oxygen 
preconditioning against focal cerebral ischemia in rats. Brain Res 
2011;1402:109–121.

22. Sheng R, Zhang LS, Han R, Liu XQ, Gao B, Qin ZH. Autophagy 
activation is associated with neuroprotection in a rat model of focal 
cerebral ischemic preconditioning. Autophagy 2010;6:482–494.

J 
M

at
er

n 
Fe

ta
l N

eo
na

ta
l M

ed
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
In

je
 U

ni
ve

rs
ity

 o
n 

10
/0

6/
12

Fo
r 

pe
rs

on
al

 u
se

 o
nl

y.



34 W. Balduini et al.

  The Journal of Maternal-Fetal and Neonatal Medicine

23. Lee HT, Chang YC, Wang LY, Wang ST, Huang CC, Ho CJ. cAMP 
response element-binding protein activation in ligation preconditioning 
in neonatal brain. Ann Neurol 2004;56:611–623.

24. Carloni S, Girelli S, Buonocore G, Longini M, Balduini W. Simvastatin 
acutely reduces ischemic brain damage in the immature rat via Akt and 
CREB activation. Exp Neurol 2009;220:82–89.

25. Yin W, Signore AP, Iwai M, Cao G, Gao Y, Johnnides MJ, Hickey RW, 
Chen J. Preconditioning suppresses inflammation in neonatal hypoxic 
ischemia via Akt activation. Stroke 2007;38:1017–1024.

26. Nakajima W, Ishida A, Lange MS, Gabrielson KL, Wilson MA, 
Martin LJ, Blue ME, Johnston MV. Apoptosis has a prolonged role in 
the neurodegeneration after hypoxic ischemia in the newborn rat. J 
Neurosci 2000;20:7994–8004.

27. Northington FJ, Ferriero DM, Graham EM, Traystman RJ, Martin LJ. 
Early Neurodegeneration after Hypoxia-Ischemia in Neonatal Rat Is 
Necrosis while Delayed Neuronal Death Is Apoptosis. Neurobiol Dis 
2001;8:207–219.

28. Northington FJ, Zelaya ME, O’Riordan DP, Blomgren K, Flock DL, 
Hagberg H, Ferriero DM, Martin LJ. Failure to complete apoptosis 
following neonatal hypoxia-ischemia manifests as “continuum” phenotype 
of cell death and occurs with multiple manifestations of mitochondrial 
dysfunction in rodent forebrain. Neuroscience 2007;149:822–833.

29. Unal Cevik I, Dalkara T. Intravenously administered propidium iodide 
labels necrotic cells in the intact mouse brain after injury. Cell Death 
Differ 2003;10:928–929.

30. Carloni S, Carnevali A, Cimino M, Balduini W. Extended role of 
necrotic cell death after hypoxia-ischemia-induced neurodegeneration 
in the neonatal rat. Neurobiol Dis 2007;27:354–361.

31. Seglen PO, Gordon PB. 3-Methyladenine: specific inhibitor of 
autophagic/lysosomal protein degradation in isolated rat hepatocytes. 
Proc Natl Acad Sci USA 1982;79:1889–1892.

32. Kau TR, Schroeder F, Ramaswamy S, Wojciechowski CL, Zhao JJ, 
Roberts TM, Clardy J, et al. A chemical genetic screen identifies 
inhibitors of regulated nuclear export of a Forkhead transcription factor 
in PTEN-deficient tumor cells. Cancer Cell 2003;4:463–476.

33. Zhang L, Zhang ZG, Liu XS, Hozeska-Solgot A, Chopp M. The PI3K/
Akt pathway mediates the neuroprotective effect of atorvastatin 
in extending thrombolytic therapy after embolic stroke in the rat. 
Arterioscler Thromb Vasc Biol 2007;27:2470–2475.

34. Rybnikova E, Gluschenko T, Tulkova E, Churilova A, Jaroshevich O, 
Baranova K, Samoilov M. Preconditioning induces prolonged expression 

of transcription factors pCREB and NF-kappa B in the neocortex of 
rats before and following severe hypobaric hypoxia. J Neurochem 
2008;106:1450–1458.

35. Carloni S, Buonocore G, Longini M, Proietti F, Balduini W. Inhibition of 
rapamycin-induced autophagy causes necrotic cell death associated with 
Bax/Bad mitochondrial translocation. Neuroscience 2012. Available 
from http://dx.doi.org/10.1016/j.neuroscience.2011.12.021

36. Mauriz JL, González P, Jorquera F, Olcoz JL, González-Gallego J. Caspase 
inhibition does not protect against liver damage in hemorrhagic shock. 
Shock 2003;19:33–37.

37. Davidson MT, Deitch EA, Lu Q, Haskó G, Abungu B, Németh ZH, 
Zaets SB, et al. Trauma-hemorrhagic shock mesenteric lymph induces 
endothelial apoptosis that involves both caspase-dependent and caspase-
independent mechanisms. Ann Surg 2004;240:123–131.

38. Formigli L, Papucci L, Tani A, Schiavone N, Tempestini A, Orlandini 
GE, Capaccioli S, Orlandini SZ. Aponecrosis: morphological and 
biochemical exploration of a syncretic process of cell death sharing 
apoptosis and necrosis. J Cell Physiol 2000;182:41–49.

39. Northington FJ, Graham EM, Martin LJ. Apoptosis in perinatal hypoxic-
ischemic brain injury: how important is it and should it be inhibited? 
Brain Res Brain Res Rev 2005;50:244–257.

40. Huang C, Andres AM, Ratliff EP, Hernandez G, Lee P, Gottlieb RA. 
Preconditioning involves selective mitophagy mediated by parkin and 
e20975. doi:10.1371/journal.pone.0020975.

41. Liu XQ, Sheng R, Qin ZH. The neuroprotective mechanism of  
brain ischemic preconditioning. Acta Pharmacol Sin 2009;30: 
1071–1080.

42. Ginet V, Puyal J, Clarke PG, Truttmann AC. Enhancement of 
autophagic flux after neonatal cerebral hypoxia-ischemia and its 
region-specific relationship to apoptotic mechanisms. Am J Pathol 
2009;175:1962–1974.

43. Puyal J, Clarke PG. Targeting autophagy to prevent neonatal stroke 
damage. Autophagy 2009;5:1060–1061.

44. Puyal J, Vaslin A, Mottier V, Clarke PGH. Postischemic treatment 
of neonatal cerebral ischemia should target autophagy. Annals of 
Neurology 2009;66:378–389.

45. Kang R, Zeh HJ, Lotze MT, Tang D. The Beclin 1 network regulates 
autophagy and apoptosis. Cell Death Differ 2011;18:571–580.

46. Perry CN, Kyoi S, Hariharan N, Takagi H, Sadoshima J, Gottlieb RA. 
Novel methods for measuring cardiac autophagy in vivo. Meth Enzymol 
2009;453:325–342.

J 
M

at
er

n 
Fe

ta
l N

eo
na

ta
l M

ed
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
In

je
 U

ni
ve

rs
ity

 o
n 

10
/0

6/
12

Fo
r 

pe
rs

on
al

 u
se

 o
nl

y.

http://dx.doi.org/10.1016/j.neuroscience.2011.12.021

	Autophagy in hypoxia-ischemia induced brain injury
	Introduction
	Autophagy is induced after hypoxic-ischemic brain injury
	Autophagy activation occurs in neuronal cells which concomitantly activate apoptotic pathways
	What is the role of autophagy activation in ischemic tissues?
	Conclusions
	Declaration of interest
	References


