
1Scientific RepoRts |           (2019) 9:565  | https://doi.org/10.1038/s41598-018-37555-x

www.nature.com/scientificreports

sonic hedgehog signaling is 
negatively regulated in reactive 
astrocytes after forebrain stab 
injury
R. Vivian Allahyari1, K. Lyles Clark1,2, Katherine A. shepard1 & A. Denise R. Garcia1

Following injury to the central nervous system, astrocytes perform critical and complex functions that 
both promote and antagonize neural repair. Understanding the molecular signaling pathways that 
coordinate their diverse functional properties is key to developing effective therapeutic strategies. In 
the healthy, adult CNS, Sonic hedgehog (Shh) signaling is active in mature, differentiated astrocytes. 
shh has been shown to undergo injury-induced upregulation and promote neural repair. Here, we 
investigated whether shh signaling mediates astrocyte response to injury. surprisingly, we found that 
following an acute, focal injury, reactive astrocytes exhibit a pronounced reduction in shh activity in 
a spatiotemporally-defined manner. Shh signaling is lost in reactive astrocytes at the lesion site, but 
persists in mild to moderately reactive astrocytes in distal tissues. Nevertheless, local pharmacological 
activation of the Shh pathway in astrocytes mitigates inflammation, consistent with a neuroprotective 
role for Shh signaling after injury. Interestingly, we find that Shh signaling is restored to baseline 
levels two weeks after injury, a time during which acute inflammation has largely subsided and lesions 
have matured. taken together, these data suggest that endogenous shh signaling in astrocytes is 
dynamically regulated in a context dependent manner. In addition, exogenous activation of the Shh 
pathway promotes neuroprotection mediated by reactive astrocytes.

Following injury to the central nervous system (CNS), the molecular signaling pathway, Sonic hedgehog (Shh), 
has been shown to exert neuroprotective effects on multiple cell types. SHH promotes proliferation of oligoden-
drocyte progenitor cells as well as adult neural stem and progenitor cells in various injury models including spinal 
cord injury, stroke, and cortical stab injuries1–7. In addition, SHH acts on endothelial cells to promote blood brain 
barrier integrity and modulates neuroinflammatory signaling, mitigating inflammation in the CNS8,9. However, 
in the healthy brain, canonical Shh signaling occurs predominantly in astrocytes, which play key roles in both 
neuroprotective and neuroinflammatory actions in the injured CNS10. The role of Shh signaling in mediating the 
response of astrocytes to injury is not well understood.

Transduction of Shh signaling occurs through the family of GLI transcription factors. Initiation of pathway 
activity occurs upon binding of SHH to its receptor, Patched (PTC), removing inhibition of Smoothened (SMO), 
an obligatory component of all Shh signaling11. Activation of SMO triggers posttranslational processing of GLI 
proteins that promote transcription of SHH target genes, including Gli1, which serves as a reliable readout of 
active Shh signaling12–14. We previously reported that in the healthy, mature forebrain, astrocytes are the predom-
inant cells expressing Gli115. Astrocytes are key components of the neural response to injury and facilitate cellular 
processes that both promote and inhibit neural repair10. It has been shown that reactive astrocytes exhibit neural 
stem cell properties in vitro in response to SHH7. Whether Shh signaling mediates reactive astrogliosis in vivo 
remains poorly understood.

In this study, we show a pronounced reduction in Gli1 expression in reactive astrocytes following a unilateral 
and invasive focal injury to the forebrain, suggesting that Shh signaling declines after injury. Interestingly, loss of 
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Shh signaling occurs in a temporally and spatially defined manner, with prominent loss of Shh activity in cells and 
tissues proximal to the injury, while Shh signaling persists in cells distal from the lesion. Shh activity is restored 
to baseline levels by 14 days post injury (dpi), when proliferation of reactive astrocytes is largely complete and 
the glial scar matures16. Despite the lack of available SHH, local pharmacological activation of the Shh signaling 
pathway during the acute injury phase limits leukocyte migration in parenchymal tissues adjacent to the lesion. 
This effect is mediated by SMO-dependent signaling in reactive astrocytes, suggesting that despite the absence of 
SHH, exogenous activation of the pathway mitigates inflammation. Taken together, these data suggest that Shh 
signaling in astrocytes is negatively regulated during acute reactive gliosis but is restored as inflammation and 
gliosis begin to subside and the injury response approaches resolution. This suggests that astrocytic Shh signaling 
undergoes dynamic spatiotemporal regulation in a context-dependent manner. Finally, these data further suggest 
that despite a loss of available SHH after injury, exogenous interventions that promote Shh activity can promote 
neuroprotection.

Results
We began by investigating the phenotypic characteristics of reactive Gli1 astrocytes following a forebrain stab 
injury, a well-established model of acute, focal trauma that reliably and robustly triggers proliferation of reac-
tive astrocytes and glial scar formation17,18. We used an inducible recombination strategy to selectively mark 
and identify cells expressing Gli1, enabling us to monitor their behavior in response to a subsequent fore-
brain stab. Transgenic mice in which CreER is targeted to the Gli1 locus (Gli1CreER/+)12 were crossed with the 
Rosa26tdTomato reporter line (Rosa26flSTOPfltdTomato, line Ai14)19 to generate Gli1CreER/+;R26tdT/tdT mice. In a previ-
ous study using Gli1CreER/+;R26lacZ/lacZ mice, we found that regulation of reporter protein from the Rosa26 locus is 
weaker in astrocytes than neurons, and requires at least 4–6 weeks to observe complete expression of βGal15. For 
these studies, we found no difference in the number, distribution, or fluorescence intensity of tomato expressing 
cells between 2 and 4 weeks following tamoxifen (Supplementary Fig. S1). We therefore used a minimum of 2 
weeks after tamoxifen as our standard protocol for this study, except where otherwise noted.

We administered tamoxifen by oral gavage to adult Gli1CreER/+;R26tdT/tdT mice and performed a unilateral stab 
injury in the right hemisphere 2 weeks later. We evaluated marked cells for several key hallmarks of reactive 
astrocytes, including upregulation of the intermediate filament, glial fibrillary acidic protein (GFAP), and cellular 
hypertrophy. At 7 days post injury (dpi), marked, tomato-expressing cells in the ipsilateral cortex show robust 
staining for GFAP (Fig. 1). Single cell colocalization analysis of marked cells in the ipsilateral cortex showed that 
92% of marked cells were co-labeled with GFAP (Fig. 1). In contrast, we observed little to no labeling of GFAP in 
the cortex of the intact, contralateral hemisphere (Fig. 1), consistent with the fact that GFAP expression is low in 
the healthy, uninjured cortex20. We nevertheless identified marked cells in the contralateral hemisphere as astro-
cytes by colocalization with S100β (Fig. 1), consistent with our previous observation that 98% of marked cells in 
the mature, uninjured cortex correspond to astrocytes15. In the ipsilateral cortex, double labeled cells exhibited 
elongated morphologies, with radially oriented processes that were in stark contrast to the bushy appearance and 
stellate morphologies of marked cells in the contralateral hemisphere (Fig. 1). These elongated morphologies were 
most pronounced at the lesion site (defined as the blade track) and within 500 μm mediolaterally from the lesion, 
collectively referred to as the lesion area. In addition, marked cells in the ipsilateral cortex showed dramatic cel-
lular hypertrophy. We performed stereological estimates of the volume of individual cell bodies marked in the 
ipsilateral and contralateral hemispheres using a nucleator probe. Marked cells in the ipsilateral cortex showed 
a significant increase in cell volume compared to cells in the contralateral hemisphere (408.8 ± 23.34 μm3 and 
160.1 ± 7.738 μm3, respectively, Fig. 1), indicating cellular hypertrophy consistent with reactive gliosis. We fur-
ther evaluated the fraction of GFAP-labeled reactive astrocytes in the lesion area that were marked with tomato. 
GFAP staining is typically absent in cell bodies, localizing primarily to astrocytic processes. To definitively iden-
tify GFAP-stained cells, we identified GFAP processes with clear nuclear staining for DAPI. We found that 60% 
of GFAP labeled cells in the lesion area were marked with tomato labeling (Fig. 1), consistent with our previous 
observation that only a fraction of cortical astrocytes express Gli115. These data show that Gli1 cells exhibit phe-
notypic characteristics consistent with reactive astrocytes, and that these cells comprise a substantial fraction of 
the reactive astrocyte population that is triggered by cortical stab wound.

It has been reported that NG2 cells adopt phenotypic characteristics of reactive astrocytes in response to Shh 
activity5. We examined whether marked cells co-label with NG2 in the contralateral and ipsilateral hemispheres 
of injured mice. Single cell analysis showed that few marked cells co-labeled with NG2 in both hemispheres (0.5% 
and 0.4% in contralateral and ipsilateral hemispheres, respectively, Supplemental Fig. S2), indicating that these 
cells do not contribute substantially to our marked population of Gli1 cells, and consistent with our previous 
observation that the vast majority of marked cells in the mature, uninjured brain correspond to astrocytes15.

Reactive astrogliosis is not all or none and encompasses distinct gene expression patterns and cellular behaviors 
that vary with respect to injury type and severity16,21–24. The forebrain stab injury model triggers severe astrogliosis 
that includes proliferation of reactive astrocytes and glial scar formation18,25. SHH plays a critical role in regulating 
proliferation of neural stem and progenitor cells in the developing and mature nervous system26–30. In addition, 
pharmacological approaches that promote or antagonize Shh activity have been shown to increase and decrease 
proliferation, respectively, following cortical stab wound1,7. We therefore hypothesized that proliferating, reactive 
astrocytes are comprised of Gli1 astrocytes and investigated whether marked cells proliferate in response to injury. 
We administered the thymidine analog, BrdU, by daily i.p. injection over days 3–6 following injury, the peak of 
reactive astrocyte proliferation16, and examined tissues at 7 dpi. Single-cell colocalization analysis showed that 59% 
of marked cells in the lesion area incorporated BrdU (n = 445 cells from 3 animals, Fig. 1). Taken together, these 
data show that Gli1 astrocytes marked before injury exhibit several key phenotypic and physiological features of 
reactive astrocytes and suggest that these cells participate in the neural response to injury.
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Figure 1. Gli1 astrocytes marked before injury exhibit features of reactive astrocytes. (a,f) Low power 
micrographs from the contralateral (a) and ipsilateral (f) cortex of an adult Gli1CreER/+;R26tdTomato/tdTomato mouse 
that received tamoxifen 2 weeks before injury. Fluorescence immunohistochemistry for GFAP-S100β (green) 
shows that Gli1 astrocytes (red) at the lesion site upregulate GFAP and extend long radial processes towards the 
blade track (dashed line). (b–e,g–j) Maximum projection images from confocal z-stacks showing colocalization 
of marked Gli1 astrocytes (red, b, g) and S100β or GFAP (green, c,h). Tissues counterstained with DAPI (blue, 
d,i). Merged image shown in (e,j). (k) Low power micrograph of tomato (red) and BrdU (green) labeled cells 
at the lesion site showing marked astrocytes at the lesion site proliferating. (l–o) Maximum projection images 
from a confocal stack showing colocalization of tomato (red, l) and BrdU (green, m). Tissues counterstained 
with DAPI (blue, n). Merged image shown in (o). (p) Single cell analysis of the proportion of GFAP and 
Gli1 cells that are colabeled (n = 1,527 and n = 990 cells, respectively, from 3 animals). Error bars represent 
mean ± SEM. (q) Stereological estimates of cell body volume of marked cells in contralateral and ipsilateral 
hemispheres. Data points represent individual cells, bars represent mean ± SEM. Statistical signficance was 
assessed by unpaired Student’s t-test (p < 0.0001, n = 131 and n = 108 cells, respectively from 4 animals). Scale 
bars, 250 µm (a,f,k), 25 µm (b–e, g–j, l–o).
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shh activity is lost in reactive astrocytes proximal to the injury. The role of SHH in regulating pro-
liferation of neural precursor cells in the developing and adult CNS is well established31–34. Although astrocytes 
in the healthy brain do not proliferate, reactive astrocytes can undergo proliferation in response to a severe focal 
insult18,35. In order to examine whether Shh signaling plays a role in regulating astrocyte proliferation following 
stab injury, we used genetic marking of Gli1 astrocytes to identify these cells and subsequently monitor their 
behavior after injury. Animals received a single dose of tamoxifen on day 3 after injury, when astrocytes exhibit 
high rates of injury-induced proliferation. Tissues were analyzed at short (4 days) and long term (14 days) time 
points after tamoxifen (7 and 17 dpi) in order to observe whether the number of marked cells increases over time. 
In addition, this strategy enabled us to investigate whether individual cells that lack Gli1 expression in the healthy 
brain subsequently upregulate Gli1 in response to injury. Because tamoxifen-mediated recombination selectively 
marks cells actively expressing Gli1 and their progeny, cells that upregulate Gli1 after injury will not be detected 
in animals receiving tamoxifen before injury. We reasoned that injury-induced upregulation of Gli1 should result 
in an increase in the number of marked cells in tissues marked after, compared to before, injury. Tissues were 
stained with an antibody against red fluorescent protein (RFP) and we examined the number and distribution of 
marked cells in the lesion area. Unexpectedly, we observed a striking absence of marked cells in the lesion area at 
both time points (Supplementary Fig. S3). This was in stark contrast to the corresponding region of cortex in the 
intact contralateral hemisphere, where the number and distribution of Gli1 astrocytes remained indistinguishable 
from uninjured controls (Supplementary Fig. S3). To rule out the possibility that a single dose of tamoxifen was 
insufficient to mark Gli1 cells, we administered tamoxifen over 3 days, beginning at 3 dpi, and analyzed tissues 
two weeks later. Although more marked cells were detected in the lesion area, compared to that observed with a 
single dose of tamoxifen, the lesion area remained relatively devoid of marked cells, compared to the contralateral 
hemisphere (Supplementary Fig. S3). In order to examine the distribution of marked cells after injury, we mapped 
all labeled cells in both hemispheres in sparsely labeled tissues (Fig. 2). We identified and traced the blade track 
on the ipsilateral hemisphere and subsequently projected the traced lesion onto the contralateral hemisphere. 
The distance from the lesion or projected lesion to the nearest marked cell was significantly larger on the ipsilat-
eral, compared to the contralateral, hemisphere (465 ± 106.5 μm and 46.08 ± 10.35 μm, respectively, Fig. 2). We 
quantified the number of cells that were observed within 2 mm mediolaterally from the lesion or projected lesion 
on the ipsilateral and contralateral hemispheres, respectively. This analysis showed a dramatic reduction in the 
number of marked cells throughout the ipsilateral compared to contralateral hemisphere, suggesting that loss 
of Gli1 extended beyond the lesion area (Fig. 2). Nevertheless, marked cells were observed in ipsilateral tissues 
distal from the lesion (Fig. 2), suggesting that Shh signaling persists in cells and tissues experiencing less severe 
inflammation and where the blood brain barrier (BBB) remains intact. Marked cells in both hemispheres showed 
an astrocytic morphology (Fig. 2), and we did not detect any marked cells with a neuronal or oligodendrocytic 
morphology, consistent with our previous study15. However marked cells displayed dramatic changes in morphol-
ogy, similar to that observed in tissues marked before injury, suggesting that we were marking a similar popula-
tion of cells before and after injury. Marked cells exhibited elongated processes, oriented towards the lesion, with 
hypertrophic cell bodies, consistent with the morphology of reactive astrocytes (Fig. 2). Despite the pronounced 
reduction in marked cells in the lesion area, the overall distribution remained consistent between both hemi-
spheres (Fig. 2). These data show that injury triggers a dramatic loss of Gli1 expression within 3 days. This loss of 
Gli1 is most prominent in astrocytes proximal to the lesion that are undergoing severe reactive gliosis, whereas 
Gli1 expression largely persists in astrocytes distal from the lesion.

A small fraction of marked cells in the ipsilateral lesion area co-labeled with NG2, in animals that received 
either one or three doses of tamoxifen. However these cells were largely found along vasculature, and exhib-
ited a morphology consistent with pericytes (Supplementary Fig. 2). This is consistent with a recent report 
that a small fraction of pericytes express NG25. Interestingly, we observed a modest increase in these marked, 
NG2-expressing pericytes in tissues marked after, compared to before, injury (10.3% and 0.4%, marked after and 
before, respectively, Supplementary Fig. 2). This was observed in the ipsilateral hemisphere only. This suggests 
that NG2-expressing pericytes upregulate Gli1 in injured tissues, though the total number of cells in which this 
was observed was exceedingly low (2 cells and 16 cells before and after injury, respectively, from 2 animals). 
Analysis of the fraction of NG2 cells colabeled with tomato in tissues marked after, compared to before, injury 
showed a small increase (2.2% and 0.3% marked after and before, respectively; Supplementary Fig. 2). However 
these cells exhibited a pericyte-like morphology, and we found no evidence for upregulation of Gli1 in NG2 
labeled cells exhibiting an NG2-like morphology. This suggests that injury does not induce upregulation of Gli1 
in NG2 cells. Taken together, these data suggest that, Gli1 expression is dramatically reduced in the lesion area 
following injury. Moreover, these data show that, as in the healthy adult brain, canonical Shh signaling occurs 
predominantly in astrocytes, before and after injury.

To rule out failure of Cre-mediated recombination due to unhealthy or dying cells, we examined a second, 
independent transgenic line in which a reporter gene, lacZ, is targeted to the Gli1 locus13. In Gli1nlacZ/+ mice, 
expression of nuclear βGal reporter protein is a direct and reliable readout of transcriptional activation of Gli113. 
In addition, these mice enabled us to examine the time course over which Gli1 expression is lost. We performed 
stab injury in adult Gli1nlacZ/+ mice and analyzed βGal staining at various time points after injury. Stereological 
quantification of the number of βGal cells in the lesion area showed a 51% reduction in the number of Gli1 cells 
as early as 1 dpi in injured tissues compared to intact controls (4701 ± 1202 and 9568 ± 1703, respectively, Fig. 3). 
The number of Gli1 cells continues to decline such that, by 7 dpi, there are only 2266 ± 437.2 cells in the lesion 
area, a 76% reduction in the number of Gli1 cells compared to intact controls.

To rule out the possibility that the reduction in the number of Gli1 reactive astrocytes in the lesion area is a 
result of cell death, we generated double reporter mice expressing CreER and nuclear lacZ from the Gli1 locus 
(Gli1CreER/nlacZ+;R26tdT/+). If the apparent loss of Gli1 expression is due to cell death, we would expect to observe 
an absence of marked cells in the lesion area. We administered tamoxifen 2 weeks before injury and examined the 
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distribution of marked cells and βGal cells in the lesion area at 7 dpi. Consistent with our previous data, marked 
cells were readily observed throughout the lesion area. These cells exhibited elongated morphologies, with polar-
ized processes oriented towards the lesion (Fig. 3). In contrast, few βGal cells were observed in the lesion area 
(Fig. 3). Colocalization analysis of tomato and βGal in the lesion area revealed that only 6.25% of all cells ana-
lyzed were double labeled. The vast majority (90.74%) of cells analyzed were marked with tomato but were not 
co-labeled with βGal, reflecting the absence of cells actively expressing Gli1 in this region. These data suggest that 
Gli1 astrocytes marked by tamoxifen before injury subsequently lose Gli1 expression. A small fraction of cells 

Figure 2. Gli1 expression is lost in the lesion area. (a,b) Tomato expression (red) in the contralateral (a) and 
ipsilateral (b) cortex of an adult Gli1CreER/+;R26tdTom/tdTom mouse that received a single dose of tamoxifen on 
day 3 after injury. Dashed line indicates blade track. Insets show single cells from contralateral and ipsilateral 
hemispheres. Note the pronounced change in size and morphology of the marked cell in the ipsilateral, 
compared to the intact, contralateral hemisphere. Scale bar, 250 µm, inset, 50 µm. Counterstained with DAPI 
(blue). (c,d) Stereo Investigator tracings showing the distribution of Gli1 astrocytes throughout the contralateral 
(c) and ipsilateral (d) hemispheres from animals that received a single dose of tamoxifen at 3 dpi. Pink line 
denotes the actual or projected blade track. Note the pronounced absence of marked cells in the region 
immediately surrounding the lesion in the ipsilateral hemisphere, and a relative reduction in the number of 
marked cells throughout the ipsilateral cortex, relative to the intact, contralateral hemisphere. (e) The average 
distance from the actual or projected blade track to the first marked cell on the ipsilateral or contralateral 
hemispheres, respectively. Data points represent independent animals, bars represent mean ± SEM. Statistical 
significance assessed by unpaired Student’s t-test (p = 0.0004). (f) The number of marked cells throughout the 
ipsilateral and contralateral hemispheres, relative to their distance from the lesion, plotted in 100 µm bins. 
Pooled data from 4 animals.
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labeled with βGal did not colabel with tomato (3%), reflecting cells that failed to undergo tamoxifen-mediated 
recombination. Alternatively, these cells may reflect an upregulation of Gli1 in reactive astrocytes. However, 
our previous experiment in which we administered tamoxifen after injury failed to mark any cells in the lesion 
area, arguing against this possibility. Taken together, these data suggest that Shh signaling is lost, not upreg-
ulated, following an acute, focal injury. Loss of Shh activity is most prominent in reactive astrocytes adjacent 
to the insult but is mitigated in distal tissues, indicating that injury-induced loss of Shh activity occurs along a 
spatially-defined gradient.

Because our transgenic mouse models rely on indirect readouts of GLI1 through analysis of reporter proteins, 
we directly interrogated Gli1 levels by measuring transcript copy number. We isolated the cortex, removing sub-
cortical structures including underlying white matter, and microdissected cortical tissues including the lesion 
area and tissues within a 1500 μm radius from the blade track. We isolated RNA and quantified the absolute 
number of transcripts in injured and intact tissues at 7 dpi by Droplet DigitalTM PCR (ddPCR). We first quantified 
the number of Gfap transcripts in the injured vs. intact hemisphere. Consistent with our histological results, we 
found a 10-fold increase in Gfap transcripts in the injured (17239 ± 5489 copies/μl), compared to intact cortex 
(1721 ± 177.3 copies/μl, Fig. 4). We next quantified Gli1 transcripts and observed a significant reduction in the 
injured (12.71 ± 3.24 copies/μl) compared to intact cortex (34.7 ± 2.96 copies/μl, Fig. 4). The loss of Gli1 could 
reflect a reduction in the amount of SHH available following an acute injury. Alternatively, Gli1 loss could result 
from a failure of reactive astrocytes to effectively transduce Shh signaling. To distinguish between these possibili-
ties, we quantified the number of Shh transcripts at 7 dpi. We found a significant reduction in the absolute number 
of Shh transcripts in the lesioned cortex (23.12 ± 8.514 copies/μl) compared to intact control (68.2 ± 8.504 copies/
μl, one-way ANOVA, p = 0.0084), suggesting a reduction in the availability of SHH following an injury (Fig. 4).

Because transcript abundance does not necessarily reflect protein levels, and to rule out the possibility that 
SHH protein may be available from non-neural sources that invade neural tissues following a stab injury, we 
measured transcriptional activation of an additional target of the Shh pathway. Ptc is itself a transcriptional target 
of Shh signaling and of GLI1, and undergoes upregulation in response to high levels of SHH36,37. PTC serves as 
a negative regulator of Shh signaling, repressing its own transcription, and maintaining a baseline level of Ptc 
transcript in the absence of SHH36,38,39. Quantification of Ptc transcripts in intact and injured cortex showed 
no difference in injured (916.7 ± 265.4 copies/μl), compared to intact tissues (769.2 ±140.6 copies/μl, Fig. 4). 
This is consistent with a reduction in GLI1 and argues against the possibility of SHH protein from any neural or 
non-neural sources. Finally, we quantified Smo in the intact and 7 dpi cortex and found no difference the number 
of transcripts of this obligatory component of the Shh signaling cascade (Fig. 4), suggesting that the reduction in 
transcriptional activation of Gli1 is a result of lower SHH availability, and not a loss of necessary components to 
transduce Shh signaling. Taken together, these data demonstrate that following an acute, focal injury, Shh signa-
ling is lost in injured tissues proximal to the lesion.

Shh signaling is restored at 2 weeks after injury. Our data show that Shh signaling is downregulated 
in reactive astrocytes during the first week after a forebrain stab injury. Whether this reflects a permanent change 

Figure 3. Gli1 expression is downregulated in the lesion area. (a–c) Brightfield immunohistochemistry for 
βGal in Gli1nLacZ/+ mice showing the number of Gli1 cells in the intact cortex (a), and at 3 (b) and 14 (c) days 
after injury. Scale bar, 50 µm. (d) Stereological quantification of the number of Gli1 cells in the lesion area. 
Data points represent individual animals, bars represent mean ± SEM. Statistical significance was assessed by 
one-way ANOVA, post-hoc Tukey’s multiple comparisons test (*p = 0.047, **p = 0.007). (e,f) Distribution 
of tomato (red) and βGal (green) labeled cells in the contralateral (e) and ipsilateral (f) hemispheres of a 
Gli1CreER/nLacZ;R26tdTom/+ mouse at 7 dpi. Tissues counterstained with DAPI (blue). A small fraction of βGal 
labeled cells do not co-express tomato (arrows). Double-labeled cells indicated by arrowheads. (g) The fraction 
of single and double labeled cells in the lesion area of the ipsilateral hemisphere (n = 1,464 cells analyzed from 
4 animals). Note that the vast majority of marked cells in the lesion area do not co-express βGal (tomato only), 
reflecting the absence of βGal proximal to the lesion. Bars represent mean ± SEM.
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in astrocyte phenotype or whether Shh activity returns is unknown. To address this, we performed forebrain stab 
injury on Gli1nlacZ/+ mice, and quantified the number of βGal cells in the lesion area at 14 and 28 dpi. At 14 dpi, 
there were 8092 ± 2324 βGal-labeled cells in the lesion area. Notably, this number was not significantly different 
from intact tissues (9568 ± 1703, Fig. 3), suggesting that Shh activity returns to baseline levels. At 28 dpi, there 
were 7258 ± 76.04 βGal-labeled cells in the lesion area (Fig. 3), suggesting that the restoration of Shh signaling 
is persistent. We further quantified the number of Gli1 transcripts at 14 dpi, and found that injured animals at 
this time point showed no difference in copy number compared to intact control tissues (41.52 ± 10.47 copies/μl, 
Fig. 4). Similarly, the number of Shh transcripts at 14 dpi (59.52 ± 6.377 copies/μl, Fig. 4) showed no difference 
compared to control tissues. Taken together, these data indicate that the loss of Shh signaling in injured tissues is 
temporary and is restored to baseline levels by 14 days after the initial insult.

The restoration of Shh activity to the lesion area suggests that Shh signaling may play a role in the chronic 
phase of injury. During chronic injury, tissues undergo resolution of BBB damage and glial scars mature16. These 
critical cellular events promote the long-term resolution of injury. To investigate whether permanent loss of Shh 
signaling impairs neural repair processes during chronic injury, we used a conditional knock out (CKO) strategy 
in which the obligatory SHH co-receptor, Smoothened (SMO), is selectively deleted in GFAP-expressing cells. 
Mice carrying a floxed Smo allele (Smofl/fl)40 were crossed with transgenic mice harboring Cre recombinase under 
control of the full length mouse Gfap promoter (line 73.12)41 to produce GFAP-Cre;Smofl/fl (Smo CKO) mice. In 
these mice, Cre-mediated recombination occurs in early postnatal GFAP-expressing astrocyte progenitor cells 
that produce most cortical astrocytes, enabling targeted deletion of SMO in most astrocytes15. SMO is required 
to transduce Shh signaling through both canonical, Gli1-dependent and non-canonical, Gli1-independent path-
ways42. We previously showed a dramatic reduction in the number of Gli1 cells in these mice, indicating effective 
deletion of SMO and loss of Shh activity15.

We performed stab injury in the forebrains of adult Smo CKO mice and wild type (WT) controls (Smofl/fl, not 
carrying the Cre transgene) and evaluated the phenotypic properties of reactive astrocytes in Smo CKO mice at 
7 dpi. We found that reactive astrocytes in Smo CKO mice exhibited pronounced changes in GFAP staining and 
morphology in a manner similar to that observed in WT mice. In both Smo CKO and WT tissues, upregulation 
of GFAP was most dramatic in astrocytes within the lesion area, which also showed unipolar or bipolar-like 
morphology. These cells displayed a highly-organized appearance, with elongated processes oriented in a par-
allel fashion towards the lesion and a dense thicket of GFAP-stained, overlapping processes in the center of the 
lesion (Supplementary Fig. S4). In contrast, astrocytes distal from the lesion in both Smo CKO and WT mice 
showed more moderate, but nevertheless pronounced, upregulation of GFAP compared to the contralateral hem-
isphere and retained a stellate morphology with non-overlapping processes that maintained territorial boundaries 

Figure 4. Transcriptional loss of Shh and Gli1. Absolute quantification of transcripts of multiple components 
of the Shh signaling pathway (a,d) and GFAP (e) from the cortex of intact or injured mice at 7 and 14 dpi. Data 
points represent independent animals, bars represent mean ± SEM. Statistical significance was assessed by 
one-way ANOVA, with post-hoc Tukey’s multiple comparisons test (a,b), or unpaired Student’s t-test (c–e); 
*p < 0.05, **p < 0.01.
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(Supplementary Fig. S4). Reactive astrocytes in the lesion area also showed pronounced cellular hypertrophy, 
with significant increases in cell volume compared to uninjured tissues in both Smo CKO mice and WT controls, 
though there was no difference between genotypes (Supplementary Fig. S4). Analysis of proliferation showed that 
in both Smo CKO animals and littermate controls, BrdU-labeled cells were observed primarily within the lesion 
area. Stereological estimation of the total number of BrdU cells within the lesion area showed a modest reduction 
in Smo CKO mice compared to WT controls (71124 ± 5989 and 92902 ± 10751, respectively), however this dif-
ference was not statistically significant (Supplementary Fig. S4).

Reactive astrogliosis and glial scar formation perform critical neuroprotective functions, including limiting 
the invasion of peripheral leukocytes, mitigating neuronal cell death25,35. To investigate the possibility that failure 
to restore Shh signaling impairs the resolution of injury at long term time points, we examined neuronal survival 
and inflammation at 28 dpi, when acute trauma, including inflammation and cell death, is largely resolved and 
lesions have matured16. We evaluated neuronal survival by immunostaining for the neuronal-specific protein, 
NeuN, and quantified the number of labeled cells in the lesion area. In uninjured brains, both Smo CKO mice and 
WT controls show no difference in the number of neurons (309,634 ± 13,043 and 300,142 ± 1942 cells respec-
tively, 3 animals per genotype, Supplementary Fig. S5), suggesting that disrupting Shh signaling in astrocytes does 
not interfere with neuronal production or survival during development. Following injury, both WT and Smo 
CKO mice exhibited fewer neurons in the lesion area, suggesting injury-induced neuronal cell death. However 
the number of neurons was not significantly different between Smo CKO mice and WT controls (206,444 ± 4495 
and 217,294 ± 34,650, respectively, 3 animals per genotype, Supplementary Fig. S5), suggesting that injury reso-
lution proceeds along a time course similar to that in WT control tissues. In order to evaluate inflammation, we 
performed immunostaining for the glycoprotein, CD45, which is expressed by peripherally derived leukocytes. 
We observed dense localization of CD45 cells within the superficial layers of the cortex, at the entry point of the 
blade, that extended ventrally along the blade track (Supplementary Fig. S5). The relative abundance and distri-
bution of CD45 cells was similar between Smo CKO mice and WT controls (Supplementary Fig. S5), suggesting 
effective resolution of inflammation. Reactive astrocytes surround and corral leukocytes, limiting their migra-
tion into parenchyma and mitigating inflammation25. Double immunofluorescence staining for GFAP and CD45 
showed GFAP stained processes intermingled with CD45 cells at the lesion site in both Smo CKO and WT tissues 
(Supplementary Fig. S5), suggesting that loss of Shh signaling does not impair intercellular interactions between 
reactive astrocytes and leukocytes.

Finally, in order evaluate effective restoration of the BBB, we examined the persistence of blood serum pro-
teins in parenchymal tissues. We performed immunostaining for mouse IgG in Smo CKO mice and controls at 14 
and 28 dpi. At 14 dpi, the ipsilateral cortex of WT mice showed greater staining intensity in tissues at the lesion 
site, compared to the contralateral cortex, indicating the presence of serum proteins in parenchymal tissues sur-
rounding the lesion (Supplementary Fig. S6). Smo CKO mice showed a similar staining pattern as that observed 
in WT controls, showing increased staining predominantly in tissues surrounding the lesion, and greater than 
that observed in the contralateral cortex (Supplementary Fig. S6). Notably, there was little to no staining in tis-
sues beyond the lesion, even in the ipsilateral hemisphere, suggesting that disruption of the BBB is restricted to 
the lesion area, and that the BBB is not impaired in Smo CKO mice. Moreover, staining intensity at the lesion 
was comparable in Smo CKO mice to that in WT tissues. At 28 dpi, WT and Smo CKO tissues showed a marked 
reduction in serum proteins in the lesion area, compared to 14 dpi, suggesting effective resolution of the BBB by 
this time point (Supplementary Fig. S6). Staining intensity was comparable between ipsilateral and contralateral 
hemispheres, and between genotypes. These data suggest that failure to restore Shh signaling does not impair 
resolution of the BBB. Taken together, these data suggest that chronic interruption of Shh signaling selectively in 
astrocytes does not impede injury resolution, suggesting that astroglial scar production and maturation remain 
intact. Moreover, these data further support our observation that Shh activity is lost in reactive astrocytes.

Shh signaling is sufficient to restrict leukocyte migration. Following invasive injuries, reactive, scar 
forming astrocytes limit the spread of peripherally-derived leukocytes that gain access to the CNS, and play a crit-
ical role in repairing a damaged BBB25,35. Although there is a reduction in Shh signaling immediately after injury, 
the restoration of Shh activity at 14 dpi is correlated with injury resolution and BBB repair18,35. Shh signaling 
has been shown to promote BBB function and modulate immune response in healthy mice and in experimental 
autoimmune encephalitis (EAE), an animal model of multiple sclerosis8. We therefore examined whether phar-
macological activation of the Shh pathway in astrocytes plays a role in mitigating the inflammatory environment 
of a stab injury. We implanted mini-osmotic pumps in wild type mice immediately after stab injury and infused 
the SMO agonist, SAG, or vehicle directly into the lesion site for 7 days. As in previous experiments, mice received 
daily injections of BrdU over days 3–6 after injury. Tissues were harvested for analysis on the last day of pump 
infusion. We performed stereological quantification of BrdU cells in the lesion area, and found no significant 
difference in proliferation between SAG and vehicle treated mice (137,416 ± 22,740 and 109,119 ± 11,485, in 
vehicle and SAG, respectively, Fig. 5). However, evaluation of leukocytes in injured tissues showed a pronounced 
reduction in SAG treated tissues compared to vehicle treated controls. A dense population of CD45 labeled cells 
were observed in the blade track, extending from the pial surface and throughout the depth of the cortex (Fig. 5). 
These cells were surrounded by the elongated processes of GFAP-expressing astrocytes. Although we detected a 
moderate reduction in the density of CD45 cells at the lesion site in SAG-treated tissues, some sections were torn 
at the site of cannula insertion, so it was not possible to reliably quantify CD45 cells at the lesion. We therefore 
quantified the number of CD45-labeled cells in tissues adjacent to the lesion site from high resolution confo-
cal images. In SAG treated mice, there was a 74% reduction in the number of CD45-labeled cells compared to 
vehicle controls (36.04 ± 9.8 and 9.25 ± 1.4, in vehicle and SAG, respectively, Fig. 5), suggesting that infiltration 
of peripheral leukocytes is mitigated in response to pharmacological activation of the pathway. To determine 
whether SAG is acting on SMO in astrocytes or in other cell types, we implanted mini-pumps loaded with SAG 
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or vehicle in Smo CKO mice. We reasoned that if SAG is acting on SMO in astrocytes, its deletion in these mice 
should abrogate the effect on leukocyte migration. Indeed, the number of CD45-labeled cells in Smo CKO mice 
that received SAG was not significantly different from those that received vehicle, and was comparable to vehicle 
treated WT mice (Fig. 5), suggesting that astrocytes are the key cellular effectors in SAG-mediated restriction of 
leukocyte invasion following invasive injury. These data further show that despite a reduction in availability of 
endogenous SHH, reactive astrocytes in the lesion area remain competent to respond to Shh signaling, and can 
mitigate inflammation upon exogenous activation of the Shh pathway. Although we cannot rule out the possibil-
ity that other cell types also express SMO, these data suggest that the anti-inflammatory effect of SAG is mediated 
by astrocytes. These data are in agreement with previous studies showing an anti-inflammatory role for SHH in 
injured tissues8.

Discussion
In this study, we demonstrate that following an acute, focal insult, there is a pronounced loss of Shh signal-
ing in reactive astrocytes in a temporally and spatially defined manner. We show that gene expression of Shh is 
diminished after injury, with a concomitant reduction in Gli1 expression in astrocytes undergoing severe glio-
sis. Genetic labeling of cortical astrocytes expressing Gli1 before injury shows these cells exhibit key features of 
reactive astrogliosis including upregulation of GFAP, cellular hypertrophy, and injury-induced proliferation in a 
manner similar to Gli1-negative astrocytes. Loss of Shh activity is most pronounced in tissues at the lesion site, 
whereas cells distal to the lesion continue to express Gli1, suggesting that Shh signaling is negatively regulated in 
cells experiencing the most severe damage but persists in healthier tissues distal to the injury. Loss of Shh activity 
occurs within 24 hours of the insult, and persists for up to two weeks. Interestingly, Shh signaling is restored to 
baseline levels two weeks after injury, as the glial scar reaches maturation, and tissues approach injury resolu-
tion16. Although endogenous Shh activity is downregulated after injury, activation of Shh signaling through exog-
enous application of the Smo agonist, SAG, is sufficient to limit parenchymal invasion of peripheral leukocytes by 
astrocytes, restricting inflammation in tissues adjacent to the primary lesion. Taken together, these data suggest 
that Shh signaling in astrocytes is dynamically regulated in a context-dependent manner. In addition, these data 
support a role for astrocytic Shh signaling in attenuating inflammation following an acute, focal injury.

Figure 5. Activation of Hh signaling attenuates leukocyte migration. (a–f) Low power epifluorescent (a,c,e) 
and high power, confocal images (b,d,f) of immunofluroescent double staining for CD45 (red) and GFAP 
(green) in the lesion area of wildtype (a-d), or Smo CKO (e, f) mice that received vehicle (a,b) or SAG (c–f). 
Scale bar, 250 µm, (a,c,e); 50 µm, (b,d,f). Boxes in a, c, e depict regions analyzed in confocal images for CD45 
quantification. Dotted lines indicate external capsule. (g) Stereological quantification of the estimated total 
number of BrdU cells in the lesion area. Data points represent individual animals, bars represent mean ± SEM. 
Statistical significance was assessed by Student’s t-test (p = 0.2569). (h) The number of CD45 labeled cells 
in parenchymal tissues adjacent to the lesion. Data points represent individual animals, bars represent 
mean ± SEM. Statistical significance was assessed by one-way ANOVA (p = 0.046), with post-hoc Tukey’s 
multiple comparisons test.
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It has been widely reported that SHH and GLI1 are upregulated in various CNS injury models, including spi-
nal cord injury, cortical freeze, stab wound, and EAE1,2,6–8. Our findings stand in marked contrast to these reports. 
Using several parallel approaches, including direct and indirect transgenic reporter lines, absolute quantification 
of transcripts of multiple transcriptional targets of the Shh signaling pathway, as well as a conditional mutant 
approach in which we selectively abolished Shh signaling in astrocytes, we find no evidence of upregulation of 
Gli-dependent, canonical Shh signaling following injury. Moreover, these data argue against a glial source of 
SHH, as has been previously reported1,7,8. SHH is required for all transcriptional activation of Gli1. In studies 
of vertebrate early embryogenesis, where Shh signaling and its Gli transcriptional effectors are best understood, 
Gli1 expression closely follows Shh expression, temporally and spatially in the developing embryo. Notably, in 
Shh mutants (Shh−/−), there is a failure to observe transcriptional activation of Gli1, demonstrating the absolute 
requirement for SHH in transcriptional activation of Gli1 in the nervous system13. Using both a direct reporter 
approach and a genetic inducible recombination strategy, together with high resolution confocal microscopy and 
single cell analysis, we observed a 76% reduction in the number of Gli1 cells in the lesion area following injury. 
Our data reveal a pronounced loss of Gli1 expression at the lesion site as early as 1 dpi, suggesting rapid loss of 
Shh activity. Reporter-positive cells were strikingly absent from the lesion area in both Gli1nlacZ/+ mice and in 
Gli1CreER/+;R26tdT/tdT mice that received tamoxifen after injury, arguing against upregulation of Gli1 in other cell 
types. Notably, tamoxifen administered to intact mice before injury showed an abundance of marked cells in the 
lesion area, arguing against cell death of Gli1 astrocytes in response to injury. In addition, two transcriptional 
targets of Shh signaling, Gli1 and Ptc, show no evidence of transcriptional activation, as measured by direct quan-
tification of transcript copy number from lesioned tissues. Consistent with this, quantification of Shh transcripts 
from the lesion area similarly showed a reduction in copy number, suggesting that loss of Gli1 results from a 
loss of available SHH protein. Finally, abolishing Shh signaling in all astrocytes using the constitutive GFAP-Cre 
driver, has no effect on many key phenotypic and physiological hallmarks of reactive astrogliosis, or on neuronal 
survival, further arguing against an upregulation of Shh signaling after injury. Taken together these data demon-
strate a reduction in canonical, Gli-dependent Shh signaling following injury.

Despite widespread reports that Shh signaling increases following injury, studies demonstrating 
injury-induced reduction in Shh are increasingly emerging. Shh and Gli1 expression are diminished following 
traumatic brain injury and demyelination43–45. In the adult subventricular zone (SVZ), inhibition of Gli1 in adult 
neural stem cells improves remyelination46. Interestingly, Shh and Gli1 are also downregulated in lung tissues 
after injury, during active proliferation of mesenchymal cells as tissues undergo remodeling47. Both Shh and Gli1 
recover to baseline levels upon restoration of cellular quiescence and the resolution of injury47. These studies 
demonstrate that injury-induced loss of Shh signaling occurs in different injury models, and in various tissues, 
following acute trauma, and suggests that this may be a general feature of Shh signaling. Notably, these studies 
share the same molecular genetic strategies to detect and manipulate Shh signaling as those used in this study. 
These transgenic mouse models are well-established and have long been used in studies of the developing nerv-
ous system12,40. They provide sensitive and reliable readouts of Shh activity in vivo. Further studies are needed to 
resolve the apparently conflicting reports on acute levels of Shh activity after injury.

Interestingly, despite our observation that Shh signaling is downregulated after injury, expression of Ptc and 
Smo remains intact, suggesting that astrocytes remain capable of transducing Shh signal. This is in agreement 
with previous reports demonstrating that exogenous activation of the pathway, through application of Shh or 
other agonists, stimulates proliferation of neural progenitor cells, increases neurite outgrowth, and restores BBB 
integrity9,48,49. In addition, reactive astrocytes adopt neural stem cell properties in vitro in a Shh-dependent man-
ner when isolated from invasive injuries, such as the stab wound model used here7. Thus, although endogenous 
Shh signaling is downregulated after injury, pharmacological stimulation of the pathway is sufficient to promote 
cellular programs that are associated with neural repair. Indeed, our observation that SAG administration dra-
matically limits invasion of peripheral immune cells into parenchymal tissues suggests Shh signaling mitigates 
inflammation, consistent with previous reports8. The effect of SAG is SMO-dependent and is mediated by astro-
cytes, as genetic deletion of SMO selectively in astrocytes fails to produce the same effect. While the precise mech-
anism by which SMO activation in astrocytes mediates interactions with leukocytes remains to be identified, this 
suggests that Shh activity stimulates cellular programs that promote neuroprotection.

Shh signaling has a well-established role in regulating proliferation of neural precursor cells in the developing 
and adult CNS31–34. Although astrocytes in the healthy CNS do not undergo constitutive proliferation, severe focal 
trauma, such as spinal cord injury or the stab injury model used here, triggers robust proliferation of reactive 
astrocytes that, together with fibroblasts and other cells, comprise the glial scar10,16. Our previous study identifying 
astrocytes as the predominant cells expressing Gli1 outside the neurogenic niches in the adult CNS, together with 
previous reports describing an upregulation of SHH and GLI1, suggested that SHH may regulate proliferation of 
scar forming reactive astrocytes, and subsequently impair astrocytic contribution to astroglial scar production. Our 
unexpected observation that Shh signaling is lost in reactive astrocytes adjacent to the lesion instead suggests that 
Shh activity is negatively regulated in cells undergoing active proliferation, and suggests that astroglial scar forma-
tion is independent of Shh signaling. Consistent with this, reactive astrocytes in Smo CKO mice exhibit phenotypic 
properties indistinguishable from WT controls. Notably, we also did not detect a difference in neuronal survival 
or resolution of the BBB in Smo CKO mice compared to WT controls, suggesting that key functional outcomes of 
astroglial scar production persist, despite permanent interruption of Shh signaling in astrocytes. Together with the 
observation that injured tissues experience a loss in Shh signaling during the initiation of an astroglial scar, these 
data suggest that astroglial scar production is independent of astrocytic Shh signaling.

The loss of Shh signaling in cells acutely undergoing severe activation suggests that SHH may regulate gene 
expression programs that repress the reactive state50. Indeed, our previous study demonstrated that Smo CKO 
mice exhibit an upregulation of GFAP and mild hypertrophy in cortical astrocytes, in the absence of an injury15. 
However these cellular phenotypes were not observed in all cortical astrocytes, despite the widespread loss of 
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SMO in these cells15. Moreover, Gli1 astrocytes in the cortex are intermingled with Gli1-negative astrocytes, 
which do not exhibit astrocyte activation in the intact brain, arguing against a role for Shh signaling in repressing 
a reactive phenotype. Alternatively, the acute and highly inflammatory environment that develops after disrupt-
ing the BBB may actively repress Shh activity, perhaps in response to signaling from blood-borne macrophages 
that have gained entry into the nervous system. Indeed, loss of Shh activity is correlated with highly inflammatory 
environments. These results reveal context-dependent regulation of Shh signaling in astrocytes and suggest that 
differential gene expression programs between healthy and severely reactive astrocytes may, in part, be mediated 
by Shh signaling.

Materials and Methods
Animals. All experimental protocols were approved by the Drexel University Institute for Animal Care and 
Use Committee, and experiments were conducted in accordance with approved protocols. Male and female adult 
animals between 3 and 6 months of age were used for this study. The following transgenic mouse lines were used: 
Gli1nLacZ/+ 13, Gli1CreER/+ 12, R26tdTom/tdTom 19, mGFAP-Cre41, and Smofl/fl 40. Animals were maintained on a 12 h light/
dark cycle and given access to food and water ad libitum.

tamoxifen. Tamoxifen (Sigma, T5648-1G) was diluted to a final concentration of 20 mg/ml in corn oil. Adult 
Gli1CreER/+;R26tdTom/tdTom mice received 250 mg/kg of tamoxifen by oral gavage for 1 or 3 days consecutively, and 
tissue was harvested 2 weeks later, unless otherwise noted.

Forebrain Stab Injury. Mice were subjected to forebrain stab injury as previously described17,18. Briefly, a 
3 mm × 3 mm craniotomy was performed 1 mm caudal and lateral to bregma in the right parietal bone. A sterile 
no. 11 scalpel blade was stereotaxically inserted 3 mm into the brain, and moved to the rostral and caudal edges 
of the craniotomy three times creating a longitudinal lesion. The blade was then slowly removed, and the skin was 
sutured. Animals received post-operative injections of carprofen, s.c. (Rimadyl, 6.8 mg/kg, MedVet, RXRIM-INJ), 
and buprenorphine i.p. (0.05-0.1 mg/kg, MedVet, RXBUPRENOR5) for 2 additional days following surgery.

BrdU. BrdU (Sigma, B9285-1G) was dissolved in 0.007 N NaOH and administered via i.p. injection. For long 
term experiments, mice received daily injections of 200 mg/kg BrdU over days 3–6 after injury, and were perfused 
at 7, 14, or 28 dpi. For uninjured or short term (1 and 3 day survival) experiments, mice received a single injection 
of 200 mg/kg BrdU 2 hours before perfusion.

perfusion and histology. Animals were given an i.p. injection of Ketamine/Xylazene/Acepromazine cock-
tail and transcardially perfused with 20 ml of 10 mM PBS followed by 60 ml of 4% paraformaldehyde solution. 
Brains were dissected and post fixed in 4% paraformaldehyde for 4–6 hours followed by cryoprotection in 30% 
sucrose and stored at 4 °C for at least 48 hours or until ready for sectioning. Serial sections were collected on a 
cryostat at 40 μm and stored at 4 °C in TBS with 0.05% sodium azide. Immunohistochemistry was performed on 
free floating tissues on every 12th section using the following primary antibodies for fluorescence: rabbit anti-βgal 
(1:1k, MP Bio), chicken anti-βgal (1:1k, Abcam), rabbit anti-GFAP (1:1k, DAKO), mouse anti-NeuN (1:1k, 
Millipore), rabbit anti-RFP (1:500, MBL), rat anti-CD45 (1:200, BDBiosciences), rabbit anti-S100β (1:1k, DAKO), 
rabbit anti NG2 (1:500, Millipore) and sheep anti-BrdU (1:500, Maine Biotechnology Services). For BrdU stain-
ing, tissue was preincubated in 2 N HCl for 30 minutes and neutralized with 0.1 M TBS before incubation in 
block and primary antibody. Fluorescence labeling was achieved using species-specific AlexaFluor-tagged sec-
ondary antibodies, Alexa488, Alexa568, or Alexa647 (Life Technologies), followed by counterstaining with DAPI 
(Life Technologies). In some instances, S100β and GFAP were used in cocktail, with the same AlexaFluor-tagged 
secondary antibody wavelength, to definitively label astrocytes. For brightfield immunostaining, tissues were 
quenched in TBS with 0.3% H2O2 and 30% methanol for 30 minutes prior to incubation in block and primary 
antibody. The following antibodies were used: rabbit anti-S100β (1:40k, DAKO), rabbit anti-βgal (1:40k, MP Bio), 
rabbit anti-GFAP (1:20k, DAKO), rabbit anti-RFP (1:5k, MBL), rat anti-CD45 (1:4k, BDBiosciences), mouse 
anti-NeuN (1:5k, Millipore), and sheep anti-BrdU (1:2k, Maine Biotechnology Services). For brightfield stain-
ing, species-specific biotinylated secondary antibodies (Vector) were used at 1:400 followed by incubation in 
avidin-biotin complex (ABC, Vector). For Mouse IgG immunostaining, tissues were first incubated in block, then 
goat anti mouse secondary antibody (Vector, 1:2k) for 1 hour each prior to ABC incubation. Visualization was 
achieved using 3’−3 diaminobezedine (DAB, Vector) as the developing agent.

Microscopy. Stained sections were examined and imaged in brightfield and fluorescence using an upright 
microscope (Zeiss) and Stereo Investigator software (MBF Bioscience). Confocal images were obtained on an 
inverted microscope (Zeiss) using Axiovision software. Single-cell analysis of co-labeling was evaluated on 
double-stained immunofluorescent tissues from confocal z-stacks collected with 20×, 40× or 63× oil objective, 
with a 1 µm slice distance. Images were collected from at least 3 sites located throughout the lesion area, defined 
as 500 µm mediolaterally from the lesion, and from 4–5 sections across the rostrocaudal extent of the lesion or 
from equivalent levels in uninjured/contralateral sections from at least 3 brains. Cells were manually analyzed in 
ImageJ, using the Cell Counter Plugin to mark individual cells.

stereological analyses. The total number of cells was estimated in tissues stained for brightfield micros-
copy. The ipsilateral cortex of injured brains was analyzed in a series of 4–5 sections, spaced 480 µm apart, 
encompassing the lesion. We used a modified optical fractionator and stereological image analysis software 
(Stereo Investigator, MBF Bioscience) operating a computer-driven stage attached to an upright microscope 
(Zeiss). The cortical area to be analyzed was outlined at low magnification, and counting frames were selected 
at random by the image analysis software. Cells were counted using a 40x objective and DIC optics. A target cell 
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count of 300 cells was used to define scan grid and counting frame sizes, with a 2 μm guard zone. For all analyses, 
only cells with a clear and distinct labeled cell body were analyzed. Estimated cell body volumes were determined 
in RFP- or S100β-labeled cells using a nucleator probe, with 4 isotropic uniform random (IUR) rays emanating 
from the nucleus (StereoInvestigator, MBF Bioscience).

Absolute quantification of RNA. The cortex was isolated, and a 3 mm × 3 mm region of tissue encompass-
ing the lesion and lesion area was microdissected, removing underlying white matter. Control tissues included 
the intact contralateral hemisphere or uninjured brains, and were pooled. Total RNA was extracted using Trizol 
Reagent (Life Technologies, cat #15596026) and residual genomic DNA removed using the TURBO DNA-free 
kit (Ambion, Cat #AM1907), according to manufacturer’s instructions. RNA concentration and integrity were 
measured using a bioanalyzer, and RNA 6000 Nano Kit (Agilent, Cat #5067-1511). cDNA was synthesized using 
Applied Biosystems High-Capacity cDNA Reverse Transcription Kit (ThermoFisher, Cat# 4368814); 1ug of total 
RNA in a final reaction volume of 20ul reaction was converted to cDNA for each sample.

Absolute quantification of target transcripts was determined by Droplet DigitalTM PCR, using QX200 ddPCR 
EvaGreen Supermix (Bio-Rad, Cat# 1864034) according to manufacturer’s instructions. The primers used were as fol-
lows: Gli1 (Fwd: 5′-GACGGAGGTCTCTTTGTCCG-3′; Rev: 5′- AACATGGCGTCTCAGGGAAG-3′), Shh (Fwd:  
5′-TTTGGAAAGAGGCGGCACCC-3′; Rev: 5′-TGCACCTCTGAGTCATCAGCCG-3′), Gfap (Fwd: 5′-TTGCT 
GGAGGGCGAAGAAAA-3′; Rev: 5′-CTGGTGAGCCTGTATTGGGA-3′), Ptc1 (Fwd: 5′-CTGGAGCAGATTTC 
CAAGGGGA-3′; Rev: 5′-TAATCCCACAGCGAAGGCCC-3′), and Smo (Fwd: 5′-CCTGAAGGCTGCCCA 
AACGA-3′; Rev: 5′-TTCGCACCAAGGGTGCTTCA-3′). Absolute quantification of each transcript was calcu-
lated using the Quantasoft Version 1.7 software (Bio-Rad) after droplets were run through the QX200 Droplet 
Reader (Bio-Rad), and are represented as copies of transcript per microliter of amplified PCR mixture. All samples 
were run in triplicate, and a no template control for each reverse transcription reaction was included in each assay.

Miniosmotic pump implantation. Miniosmotic pumps (Alzet 1007D) were assembled under sterile con-
ditions, filled with 1uM Smoothened agonist (SAG, Millipore) dissolved in 0.9% saline or vehicle, and allowed to 
equilibrate overnight at 37 °C. Pump installation was performed immediately following a modified 3 mm long x 
2 mm wide forebrain stab injury. The cannula of the brain infusion kit (Alzet Brain Infusion Kit 3) was inserted 
directly into the lesioned cortex at a depth of 2 mm from the skull. Animals were given the same post-operational 
Carprofen, Buprenorphine, and BrdU injections as detailed above for stab injury. Analysis was performed from 
confocal z stacks collected at 20×, from multiple sites within the lesion area, defined as tissues within 500 µm 
mediolaterally from the lesion. Cells were analyzed from one site per section, from 3 sections most proximal to 
the lesion. Tissues were analyzed from at least 3 animals per group, and are reported as the mean number of CD45 
cells/section from each of 3–4 animals.

statistics. All statistical analyses were performed using Prism 6 (GraphPad).

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

References
 1. Amankulor, N. M. et al. Sonic Hedgehog Pathway Activation Is Induced by Acute Brain Injury and Regulated by Injury-Related 

Inflammation. Journal of Neuroscience 29, 10299–10308, https://doi.org/10.1523/JNEUROSCI.2500-09.2009 (2009).
 2. Bambakidis, N. C., Wang, R.-Z., Franic, L. & Miller, R. H. Sonic hedgehog-induced neural precursor proliferation after adult rodent 

spinal cord injury. Journal of neurosurgery 99, 70–75, https://doi.org/10.3171/spi.2003.99.1.0070 (2003).
 3. Bambakidis, N. C. et al. Intravenous Hedgehog Agonist Induces Proliferation of Neural and Oligodendrocyte Precursors in Rodent 

Spinal Cord Injury. Neurosurgery 67, 1709–1715, https://doi.org/10.1227/NEU.0b013e3181f9b0a5 (2010).
 4. Chechneva, O. V. et al. A Smoothened receptor agonist is neuroprotective and promotes regeneration after ischemic brain injury. 

Cell Death Dis 5, e1481, https://doi.org/10.1038/cddis.2014.446 (2014).
 5. Honsa, P. et al. Generation of reactive astrocytes from NG2 cells is regulated by sonic hedgehog. Glia 64, 1518–1531, https://doi.

org/10.1002/glia.23019 (2016).
 6. Jin, Y. et al. The Shh Signaling Pathway Is Upregulated in Multiple Cell Types in Cortical Ischemia and Influences the Outcome of 

Stroke in an Animal Model. PLoS One 10, e0124657, https://doi.org/10.1371/journal.pone.0124657.t001 (2015).
 7. Sirko, S. et al. Reactive Glia in the Injured Brain Acquire Stem Cell Properties in Response to Sonic HedgehogGlia. Stem Cell 12, 

426–439, https://doi.org/10.1016/j.stem.2013.01.019 (2013).
 8. Alvarez, J. I. et al. The Hedgehog Pathway Promotes Blood-Brain Barrier Integrity and CNS Immune Quiescence. Science 334, 

1727–1731, https://doi.org/10.1126/science.1206936 (2011).
 9. Singh, V. B., Singh, M. V., Gorantla, S., Poluektova, L. Y. & Maggirwar, S. B. Smoothened Agonist Reduces Human Immunodeficiency 

Virus Type-1-Induced Blood-Brain Barrier Breakdown in Humanized Mice. Scientific Reports, 1–12, https://doi.org/10.1038/
srep26876 (2016).

 10. Sofroniew, M. V. Astrogliosis. Cold Spring Harbor Perspectives in Biology 7, a020420, https://doi.org/10.1101/cshperspect.a020420 (2015).
 11. Ingham, P. W. & McMahon, A. P. Hedgehog signaling in animal development: paradigms and principles. Genes Dev 15, 3059–3087, 

https://doi.org/10.1101/gad.938601 (2001).
 12. Ahn, S. & Joyner, A. L. Dynamic changes in the response of cells to positive hedgehog signaling during mouse limb patterning. Cell 

118, 505–516, https://doi.org/10.1016/j.cell.2004.07.023 (2004).
 13. Bai, C. B., Auerbach, W., Lee, J. S., Stephen, D. & Joyner, A. L. Gli2, but not Gli1, is required for initial Shh signaling and ectopic 

activation of the Shh pathway. Development 129, 4753–4761 (2002).
 14. Bai, C. B., Stephen, D. & Joyner, A. L. All mouse ventral spinal cord patterning by hedgehog is Gli dependent and involves an 

activator function of Gli3. Developmental cell 6, 103–115 (2004).
 15. Garcia, A. D. R., Petrova, R., Eng, L. & Joyner, A. L. Sonic Hedgehog Regulates Discrete Populations of Astrocytes in the Adult 

Mouse Forebrain. The Journal of neuroscience: the official journal of the Society for Neuroscience 30, 13597–13608, https://doi.
org/10.1523/JNEUROSCI.0830-10.2010 (2010).

https://doi.org/10.1038/s41598-018-37555-x
https://doi.org/10.1523/JNEUROSCI.2500-09.2009
https://doi.org/10.3171/spi.2003.99.1.0070
https://doi.org/10.1227/NEU.0b013e3181f9b0a5
https://doi.org/10.1038/cddis.2014.446
https://doi.org/10.1002/glia.23019
https://doi.org/10.1002/glia.23019
https://doi.org/10.1371/journal.pone.0124657.t001
https://doi.org/10.1016/j.stem.2013.01.019
https://doi.org/10.1126/science.1206936
https://doi.org/10.1038/srep26876
https://doi.org/10.1038/srep26876
https://doi.org/10.1101/cshperspect.a020420
https://doi.org/10.1101/gad.938601
https://doi.org/10.1016/j.cell.2004.07.023
https://doi.org/10.1523/JNEUROSCI.0830-10.2010
https://doi.org/10.1523/JNEUROSCI.0830-10.2010


www.nature.com/scientificreports/

13Scientific RepoRts |           (2019) 9:565  | https://doi.org/10.1038/s41598-018-37555-x

 16. Burda, J. E. & Sofroniew, M. V. Reactive Gliosis and the Multicellular Response to CNS Damage and Disease. Neuron 81, 229–248, 
https://doi.org/10.1016/j.neuron.2013.12.034 (2014).

 17. Allahyari, R. V. & Garcia, A. D. Triggering Reactive Gliosis In Vivo by a Forebrain Stab Injury. J Vis Exp, e52825, https://doi.
org/10.3791/52825 (2015).

 18. Bush, T. G. et al. Leukocyte infiltration, neuronal degeneration, and neurite outgrowth after ablation of scar-forming, reactive 
astrocytes in adult transgenic mice. Neuron 23, 297–308 (1999).

 19. Madisen, L. et al. A robust and high-throughput Cre reporting and characterization system for the whole mouse brain. Nature 
Publishing Group 13, 133–140, https://doi.org/10.1038/nn.2467 (2009).

 20. Sofroniew, M. V. & Vinters, H. V. Astrocytes: biology and pathology. Acta neuropathologica 119, 7–35, https://doi.org/10.1007/
s00401-009-0619-8 (2010).

 21. Sofroniew, M. V. Molecular dissection of reactive astrogliosis and glial scar formation. Trends in Neurosciences 32, 638–647, https://
doi.org/10.1016/j.tins.2009.08.002 (2009).

 22. Zamanian, J. L. et al. Genomic Analysis of Reactive Astrogliosis. Journal of Neuroscience 32, 6391–6410, https://doi.org/10.1523/
JNEUROSCI.6221-11.2012 (2012).

 23. Anderson, M. A., Ao, Y. & Sofroniew, M. V. Heterogeneity of reactive astrocytes. Neuroscience Letters, 1–7, https://doi.org/10.1016/j.
neulet.2013.12.030 (2014).

 24. Liddelow, S. A. et al. Neurotoxic reactive astrocytes are induced by activated microglia. Nature Publishing Group 541, 481–487, 
https://doi.org/10.1038/nature21029 (2017).

 25. Wanner, I. B. et al. Glial Scar Borders Are Formed by Newly Proliferated, Elongated Astrocytes That Interact to Corral Inflammatory 
and Fibrotic Cells via STAT3-Dependent Mechanisms after Spinal Cord Injury. Journal of Neuroscience 33, 12870–12886, https://doi.
org/10.1523/JNEUROSCI.2121-13.2013 (2013).

 26. Ahn, S. & Joyner, A. L. In vivo analysis of quiescent adult neural stem cells responding to Sonic hedgehog. Nature 437, 894–897, 
https://doi.org/10.1038/nature03994 (2005).

 27. Dahmane, N. & Ruiz i Altaba, A. Sonic hedgehog regulates the growth and patterning of the cerebellum. Development 126, 
3089–3100 (1999).

 28. Palma, V. Sonic hedgehog controls stem cell behavior in the postnatal and adult brain. Development 132, 335–344, https://doi.
org/10.1242/dev.01567 (2005).

 29. Petrova, R., Garcia, A. D. R. & Joyner, A. L. Titration of GLI3 Repressor Activity by Sonic Hedgehog Signaling Is Critical for 
Maintaining Multiple Adult Neural Stem Cell and Astrocyte Functions. Journal of Neuroscience 33, 17490–17505, https://doi.
org/10.1523/JNEUROSCI.2042-13.2013 (2013).

 30. Rowitch, D. H. et al. Sonic hedgehog regulates proliferation and inhibits differentiation of CNS precursor cells. Journal of 
Neuroscience 19, 8954–8965 (1999).

 31. Balordi, F. & Fishell, G. Mosaic Removal of Hedgehog Signaling in the Adult SVZ Reveals That the Residual Wild-Type Stem Cells 
Have a Limited Capacity for Self-Renewal. The Journal of neuroscience: the official journal of the Society for Neuroscience 27, 
14248–14259, https://doi.org/10.1523/JNEUROSCI.4531-07.2007 (2007).

 32. Balordi, F. & Fishell, G. Hedgehog Signaling in the Subventricular Zone Is Required for Both the Maintenance of Stem Cells and the 
Migration of Newborn Neurons. Journal of Neuroscience 27, 5936–5947, https://doi.org/10.1523/JNEUROSCI.1040-07.2007 (2007).

 33. Fuccillo, M., Joyner, A. L. & Fishell, G. Morphogen to mitogen: the multiple roles of hedgehog signalling in vertebrate neural 
development. Nature Reviews Neuroscience 7, 772–783, https://doi.org/10.1038/nrn1990 (2006).

 34. Han, Y.-G. et al. Hedgehog signaling and primary cilia are required for the formation of adult neural stem cells. Nature neuroscience 
11, 277–284, https://doi.org/10.1038/nn2059 (2008).

 35. Faulkner, J. R. et al. Reactive astrocytes protect tissue and preserve function after spinal cord injury. The Journal of neuroscience: the 
official journal of the Society for Neuroscience 24, 2143–2155, https://doi.org/10.1523/JNEUROSCI.3547-03.2004 (2004).

 36. Goodrich, L. V., Johnson, R. L., Milenkovic, L., McMahon, J. A. & Scott, M. P. Conservation of the hedgehog/patched signaling 
pathway from flies to mice: induction of a mouse patched gene by Hedgehog. Genes &amp; Development 10, 301–312 (1996).

 37. Hynes, M. et al. Control of cell pattern in the neural tube by the zinc finger transcription factor and oncogene Gli-1. Neuron 19, 
15–26 (1997).

 38. Goodrich, L. V. & Scott, M. P. Hedgehog and patched in neural development and disease. Neuron 21, 1243–1257 (1998).
 39. Marigo, V. & Tabin, C. J. Regulation of patched by sonic hedgehog in the developing neural tube. Proc Natl Acad Sci USA 93, 

9346–9351 (1996).
 40. Long, F., Zhang, X. M., Karp, S., Yang, Y. & McMahon, A. P. Genetic manipulation of hedgehog signaling in the endochondral 

skeleton reveals a direct role in the regulation of chondrocyte proliferation. Development 128, 5099–5108 (2001).
 41. Garcia, A. D., Doan, N. B., Imura, T., Bush, T. G. & Sofroniew, M. V. GFAP-expressing progenitors are the principal source of 

constitutive neurogenesis in adult mouse forebrain. Nat Neurosci 7, 1233–1241, https://doi.org/10.1038/nn1340 (2004).
 42. Brennan, D., Chen, X., Cheng, L., Mahoney, M. & Riobo, N. A. Vol. 88 55–72 (Elsevier 2012).
 43. Mierzwa, A. J., Sullivan, G. M., Beer, L. A., Ahn, S. & Armstrong, R. C. Comparison of Cortical and White Matter Traumatic Brain 

Injury Models Reveals Differential Effects in the Subventricular Zone and Divergent Sonic Hedgehog Signaling Pathways in 
Neuroblasts and Oligodendrocyte Progenitors. ASN NEURO 6, https://doi.org/10.1177/1759091414551782 (2014).

 44. Sullivan, G. M. & Armstrong, R. C. Transplanted Adult Neural Stem Cells Express Sonic Hedgehog In Vivo and Suppress White 
Matter Neuroinflammation after Experimental Traumatic Brain Injury. Stem Cells Int 2017, 9342534, https://doi.
org/10.1155/2017/9342534 (2017).

 45. Sanchez, M. A., Sullivan, G. M. & Armstrong, R. C. Genetic detection of Sonic hedgehog (Shh) expression and cellular response in 
the progression of acute through chronic demyelination and remyelination. Neurobiol Dis 115, 145–156, https://doi.org/10.1016/j.
nbd.2018.04.003 (2018).

 46. Samanta, J. et al. Inhibition of Gli1 mobilizes endogenous neural stem cells for remyelination. Nature 526, 448–452, https://doi.
org/10.1038/nature14957 (2015).

 47. Peng, T. et al. Hedgehog actively maintains adult lung quiescence and regulates repair and regeneration. Nature 526, 578–582, 
https://doi.org/10.1038/nature14984 (2015).

 48. Bambakidis, N. C. et al. Improvement of neurological recovery and stimulation of neural progenitor cell proliferation by intrathecal 
administration of Sonic hedgehog. Journal of neurosurgery 116, 1114–1120, https://doi.org/10.3171/2012.1.JNS111285 (2012).

 49. Berretta, A., Gowing, E. K., Jasoni, C. L. & Clarkson, A. N. Sonic hedgehog stimulates neurite outgrowth in a mechanical stretch 
model of reactive-astrogliosis. Scientific Reports, 1–11, https://doi.org/10.1038/srep21896 (2016).

 50. Kang, W. et al. Astrocyte activation is suppressed in both normal and injured brain by FGF signaling. Proc Natl Acad Sci USA 111, 
E2987–2995, https://doi.org/10.1073/pnas.1320401111 (2014).

Acknowledgements
This work is supported by funding to ADRG from NIMH (K01MH097957, R21MH110724) and NINDS 
(R01NS096100), as well as the Commonwealth of PA, Department of Health. The authors gratefully acknowledge 
Pooja Sakthivel for excellent technical support, and Michael Akins for critical reading of the manuscript.

https://doi.org/10.1038/s41598-018-37555-x
https://doi.org/10.1016/j.neuron.2013.12.034
https://doi.org/10.3791/52825
https://doi.org/10.3791/52825
https://doi.org/10.1038/nn.2467
https://doi.org/10.1007/s00401-009-0619-8
https://doi.org/10.1007/s00401-009-0619-8
https://doi.org/10.1016/j.tins.2009.08.002
https://doi.org/10.1016/j.tins.2009.08.002
https://doi.org/10.1523/JNEUROSCI.6221-11.2012
https://doi.org/10.1523/JNEUROSCI.6221-11.2012
http://dx.doi.org/10.1016/j.neulet.2013.12.030
http://dx.doi.org/10.1016/j.neulet.2013.12.030
https://doi.org/10.1038/nature21029
https://doi.org/10.1523/JNEUROSCI.2121-13.2013
https://doi.org/10.1523/JNEUROSCI.2121-13.2013
https://doi.org/10.1038/nature03994
https://doi.org/10.1242/dev.01567
https://doi.org/10.1242/dev.01567
https://doi.org/10.1523/JNEUROSCI.2042-13.2013
https://doi.org/10.1523/JNEUROSCI.2042-13.2013
https://doi.org/10.1523/JNEUROSCI.4531-07.2007
https://doi.org/10.1523/JNEUROSCI.1040-07.2007
https://doi.org/10.1038/nrn1990
https://doi.org/10.1038/nn2059
https://doi.org/10.1523/JNEUROSCI.3547-03.2004
https://doi.org/10.1038/nn1340
https://doi.org/10.1177/1759091414551782
https://doi.org/10.1155/2017/9342534
https://doi.org/10.1155/2017/9342534
https://doi.org/10.1016/j.nbd.2018.04.003
https://doi.org/10.1016/j.nbd.2018.04.003
https://doi.org/10.1038/nature14957
https://doi.org/10.1038/nature14957
https://doi.org/10.1038/nature14984
https://doi.org/10.3171/2012.1.JNS111285
https://doi.org/10.1038/srep21896
https://doi.org/10.1073/pnas.1320401111


www.nature.com/scientificreports/

1 4Scientific RepoRts |           (2019) 9:565  | https://doi.org/10.1038/s41598-018-37555-x

Author Contributions
A.D.R.G. and R.V.A. wrote the manuscript and designed experiments. R.V.A., K.L.C. and K.S. performed 
experiments and analyzed data. All authors have reviewed the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-37555-x.
Competing Interests: The authors declare no competing interests.
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) 2019

https://doi.org/10.1038/s41598-018-37555-x
https://doi.org/10.1038/s41598-018-37555-x
http://creativecommons.org/licenses/by/4.0/

	Sonic hedgehog signaling is negatively regulated in reactive astrocytes after forebrain stab injury
	Results
	Shh activity is lost in reactive astrocytes proximal to the injury. 
	Shh signaling is restored at 2 weeks after injury. 
	Shh signaling is sufficient to restrict leukocyte migration. 

	Discussion
	Materials and Methods
	Animals. 
	Tamoxifen. 
	Forebrain Stab Injury. 
	BrdU. 
	Perfusion and histology. 
	Microscopy. 
	Stereological analyses. 
	Absolute quantification of RNA. 
	Miniosmotic pump implantation. 
	Statistics. 

	Acknowledgements
	Figure 1 Gli1 astrocytes marked before injury exhibit features of reactive astrocytes.
	Figure 2 Gli1 expression is lost in the lesion area.
	Figure 3 Gli1 expression is downregulated in the lesion area.
	Figure 4 Transcriptional loss of Shh and Gli1.
	Figure 5 Activation of Hh signaling attenuates leukocyte migration.




