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Abstract
Each of the five cellular layers of the cerebral neocortex is composed of a specific number of a single
predominant ‘class’ of projection neuron. The projection neuron class is defined by its unique
morphology and axonal projections to other areas of the brain. Precursor cell populations lining the
embryonic lateral ventricles produce the projection neurons. The mechanisms regulating precursor
cell proliferation also regulate total numbers of neurons produced at specific developmental periods
and destined to a specific neocortical layer. Because the newborn neurons migrate relatively long
distances to reach their final layer destinations, it is often assumed that the mechanisms governing
acquisition of neuronal-class-specific characteristics, many of which become evident after neuron
production, are independent of the mechanisms governing neuron production. We review evidence
that suggests that the two mechanisms might be linked via operations of Notch1 and p27Kip1,
molecules known to regulate precursor cell proliferation and neuron production.

The neocortical proliferative process: an overview
The neocortex is the largest subdivision of the human brain and the seat of higher cognitive
functions. The majority of its neurons are projection neurons that send axonal projections
relatively distant cortical and subcortical targets. The other type of neocortical neuron is the
interneuron that makes up ~35% of neocortical neurons. The axons of the interneurons
terminate locally, generally contacting nearby projection neurons. The neocortex is a six-
layered structure. However, layer I, adjacent to the pial membrane, is cell poor and neocortical
neurons are distributed across cellular layers II, III, IV, V and VI.

Neocortical precursor cell populations and neocortical protomap
The projection neurons fall into the following five classes based on their morphology and
patterns of axonal projections: the large, medium and small pyramids of layers II, III, V; the
granule cells of layer IV; and the polymorphic cells of layer VI. The projection neurons are
produced initially from precursor cells organized as a pseudostratified ventricular epithelium
(PVE) [1] that comprises the bulk of the ventricular zone (VZ) [2–4]. At later times in
development, as PVE precursors pass through each cell cycle, a proportion of the precursors
exits the PVE to undergo additional divisions away from the lateral ventricular border whereas
the complementary proportion migrates directly to the cortex [5,6]. The precursor cells that
escape from the PVE but are to undergo further divisions are called intermediate progenitor

© 2009 Elsevier Ltd. All rights reserved.
Corresponding author: Caviness, V.S., Jr (caviness@helix.mgh.harvard.edu).
Publisher's Disclaimer: This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our customers
we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of the resulting
proof before it is published in its final citable form. Please note that during the production process errors may be discovered which could
affect the content, and all legal disclaimers that apply to the journal pertain.

NIH Public Access
Author Manuscript
Trends Neurosci. Author manuscript; available in PMC 2010 August 1.

Published in final edited form as:
Trends Neurosci. 2009 August ; 32(8): 443–450. doi:10.1016/j.tins.2009.05.003.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



cells (IPCs) or basal progenitors (BPs). The IPCs ascend to the basal fringe of the VZ and at
later developmental stages (e.g. at embryonic days 13 to 14 [E13–E14] in mice) are found in
the subventricular zone (SVZ) and intermediate zone (IZ) [5–13]. The IPCs amplify the output
of PVE precursor cells and therefore are the most proximate source of neocortical projections.

The foundation of our understanding of neocortical development is that the regional variations
in numbers, cytological features and functional properties of projection neuron classes that
characterize sensory, motor and association areas of the mature cortex are represented as a
nascent ‘protomap’ within the PVE [14,15]. The mechanisms giving rise to the protomap and
defining the transcriptional profiles of neurons arising according to the protomap are little
understood other than that these are somehow instantiated as gradients of large set of
transcription factors and signal transduction systems antedating neocortical neuron production
[16–20]. What is less widely recognized is that properties of the protomap are instantiated
during proliferation of the PVE precursors and propagated secondarily to the IPCs. This is
supported by retroviral labeling analyses, which show that each PVE lineage is competent to
give rise to all five projection neuron classes [21,22]. This type of analysis would include the
IPCs also that would have arisen from the PVE [5,6,23]. That is, the retroviral-based studies
indicate that projection neuron classes are specified in the course of PVE precursor cell
proliferation. Further proliferation of IPCs principally serves to expand precursor cell numbers
(while keeping the specification properties acquired in the PVE intact) and ultimately to expand
the size of the neocortex [6,9,23]. In other words, the protomap is a property of the PVE that
is faithfully translated to the IPCs.

Precursor cell heterogeneity
The PVE in general cell stains has a deceptive homogeneity and simplicity that reveals little
of its complex role in neocortical histogenesis. Even at the earliest stages of development the
local proliferative output of the PVE is heterogeneous at a molecular level. Thus, multiple
classes of projection neurons arise simultaneously from the PVE within any given radial sector
of the neocortex as shown by S-phase cell labeling methods using a pulse of tritiated thymidine
[24]. It does not imply that the PVE is composed of class-specific proliferative lineages. On
the contrary, retroviral labeling show that each proliferative lineage of the PVE is competent
to give rise to the full succession of neuron classes [21,22]. This suggests that whether the
neuron undergoes its terminal division within the PVE or undergoes one or more amplifying
divisions as an IPC/BP, class specific properties of its daughter cells, once instantiated in the
PVE, are propagated faithfully [16–20].

There is considerable heterogeneity of PVE progenitor lineages including variation in cytology,
molecular constitution and cell-cycle kinetics [9]. Specifically, the PVE includes the classical
radial glial cell (RGC) with ascending process extending to the pial surface and a non-polarized
cell whose processes do not extend to the pial surface but are contained within the VZ [25,
26]. The RGC is the stem cell population that maintains the proliferative pool. The nonpolarized
cell is the ‘short neuron precursor’ arising from an RGC division as daughter that exits the PVE
[25,27,28]. These cell forms differ from the RGCs with respect molecular profiles and cell-
cycle kinetics [27–29]. Molecular heterogeneity pertaining structural components, signal
transduction systems or transcription factor profiles distinguishes not only glial and neuronal
precursors but also diverse lineages within two cell classes [5,6,8,25,29–35].

Gradients of cell proliferation and cell output in the PVE
Neocortical projection neurons of corresponding class do to not arise synchronously across
entire cerebral hemisphere. Indeed, as in many parts of the central nervous system there is clear
morphogenetic gradient in neocortical development. In the neocortex, the neurogenetic
gradient follows a spatial-temporal sequence that is initiated rostrolaterally under the influence
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morphogens diffusing from the anterior neural ridge [17,36,37]. The initiation of neurogenesis
propagates posteriorly along the transverse neurogenetic gradient (TNG) requiring almost 40
hours to traverse the hemisphere in mouse [38,39]. Progression of the TNG relies upon the
integrity of gap- and hemi-junctional communications linking adjacent PVE cells [40–42].

Along the TNG two proliferative parameters, the duration of the G1 phase the cell cycle (TG1)
and the fraction of post-proliferative cells that exit the PVE (Q) vary systematically with each
successive cell cycle. IN mouse, the only species in which progression of proliferative
parameters in PVE has been worked out in detail, average TG1 increases 3–4-fold during the
embryonic day 11 (E11) to E17 interval of neurogenesis. During the same interval, average Q
ascends from 0.0 to 1.0 [1,43,44]. Once a given cell cycle is initiated at the anterior margin of
the PVE, it propagates down the long axis of epithelium at a rate that is a function of overall
duration of the cell cycle (TC), a rate that progressively slows as neurogenesis proceeds and
TC lengthens [38]. The values for these parameters have been worked out PVE population
averages from which individual progenitor lineages vary [21,27,28]. Moreover, we remind the
reader that these parameters apply only to the PVE and not to the IPC/BP populations.

The neurogenetic gradient is not the only gradient in the PVE. The expression patterns of
mRNAs for transcription factors implicated in neuron specification are also distributed as
gradients across the PVE. Interestingly, the axes of all the gradients align with one another
[17,19,45–47]. Recently, we discovered that intersection of two of these gradients serve to link
mechanisms regulating PVE precursor cell proliferation with those regulating projection
neuron class specification. Specifically we found that information about the position of a
precursor cell with respect to its neighbors in the PVE coupled with information about the
sequence of origin of the projection neuron classes is sufficient to orchestrate the TNG. Thus,
the graded increase in TG1 together with graded expression of mRNA for the LIM
homeodomain transcription factor Lhx2 provide both sets of information to the PVE precursor
cells (Figure 1). Specifically, mechanisms regulatory to TG1 are sufficient to inform a PVE
lineage ‘when’ it is in its layer VI to II projection neuron class production sequence. The
expression level of Lhx2 mRNA is sufficient to encode the ‘where’ information [48] needed
to locate a PVE cells with respect to the other PVE cells. This type of combinatorial signaling
scheme provides the first insight into how the information needed for the protomap to become
translated into the mature neocortex might be coded in the precursor cells and executed during
neurogenesis.

Linkage of prolilferative gradients and projection neuron class specification
Armed with the idea that a combination of cell-cycle parameter and transcription-factor
gradients encodes the workings of the protomap, we return to our central theme, a regulatory
linkage of mechanisms of proliferation with those of projection neuron class specification.
Here, we begin by drawing a distinction between mechanisms of specification and
differentiation. In support of this distinction, recent studies have shown that the transcriptional
mechanisms of specification go forward principally in the S phase through the M phase interval
of the terminal cell cycle [49,50], whereas those of differentiation principally follow the
terminal division in the PVE or SVZ [51–53]. This is important because it indicates that the
molecular bases of specification and differentiation are set up separately at two distinct times
during the cell cycle. This separation also implies that there are two distinct sets of processes
that regulate specification versus differentiation.

A given progenitor lineage shifts its output from one projection neuron class to the next: ‘graded
or intermediate forms’ are not evident. The lack of intermediate forms suggests that each
projection neuron class represents a stable transcriptional steady state that by some mechanism
‘comes as a transcriptional class defining set’ [54]. The initial steps in neuron differentiation
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must also be dependent upon a class defining transcriptional set. These steps will be further
dependent upon translational mechanisms and protein synthesis [52] following the
requirements appropriate to the histogenetic fate of cells [49–53].

proliferation, specification, Notch1 signaling
Neuronal specification is regulated by the actions of a set of transcription factors [15,19,55,
56,17]. These transcription factors activate proneural genes including Neurog2 (Ngn2) and
Ascl1 (Mash1), which, in turn, activate the transcriptional cascade specific to each neuron class
[17,37,46,57]. A crucial regulator of this transcription cascade is the Notch signal-transduction
system represented mammals by four receptors and five ligands [8]. The Notch1 receptor and
its delta-like 1 (Dll1) ligand have been most emphasized in studies of neocortical neurogenesis.
Since we suggest that mechanisms of proliferation and specification are closely related, the
role of Notch1 signaling in neuronal specification must be related to its role in the regulation
of cell proliferation, especially in the regulation of cell output or Q over the course of
neocortical neurogenesis.

The Notch1 signaling cascade in RGCs of PVE might be taken to begin with activation of the
Notch1 transmembrane receptor by the Dll1 ligand [58–60]. This activation triggers cleavage
of the Notch1 intracellular domain (NICD) from the transmembrane receptor followed by
transport of NICD to the nucleus. There, among its diverse functions, NICD might bind to and
convert the CBF1 (CRT/DRE binding factor 1) repressor complex into a transcriptional
activator [58,59] (Figure 2a). CBF1 then activates transcription of a set of transcriptional
repressors, of which the bHLH (basic helix-loop-helix) transcription factor Hes1 has had
principal emphasis with respect to neocortical neurogenesis. Members of the Hes1 family
suppress transcription of at least genes including the proneural genes Ngn2 and Mash1 as well
as the delta and jagged Notch ligands [46,60–62,52,53] (Figure 2a). The NICD–CBF1 mediated
transcriptional suppression seems to be principally regulatory to PVE progenitor proliferation
and specification [34]. NICD operations in the nucleus, independent of CBF1, by contrast,
have a crucial role in direction of lineages toward the glial fate within the IPC/BP cells [34].
The importance of these observations is that Notch1–CBF mediated signaling mechanisms
might serve to link together mechanisms of cell proliferation and specification in the neocortex.

Q and suppression of Notch1 tone
The NICD–CBF1 mediated transcriptional suppression favors cell proliferation rather than
cell-cycle exit. Yet, during neocortical neurogenesis, PVE cells exit the cell cycle and the rate
of cell output per cycle, or Q, rises. Therefore, Notch1–CBF mediated suppression Hes1 must
be gradually attenuated in order for cell output to increase. Hes1, as noted earlier, suppresses
transcription of Dll1 [53] (Figure 2b) and, in principle, relaxes Notch1 tone allowing cell output
and specification to go forward. The specified cells will carry Dll1 as they exit the PVE, thus
attenuating Notch1 tone in the PVE [32,33] (Figure 2c). These cells correspond to the short
neuronal precursor cell, the population that does not express Hes1 [25,27,28]. A component
of this population exits the PVE as the IPC/BP. The IBC/BP contact the ascending processes
of the RGCs enabling Dll1 signaling to augment Notch1 tone and sustain RGC proliferation
[33,34,63].

Paradoxically, however, the advance of specification indicates that Dll1–Notch1–Q system is
dynamic. The plausible mechanism mediating the dynamism is progressive weakening of the
Dll1 drive of Notch1 signaling. Various mechanisms of relaxation of Notch1 tone have been
recognized [64–67]. In the PVE [68], one mechanism might be, in part, inherent in the kinetics
of Dll1 ligand transcription, translation and membrane insertion into the IPC/BP so that there
is variation in effective Notch1 signaling. Possibly it is because only a proportion of the cells
completing terminal divisions in PVE become IPC/BP [5,69]. The complementary proportion
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that exits the cell cycle as young projection neurons and enters the developing cortical plate
might not contribute to Notch1 signaling in the RGC [63]. Thus, some cells leave the PVE
rapidly after terminal divisions, in only an hour or two, whereas their sister cells remain in the
PVE [9,70,1,39,32,33]. The daughter cells that exit rapidly might be the cells that migrate
directly to the cortex rather than becoming IPC/BP. The interval before migration of the rapidly
exiting cells is very likely to be much too brief to accommodate the time delay needed for the
feedback replenishment of Dll1–Notch1 signaling in adjacent cells Dll1 [9,32,33,70] (Figure
2c). Whatever the actual mechanism or set of mechanisms, these must act with closely regulated
precision to assure the cycle-by-cycle relaxation of Notch1 tone and commensurate advance
of Q.

P27Kip1: a link between Notch1 signaling and cell-cycle exit
Cells, once specified, must also accomplish initial steps in differentiation to migrate from the
VZ. They must also be released from the cycle itself by mechanisms that act to block cycle
progression at and beyond the G1 restriction point. The cell-cycle inhibitor p27Kip1 is a
plausible intermediary agent linking Notch1 signaling and cell-cycle exit. The reason for
suggesting this is that expression of p27Kip1 and possibly other cell-cycle inhibitory agents
rises in the PVE [29], with each cell cycle associated with the cycle-by-cycle advance in cell
output (Q) and relaxation of Notch1 tone. p27Kip1 facilitates cell-cycle exit by holding cyclin
E/Cdk2 levels below thresholds that drive cells through the G1–S transition [71–73]. There
appears to be a regulatory relationship between Notch1 and p27Kip1 in that Notch1 suppresses
p27Kip1 [74–77] by, among other mechanisms, ubiquitination and proteolysis via a CBF1-
mediated upregulation of Skp2-dependent mechanism (Figure 3a) [74]. Thus, Notch1-
p27Kip1 interactions seem to be intimately related to the regulation of cell proliferation and
cell-cycle exit in the PVE.

Differentiation, p27Kip1 and linkage to TG1
Relaxation of Notch1 tone would commensurately be associated with relaxation of the
inhibition of p27Kip1 activity. Thus, the fine-tuned control of Notch1 activity reflecting a
shifting balance of the Dll drive plausibly lies at the core of the overall PVE regulatory process.
However, this formulation makes no provision for mechanisms necessary to initiate the
differentiation steps essential to cycle exit. Moreover it ignores the linkage of the gradient TG1
to the ‘when’ information, reviewed in an earlier section. The cell cycle lengthens dramatically
during neocortical development owing to lengthening of the G1 phase. In fact, only G1 is
variable in duration, especially early G1 [39,54,78,79]. Variations in TG1 change the protein
synthetic time available in the pre-rather than the post-restriction check point interval of G1
[78,80,81]. The importance of this becomes clear with realization that: (i) the expression
patterns of Hes1 and other downstream components of the Notch1 signaling pathway are
oscillatory, paced by a Jak3–Stat3, Stat3–Soc3 oscillatory loop [53] with a period of some 2–
3 hours, and (ii) it is in the early G1 that the oscillatory pattern of expression of Hes1 is turned
off in cells that enter G1 phase committed to neuronal class and destined for cycle exit. In other
words, the cycle-by-cycle lengthening of G1 implies a cycle-by-cycle lengthening of the time
available for protein synthesis by the cell. In support of this formulation, the duration of the
G1 phase for any given cell cycle has been found to be longer in cells completing their terminal
divisions than in those that continue to proliferate [27,28].

By analogy with the expression of Hes1, it seems reasonable that other proteins might similarly
require some time to reach a level of expression to exert their functions. Thus, consider that a
given neuronal class expresses many proteins [82–84] and, although the five neocortical
projection neuron classes might be expected to share major components of their translational
profiles, each neuronal class must have its own class-specific protein constitution. We suggest
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that synthesis of class-specific protein profiles requires the small and regular cycle-by-cycle
increments in TG1 observed experimentally in the course of neurogenesis [39,43]. The
hypothesis that G1 duration operates in some way in neuronal class specification is anticipated
by the observations that proliferative cells have progressively shorter TG1 than do cells in their
terminal cycle poised to exit the cycle [27,28]. It might also be related to the more widely
experienced phenomenon that PVE cells in culture rapidly exit the cell cycle [42]. Overall, the
link between TG1 and cell class output is rather tight. The rise in TG1 with cycle is 'S-shaped'
rather than exponential [39,43], and the most rapid ascent of the curve corresponds to the time
of origin of the most complex forms – those of layers V–III (Figure 3) [85]. Early and late flat
segments of the curve, by contrast, correspond to origin of layers VI and III/II neurons,
respectively (Figure 3b) [24], both of which are relatively homogeneous. The rapid ascent of
TG1 is associated with maximum complexity of differential features of neurons, whereas
minimal change in TG1 occurs over intervals of minimal change in neuron class features. This
implies correspondence between the complexity of neuronal class, the complexity of the
requirement for protein synthesis and associated cycle-by-cycle increment in TGI (Figure 3b).

p27Kip1 is not only a major driver of cell-cycle exit but also has been found to contribute to
the control of protein synthesis in early G1 phase. As evidence for this, when p27Kip1 is
overexpressed prematurely it advances the neuronal class specification sequence such that the
PVE produces cell classes destined for more superficial layers that it would normally, as if
reprogrammed to operate at a TG1 in advance of the actual cycle of reference [48]. For an
understanding of this, we consider the recent finding that p27Kip1 has two additional roles that
can be dissociated from its role as a cell-cycle inhibitor [52]. First, in early G1, p27Kip1

stabilizes the proneural protein Ngn2 and thereby facilitates transcription and translation of an
array of differentiation proteins, represented by HuC/D and TuJ1. Second, p27Kip1 promotes
migration by directly inhibiting the signaling of RhoA, an inhibitor of migration, but only in
cells that undergo terminal divisions in the PVE. This is an integrative component of our overall
formulation in that the same molecule that has key role in cell-cycle exit also has a key role in
the transcription of differentiation proteins and in implementation of the cycle exit of
postmitotic cells primed by specification and differentiation to leave the PVE. It is further
integrative that the abundance of p27Kip1, like that of Dll1, is critically regulated by the Notch1
signal transduction system.

Conclusion
The present model of neocortical neurogenesis is brought together from discrete blocks of
observations. Those blocks of observations that have been worked through in detail and
repeatedly confirmed include the neurogenetic sequence itself as expressed in the TNG, the
general mechanisms of eukaryotic cell-cycle operation and the mechanisms of the Notch
signal-transduction system. The components that link these large blocks are only the wave
front of current investigations and include the functions of p27kip1 as a regulator of protein
synthesis and the role of Notch1 as a regulator of p27Kip1 activity. Detailed studies will be
required to test our hypothesis that relaxation of Notch1 suppression of projection neuron class
specification is controlled by Dll1 and Q. Finally, we note that the present formulation stops
short of full exploration of current work on the IPC/BP, yet another block emerging that is of
central importance to cerebral histogenesis. To the extent that work ahead bears upon the
validity of this or modified models, the models will contribute to our understanding of both
the normal and pathological development of the organ system that most distinctly defines the
human species.
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Figure 1.
Neocortical neurogenesis proceeds according to a transverse neurogenetic gradient (TNG) that
is initiated rostrolaterally and propagates caudomedially in the direction of the curved black
arrow in (a). The TNG can be represented as a gradient in the length of the G1 phase of the
cell cycle (TG1) as well as a gradient in the expression of mRNA for the transcription factor
Lhx2 in the ventricular zone. Thus, in midsagittal sections from an E14 mouse forebrain, with
the section plane approximately aligned with the direction of the TNG, the TG1 values are
expressed as a high rostral to low caudal gradient (b), while the Lhx2 mRNA expression runs
in the opposite direction: high caudal to low rostral (c). The points of intersections of these two
gradients in the neocortical pseudostratified ventricular epithelium (PVE) represent unique
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values along the TNG (d), which might be sufficient to inform a neocortical cell lineage at all
times both the time ('when' in the layer VI to II neuron origin sequence) and space ('where' in
the PVE with respect to a lineage’s neighbor along the TNG). In (d) the PVE is represented as
a flat sheet and the TG1 and Lhx2 mRNA expression gradients are colored blue and magenta,
respectively. Two points of intersections of the TG1 and Lhx2 mRNA gradient are illustrated
to show that each intersection can represent a unique value.

Caviness et al. Page 12

Trends Neurosci. Author manuscript; available in PMC 2010 August 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 2.
Upon activation by its ligand Delta1 (Dll1) secreted by intermediate precursor cell (IPC) or
basal precursor (BP) population, the Notch1 membrane receptor on the radial glial cell (RGC)
in the pseudostratified ventricular epithelium (PVE) is cleaved into a Notch intracellular
domain (NICD), which binds to CBF-1 to upregulate Hes1. Hes1 represses transcription of
proneural genes (a) and also Dll1 (b). Prior to the onset of cell-cycle exit and cell specification,
Dll1 activation of Notch1 maintains a high Notch1 tone in the PVE (c). Once cell-cycle exit
begins, Dll1-containing cells rapidly exit the PVE and reduce the availability of Dll1 (c).
Therefore, Notch1 tone is relaxed facilitating increased cell production and specification in a
self-perpetuating cycle.
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Figure 3.
Notch1 activation by Delta1 (DII1) releases NICD, which upregulates Skp2-dependent
mechanisms to downregulate p27kip1. Downregulation of p27Kip1 promotes entry of cells into
S phase of the cell cycle by promoting cyclinE–cdk2 activity (a). During the embryonic day
11 (E11) to E17 interval of neurogenesis in mice, there is on average sufficient time for 11 cell
cycles (CC) to be executed. The increase in the length of the G1 phase of the cell cycle (TG1)
from CC 1 to 11 occurs in three phases: early (CC 1– 3), mid (CC4–8) and late (CC9–11). The
early and late phases involve slow increase in TG1 while the middle phase involves a rapid
increase (from 3.3 to 11.8 hours). The rapid increase correlates with the specification of the
most 'complex' projection neuron classes – those of layers V and VI. Thus, a given value of
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TG1 corresponds to the protein synthesis 'burden' associated with specification of the
projection neuron class being produced. Therefore, higher the complexity of neuron class being
specified, the greater would be the value of TG1. We emphasize that the values of TG1 are
population averages estimated for precursor cells in the mouse PVE.
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