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Ras and Rap proteins are closely related small GTPases.
‘Whereas Ras is known for its role in cell proliferation and sur-
vival, Rap1 is predominantly involved in cell adhesion and cell
junction formation. Ras and Rap are regulated by different sets
of guanine nucleotide exchange factors and GTPase-activating
proteins, determining one level of specificity. In addition,
although the effector domains are highly similar, Rap and Ras
interact with largely different sets of effectors, providing a sec-
ond level of specificity. In this review, we discuss the regulatory
proteins and effectors of Ras and Rap, with a focus on those of
Rap.

Ras-like small G-proteins are ubiquitously expressed, con-
served molecular switches that couple extracellular signals to
various cellular responses. Different signals can activate GEFs*
that induce the small G-protein to switch from the inactive,
GDP-bound state to the active, GTP-bound state. This induces
a conformational change that allows downstream effector pro-
teins to bind specifically to and be activated by the GTP-bound
protein to mediate diverse biological responses. Small G-pro-
teins are returned to the GDP-bound state by hydrolyzing GTP
with the help of GAPs. Ras (Ha-Ras, Ki-Ras, and N-Ras) and
Rap proteins (Rap1A, Rap1B, Rap2A, Rap2B, and Rap2C) have
similar effector-binding regions that interact predominantly
with RA domains or the structurally similar RBDs present in a
variety of different proteins. Both protein families operate in
different signaling networks. For instance, Ras is central in a
network controlling cell proliferation and cell survival, whereas
Rapl predominantly controls cell adhesion, cell junction for-
mation, cell secretion, and cell polarity. These different func-
tions are reflected in a largely different set of GEFs and GAPs.
Also the downstream effector proteins operate in a selective
manner in either one of the networks.

* This work was supported by the Dutch Cancer Society (to J. H. R.) and by the
Netherlands Genomics Initiative through the Cancer Genomics Centre (to
J. L. B.). This is the first article of three in the Thematic Minireview Series on
Novel Ras Effectors. This minireview will be reprinted in the 2009 Minire-
view Compendium, which will be available in January, 2010.

"To whom correspondence should be addressed. E-mail: jl.bos@
umcutrecht.nl.

2 The abbreviations used are: GEF, guanine nucleotide exchange factor; GAP,
GTPase-activating protein; RA, Ras association; RBD, Ras-binding domain;
REM, Ras exchange motif; PLC, phospholipase C; PI3K, phosphatidylinosi-
tol 3-kinase; PH, pleckstrin homology; PKD, protein kinase D; DH, Dbl
homology; PDGF, platelet-derived growth factor.
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GEFs

GEFs for Ras and Rap proteins are usually multidomain pro-
teins that contain a CDC25 homology domain mediating the
exchange activity and a REM domain. GEFs for Ras include
Sosl and Sos2, RasGRF, RasGRP1, and RasGRP4. Rap can be
activated by C3G, Epacl, Epac2, RasGRP2, PDZ (PSD-95/Dgl/
Z0-1)-GEF1, PDZ-GEF2, and PLCe (reviewed in Ref. 1).
Within the RasGRP family, RasGRP3 seems to be a more pro-
miscuous GEF, affecting both Rap and Ras (Fig. 1) (2). The
general structural basis of nucleotide exchange by CDC25
homology domains was revealed by the crystal structure of Sos
in the presence of Ras (3). When the catalytic helix of Sos is
inserted into the guanine nucleotide-binding pocket of Ras,
affinity for the bound nucleotide is decreased, resulting in its
release. Because the concentration of GTP in a cell is higher
than that of GDP, GTP will predominantly enter the empty
nucleotide-binding pocket and in turn displace the GEF.
Recently, the crystal structure of Epac2 with Rapl was deter-
mined, revealing a similar mechanism of nucleotide exchange
(4). However, although the interfaces between Sos and Ras and
Epac and Rap are both rather extensive, most residues at the
interface are different in both GEFs. This shows that although
the catalytic mechanism is conserved, the actual interactions
are not, allowing the establishment of selectivity or, as in the
case of RasGRP3, of promiscuity. The additional domains in the
various GEFs are involved in regulating their activation or
translocation. For instance, Sos activation involves transloca-
tion to tyrosine-phosphorylated proteins, release of autoinhibi-
tion, and allosteric regulation of catalytic activity by a distal Ras
protein in a positive feedback loop (5). Epac is activated by
binding of cAMP, which induces a major conformational
change to release its autoinhibition (4). Thus, GEFs are well
equipped to selectively regulate the activity of these small
G-proteins in time and space in response to a large variety of
different stimuli.

GAPs

The hydrolysis of GTP in Ras and Rapl is slow but is accel-
erated several orders of magnitude by GAPs that insert an addi-
tional catalytic side chain into the nucleotide-binding pocket.
GAPs acting on Ras include p120RasGAP, neurofibromin, and
GAP1. GTP hydrolysis on Rap is catalyzed by RaplGAP and the
Spa-1 family of GAPs (Spa-1, Spa-1-like, and E6TP1) (1). The
catalytic domains of RasGAPs and RapGAPs are structurally
similar, yet the mode of stimulation of the GTPase reaction is
different. RasGAPs use an arginine side chain as a catalytic
group, whereas RapGAPs use an asparagine side chain. Cataly-
sis by the arginine side chain involves a glutamine at position 61
of Ras. Indeed, many tumor mutations occur at position 61 to
render Ras continuously in its active conformation. Rap pro-
teins do not have a glutamine at position 61, and thus, RapGAPs
use a different mode of catalysis, which is provided by the aspar-
agine side chain. There is also a group of GAPs that appears to
have a dual specificity for both Ras and Rap, such as several
GAP1 (RASAL, CAPRI, and GAP'™*PP) family members and
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FIGURE 1. Ras and Rap effector proteins and GEFs. A schematic represen-
tation is shown of the domain structures of Ras and Rap GEFs and effector
proteins discussed here. RA domains/RBDs are depicted in pink, catalytic
domainsin blue, lipid-binding domains in green, and other domains in yellow.
Asterisks indicate domains required for Ras/Rap binding. C1, protein kinase C
conserved region 1; C2, Ca?*-binding motif; PIK, PI3K accessory domain;
PI3Kc, PI3K catalytic domain; CDC25, CDC25 homology; FHA, Forkhead-asso-
ciated domain; DIL, dilute; Ank, ankyrin repeat; CH, calponin homology; SAM,
sterile a-motif; cNBD, cyclic nucleotide-binding domain; PLCXY, phospho-
lipase C catalytic regions X and Y; DEP, Dishevelled/Egl-10/pleckstrin; EF, EF-
hand; histone, histone domain. 1) The interaction of Tiam1 with Ras has been
described for the RBD; for Rap, it was shown to bind to the DH-PH domain. 2)
The N-terminal cyclic nucleotide-binding domain is conserved in Epac2
alone, and the RA domain-like sequence in Epac1 is not recognized as such by
the SMART Database (smart.embl-heidelberg.de). 3) Although described to
be presentin PLCe (18, 45),a second RA domain in PLCeis notindicated in the
SMART Database.

synGAP (6, 7). The isolated GAP domains of these GAPs have
low activity for Rap in vitro, but due to allosteric regulation by
the additional C2 domain, they can function as RapGAPs in vivo
(7). This indicates that there are ways around the selectivity of
Ras- and Rap-mediated GTP hydrolysis.

Specificity of Ras Effectors

For Ras, the classic downstream effectors are the three Raf
kinases (c-Raf, A-Raf, and B-Raf), various PI3Ks, and RalGDS
family members. Raf proteins mediate the Ras-induced activa-
tion of the ERK (extracellular signal-regulated kinase)/MAPK
(mitogen-activated protein kinase) cascade. They contain an
RBD to which Ras binds with high affinity. Rap1 can also bind
the Raf RBD in vitro (8) and was proposed to mediate cCAMP-
mediated effects on Raf kinases in a cell type-dependent man-
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ner (9). However, other studies could not reveal a direct con-
nection between Rapl and Raf kinase signaling (10), and thus,
this result remains controversial. Another established Ras
effector is PI3K. PI3Ks are heterodimeric proteins with a p110
catalytic and a p85 regulatory subunit. The p110 subunit has an
RBD that binds to Ras. This interaction facilitates membrane
translocation but in addition allosterically regulates the kinase
activity (11). Rap has also been suggested to regulate PI3K. For
instance, Rap1 can modestly activate the p110a subunit of PI3K
(8), and in B-cells, Rap2 can bind PI3K, although in this system,
this correlates with an inhibition of PI3K-mediated protein
kinase B activation (12).

RalGDS, Rgl, and Rgl2 (RIf) contain an RA domain and are
GEFs for the small GTPase Ral, downstream of Ras. Their RA
domains efficiently bind to both Ras and Rap1 in vitro. Interest-
ingly, Rap1A has a higher affinity for the RalGDS RA domain
than Ras and, indeed, also binds ixn vivo to RalGEFs (8). How-
ever, despite high affinity binding to Rap, evidence that endog-
enous Rapl activation mediates RalGDS-Ral activation is
lacking.

Effectors for Rap Proteins

A large number of proteins have been identified as effectors
of Rap proteins, particularly the adapters RAPL, Riam, AF-6,
and Kritl; the RacGEFs Tiam1 and Vav2; and the RhoGAPs
RA-RhoGAP and Arap3.

AF-6/Afadin—AF-6 is an adapter protein that localizes to
cell-cell junctions and contains two RA domains. With its
N-terminal RA domain, it binds both Ras and Rap1 with high
affinity. Although initial studies showed that AF-6 may partic-
ipate in Ras-induced junction breakdown (13), others showed
that AF-6 binds p120 catenin in a Rap-dependent manner to
prevent internalization of E-cadherin (14). However, a longer
isoform of AF-6 that regulates E-cadherin in a Rap-indepen-
dent manner was recently described (15). Thus, a clear picture
of the role of AF-6 as an effector of Ras and/or Rap in junctions
is still not present. In T-cells, AF-6 is a negative regulator of
Rap-induced integrin-mediated cell adhesion (16).

Krit1—XKritl (Krev interaction trapped 1) is a Rap1-interact-
ing protein that was originally identified in a yeast two-hybrid
screen (17). This protein, also called CCM1, is found mutated in
cerebral cavernous malformation, a disease associated with
defects in brain vasculature. Kritl has several ankyrin repeats
and a FERM (band 4.1/ezrin/radixin/moesin) domain. This
domain has a ubiquitin-like fold that is similar to RA domains
and RBDs and can bind both Ras and Rap, although the affinity
for Rap is higher than for Ras (18). In agreement with this,
recent evidence implicates Kritl as a major effector of Rap1 in
the control of endothelial cell-cell junctions (19). In these cells,
Kritl localizes to the junctions, where it associates with junc-
tional proteins and is required for the Rap1l-induced reduction
in basal and cytokine-induced permeability of the junctions.
Kritl also associates with microtubules, two other CCM pro-
teins (CCM2 and CCM3), and ICAP1 (a protein that binds to
and negatively regulates the 1 chain of integrins) (20). The role
of these proteins in Rap1/Krit1-mediated regulation of junction
permeability is currently unclear.
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Riam—Riam contains an N-terminal coiled-coil region, a
central RA and PH domain, and a proline-rich C-terminal
region, with multiple FPPPP motifs capable of interacting with
the EVHI1 domains of the actin regulatory proteins Ena and
Vasp. Riam interacts with active Rap1 to stimulate the adhesion
of Jurkat T-cells through B1 and B2 integrins (21). Ginsberg and
co-workers (22) showed that Riam is involved in stimulus-in-
duced, Rapl-mediated recruitment of talin. Talin subsequently
binds to and activates the 8 chain of integrin allb3. In T-cells,
Riam was found in a complex with ADAP (adhesion- and
degranulation-promoting adapter protein) and SKAP-55 (Src
kinase-associated phosphoprotein of 55 kDa), and this complex
is required for Rapl recruitment to the plasma membrane and
T-cell receptor-induced, integrin-mediated cell adhesion to
fibronectin and ICAM (intercellular adhesion molecule) (23).

RAPL—RAPL (regulator of adhesion and cell polarity
enriched in lymphoid tissues/Norel1B/Rassf5) is another regu-
lator of Rap-induced, integrin-mediated adhesion in T-cells. In
vivo, RAPL binds Rapl after stimulation through the T-cell
receptor or by chemokines. In the presence of active Rapl,
RAPL binds to the « chain of integrin L 32 (LFA-1), resulting
in its activation (24). Data from RAPL knock-out mice confirm
itsrole in lymphocyte adhesion. Lymphocytes lacking RAPL are
less adherent to ICAM and do not redistribute their integrins
after cytokine stimulation. They are defective in cell migration
and thus in homing to peripheral lymph nodes (25). Recently,
the kinase Mst1 was identified as an effector of RAPL in T-cell
adhesion. Activation of Rap1 promotes the binding of RAPL to
Mst1 and their relocalization with LFA-1 to the leading edge to
induce adhesion (26). Interestingly, whereas Rapl and RAPL
have been shown to regulate both LFA-1 affinity and cluster-
ing, Mstl overexpression enhances only LFA-1 clustering.
This suggests that LFA-1 clustering is critical for Rapl-in-
duced T-cell adhesion and that there may also be Mstl-in-
dependent mechanisms by which Rapl regulates LFA-1
affinity. Moreover, in a different T-cell line, RapL was found
to interact with Rap2B, regulating random migration and not
cell adhesion (27).

PKD1—Also PKD1 may regulate T-cell adhesion through
Rapl. Rap1 binds to the PH domain of PKD1, and this interac-
tion facilitates the activation of Rap1 as well as the recruitment
of both proteins to the cytoplasmic tail of integrins in the
immunological synapse (28). How the interaction with PKD1
induces Rap activation is currently unclear, but it does not
depend on the kinase activity of PKD1, indicating that PKD1
functions as a scaffold here.

IQGAPI—IQGAP1 is a scaffold protein that interacts with
actin and functions in a number of actin polymerization-driven
processes. Recently, Rap1 was found to interact with IQGAP1
in vitro and to colocalize with IQGAP1 at the cell membrane
(29). The precise role for Rap1 in IQGAP1 function is currently
unclear as both GDP- and GTP-bound Rap1 proteins bind to
IQGAP. Thus, the main function of both IQGAP1 and PKD1
appears to be the recruitment of Rap1 rather than being acti-
vated by GTP-bound Rapl1 to induce biological effects down-
stream of Rapl.
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Interconnectivity with Rac and Rho

In processes controlled by Rapl signaling, such as junction
formation and cell adhesion, Rho family proteins like Racl,
CDC42, and RhoA play a critical role. Rap proteins are directly
linked to these proteins through the interaction with the
RacGEFs Vav2 and Tiaml and the RhoGAPs Arap3 and
RA-RhoGAP.

RacGEFs—In a search for proteins that could mediate Rap1-
induced, Rac-dependent cell adhesion and spreading, Rap1 was
found to interact with both Vav2 and Tiam1 (30). Rap1 binds to
their catalytic DH-PH domain but does not affect the catalytic
activity of the two GEFs. Rather, Rap1 induces the translocation
of Vav2 to localize Rac activity to sites of cell spreading. In
T-cells, Rapl binds to Tiam1 as well (31). Here, Rapl is pro-
posed to recruit Tiam1 and the polarity complex to the future
site of polarization. There, by a currently unknown mechanism,
Rapl activates CDC42, which then activates the polarity com-
plex, which in turn activates Rac through Tiam1. Rac then con-
tributes to the induction of T-cell polarity. Because, in contrast
to active Rapl, active Rac or CDC42 alone does not induce
T-cell polarity, Rapl may induce a parallel pathway for T-cell
polarity, e.g. the Rap-RAPL and/or Rap-Riam pathway. Also in
neuronal cells, Rap1B through CDC42 and the polarity com-
plex regulates polarity by defining which of the growing neu-
rites becomes the future axon (32). Another connection
between Rapl and CDC42 was found in junction formation,
where Rapl, together with Src, mediates nectin-induced acti-
vation of FRG, a GEF for CDC42 (33).

For Tiam]l, the interaction of Rap1 with the DH-PH domain
is surprising because this protein contains a genuine RBD,
which mediates the interaction of Tiaml with Ras. Indeed,
Tiam1 mediates Ras-induced activation of Rac and thus is a
genuine effector of Ras as well (34). Rap1 was also reported to
bind an ill defined TSS (Tiam-STEF-SIF) homology domain in
Tiam2 (STEF) to mediate cAMP-induced, Epac-mediated acti-
vation of Rac (35). Because Tiam1 and Tiam2 are rather homol-
ogous, these different binding sites are surprising and may
require independent confirmation.

RhoGAPs—Arap3 is a dual GAP for both Arf6 and RhoA,
with five PH domains and an RA domain that interacts with Rap
but not Ras. In vitro, Arap3 GAP activity for Rho, but not Arf6,
is stimulated by Rap1. In vivo, activation of Arap3 by Rap1 also
requires PI3K activity. In cells, Arap3 seems to regulate growth
factor-stimulated formation of lamellipodia. Both overexpres-
sion and knockdown of Arap3 in endothelial cells interfered
with the normal ruffling response induced by PDGF (36).

RA-RhoGAP was identified in a yeast two-hybrid screen
using a human brain ¢cDNA library and active Rap1B as bait.
This protein has an RA domain and a RhoGAP domain and, in
addition, a PH domain and several annexin-like repeats. Active
Rapl binds to RA-RhoGAP and induces RhoGAP activity.
Notably, a mutant lacking the RA domain fails to bind Rap1 but
has higher GAP activity for RhoA, strongly suggesting that the
RA domain inhibits GAP activity, which is relieved upon Rap1l
binding. In undifferentiated neuronal cell lines, Rapl further
enhances RA-RhoGAP-induced neurite outgrowth, whereas
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small interfering RNA to RA-RhoGAP inhibits Rap-induced
neurite outgrowth (37).

Feedback Control and Interconnectivity

RapGEFs with an RA Domain—PDZ-GEF1 and PDZ-GEF2
are multidomain proteins that have, in addition to their cata-
lytic CDC25 homology domains, a PDZ domain, two cAMP-
related binding domains, an RA domain, and a C-terminal PDZ
domain-binding motif. Both proteins interact with junction
proteins of the Magi family, and indeed, PDZ-GEFs have been
implicated in the control of cell-cell junctions (38, 39). For
PDZ-GEF], it was shown that RaplA and Rap2B are the pre-
ferred binding partners for its RA domain (40, 41). This sug-
gests that PDZ-GEF is subject to positive feedback by Rapl.
PDZ-GEF2 can be activated by M-Ras to regulate Rapl-in-
duced LFA-1 activation in response to tumor necrosis factor-«
(42). Epac2 is also a multidomain protein with a regulatory
domain consisting of a DEP domain flanked by two cAMP-
binding sites and a catalytic region. An RA domain is located
between the REM and CDC25 homology domains. This RA
domain can interact with active Ha-Ras and may play a role in
the translocation of Epac2 to the plasma membrane (43). Also
Epacl has an RA-like sequence between the REM and CDC25
homology domains, but for this RA domain, no interacting pro-
teins have been identified yet.

PLCe—Members of the PLC family are key mediators of
many extracellular signals. Upon activation by receptors, PLC
converts phosphatidylinositol 4,5-bisphosphate into the pro-
tein kinase C-activating lipid diacylglycerol and the second
messenger inositol 1,4,5-trisphosphate, which raises the cyto-
solic calcium concentration. PLCe has, in addition to its lipase
catalytic domain, an N-terminal CDC25 homology domain and
a two C-terminally located RA domains (44). As an effector,
PLCe may be regulated by both Ras and Rap as both proteins
bind the C-terminal RA domain with high affinity (18, 44). For
instance, after PDGF stimulation, the rapid initial PLCe activa-
tion was mediated by Ras, whereas prolonged activation was
mediated by Rap1 (45). Originally, the Ras effector function of
PLCe was also supported by the observation that in PLCe
knock-out mice, Ras-mediated skin tumor formation was
reduced (46). However, more recent analysis indicates that this
reduction is caused by a non-autonomous effect, i.e. PLCe defi-
ciency resulted in a reduction in 12-O-tetradecanoylphorbol-
13-acetate-induced inflammation, suggesting that its role in
tumor formation may be due to an increased inflammatory
response (47). Recently, Epac and PLCe were shown to mediate
B-adrenergic receptor-induced calcium-induced calcium
release in cardiomyocytes, suggesting that Rap proteins acti-
vated by Epac induce PLCe activity (48). Also in 293 cells
expressing the B-adrenergic receptor, Epac mediates the acti-
vation of PLCe through Rap2B (49). Thus, both Ras and Rap1l
can activate PLCe, and differences in the reported selectivity
may depend on the cell context.

Asa GEF, PLCe has exchange activity for Rap1 in vitro that is
required for sustained PLCe activation upon PDGF stimula-
tion, suggesting that as a GEF, it mediates its own prolonged
activation through a positive feedback mechanism (50). Addi-
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tionally, PLCe may mediate cross-talk between the Ras and Rap
signaling networks.

Concluding Remarks

Ras and Rap are highly homologous proteins, each function-
ing in different but interconnected signaling networks. This
specificity of Ras and Rap is achieved by upstream regulatory
proteins and downstream effectors (Fig. 1). Most GEFs for Ras
or Rap contain a CDC25 homology domain and a REM domain
for catalysis, and the mechanism of nucleotide exchange is
comparable between RasGEFs and RapGEFs. However, the
interaction interfaces between the GEF and its GTPase differ
between the different pairs, generally resulting in their tight spec-
ificity for each other. In contrast, RasGAPs and RapGAPs do not
use the same catalytic mechanism. Whereas RasGAPs provide an
arginine side chain as the catalytic group, RapGAPs insert an
asparagine side chain in the GTP-binding pocket for catalysis. In
addition, GEFs and GAPs are multidomain proteins that regulate
these GTPases in time and space, and thus, localization and timing
are also important elements in the specificity.

A second way of ensuring specificity in signaling is through
effector proteins. Most effectors bind Ras and Rap proteins via
an RA domain or an RBD. In vitro, many of these domains bind
to both Ras and Rap, albeit with different affinity. However, in
vivo, the various effectors are rather specific. In part, this differ-
ence in selectivity for the RA domain/RBD may be determined
by flanking sequences or by differences in subcellular localiza-
tion. However, some effectors may be used by both Ras and Rap
proteins, e.g. AF-6 and Tiam1. The conclusion that the speci-
ficity of Ras and Rap is determined at least at two levels, by both
upstream regulators and downstream effectors, implies that
results obtained using overexpression of mutant GTPases that
are constitutively active lack at least one level of this specificity
control. Results obtained with such mutants should therefore
be interpreted with care.

For Rap, the list of effectors is rapidly expanding and contains
proteins both with and without catalytic activity, which are
mostly involved in all aspects of cell adhesion and modulation
of the actin cytoskeleton. A number of effectors have been
implicated in the control of integrins. For instance, in T-cells,
Riam, RAPL, and PKD have all been described as effectors.
They may form an “integrin activation complex” consisting of
Rapl and several effectors and perhaps further adapter pro-
teins, required to mediate integrin activation. This complex is
then translocated to the integrin upon Rap activation to induce
cell adhesion. Also a number of effectors have been identified
that regulate the actin cytoskeleton, in particular the GEFs
Vav2 and Tiam]1 for Rac proteins and the GAPs Arap3 and
RA-RhoGAP for Rho proteins. These effectors apparently
determine the balance between Rac and Rho signaling and, as
such, regulate the dynamics of the actin cytoskeleton. Finally,
an interesting aspect in the control of Ras family proteins is the
presence of RA domains in GEFs, such as Epac proteins, PDZ-
GEFs, and PLCe. These RA domains may be responsible for
feedback control or for the connection between signaling
networks.

Thus, in the last couple of years, it is truly appreciated that
Rap proteins serve in signaling networks that are largely differ-
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ent from Ras signaling networks. However, as with all signaling
networks, there is interconnectivity. It is the challenge for the
future to understand both networks and the interconnectivity
between these and other networks in full detail.
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