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Abstract

Cardiac differentiation involves a cascade of coordinated gene expression that regulates cell proliferation and matrix protein for-
mation in a defined temporo-spatial manner. Many of the KRAB-ZFPs are involved in cardiac development or cardiovascular dis-
eases. Here we report the identification and characterization of a novel human zinc-finger gene named ZNF649. The cDNA of
ZNF649 is 3176 bp, encoding a protein of 505 amino acids in the nuclei. Northern blot analysis indicates that ZNF649 is expressed
in most of the examined human adult and embryonic tissues. ZNF649 is a transcription suppressor when fused to GAL-4 DNA-
binding domain and cotransfected with VP-16. Overexpression of ZNF649 in COS-7 cells inhibits the transcriptional activities of
SRE and AP-1. Deletion analysis with a series of truncated fusion proteins indicates that the KRAB motif is a basal repression
domain when the truncated fusion proteins were assayed for the transcriptional activities of SRE and AP-1. These results suggest
that ZNF649 protein may act as a transcriptional repressor in mitogen-activated protein kinase signaling pathway to mediate cel-

lular functions.
© 2005 Elsevier Inc. All rights reserved.
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Mitogen-activated protein kinase (MAPK) pathways
are major signaling systems by which the cells transduce
extracellular signals into intracellular responses, such as
proliferation, differentiation, damage repair mecha-
nisms, and cell death. There are three kinase cascades
consisting of sequential phosphorylation and activation
of MAPK kinase kinases (MAPKKK), which phos-
phorylates and activates MAPK kinases (MAPKK),

* Abbreviations: MAPKK, MKK or MEK, MAPK kinase; MAP-
KKK or MEKK, a MAPKK kinase or MEK kinase; SRE, c-fos serum
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and in turn phosphorylates MAPKSs [1-3]. In mammals,
there are at least four distinct groups of MAPKs: extra-
cellular signal-related kinases (ERK)-1/2, Jun amino-
terminal kinases (JNK1/2/3), p38 proteins (p38a/B/y),
and ERKS. One of the most studied targets of MAPK
signaling pathways is transcription factors, which regu-
late transcription immediate-early gene expression
[4,5]. The MAPKSs at the end of these signaling cascades
phosphorylate their target proteins, such as transcrip-
tion factors (C-jun, Elk-1), which regulate transcription
immediate-early gene expression through binding to the
serum response element (SRE) [4]. MAPKSs phosphory-
late its transcription factors that are involved in induc-
tion of fos genes, whose products heterodimerize with
Jun proteins to form activation protein 1 (AP-1) com-
plexes. Activation of AP-1 involves the direct phosphor-
ylation/dephosphorylation of AP-1 components as well
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as the phosphorylation and activation of transcription
factors that induce elevated expression of c-jun or c-
fos [6-8].

The zinc-finger protein (ZFP) family belongs to one
of the largest human gene families and contains many
of the currently known transcription factors. The zinc-
finger motif contains spatially conserved cysteines (C)
and histidines (H), which coordinates a Zn>" and causes
the intervening amino acids to loop out and form the
secondary structure [9,10]. Zinc-finger motif may be in-
volved in the interaction of DNA and protein or protein
and protein [11]. ZFPs are involved in the binding of
transcription factors to their cognate DNA recognition
site, resulting in the specific activation or repression of
gene expression during cell differentiation and develop-
ment [12]. More than one hundred ZFP genes have been
found in cardiac cardiovascular system. Based on the
structure of zinc-finger motifs, these ZFPs can be divid-
ed into seven types: C,H,-, C,C,-, CoHC-, C,HC,C
(HD)-, C3H-, C3HCy4-, and combination types (contain-
ing more than one type of zinc finger) [13]. The C,H,
type is the primary type of ZFP genes present in cardio-
vascular system. The zinc-finger nucleic acid-binding
motif (C,H;) occurs in hundreds to thousands of verte-
brate proteins and is traceable to all eukaryotes [14].
One family of zinc-finger genes, termed the Kruppel type
family, encodes C,H, fingers where the zinc-finger mo-
tifs are located in tandem arrays of various sizes. KRAB
is enriched in charged amino acids and can be divided
into subregions A and B, which are predicted to fold
into two amphipathic o helices [17]. The KRAB domain
functions as a transcriptional repressor when tethered to
the template DNA by a DNA-binding domain and is
also involved in protein—protein interactions [15,16].
Transcription factors play an essential role in altering
gene expression. It has been estimated that 10% of pro-
teins within a cell are transcription factors that regulate
important cellular processes, including cell lineage deter-
mination, differentiation, cell growth, and temporal or
cell type-specific gene expression [18].

In this report, we identified a novel KR AB-contain-
ing zinc-finger protein, named ZNF649, from human fe-
tal cDNA library. Overexpression of ZNF649 in cells

inhibits the transcriptional activities of SRE and AP-1.
Deletion analysis with truncated fusion proteins indi-
cates that the KRAB motif is a basal repression domain
when cotransfected with VP-16 and suppresses the tran-
scriptional activities of SRE and AP-1. The results sug-
gest ZNF649 may act as a new repressor in growth
factor-mediated signaling pathway.

Materials and methods

Construction of ¢DNA library of human embryo heart. The total
RNA from 20-week human embryo heart was extracted using standard
methods. The RNA was pretreated with DNase I (RNase free) to
eliminate DNA contamination. mRNA preparation and reverse tran-
scription reaction were performed using a cDNA PCR Library Kit and
cDNA Synthesis kit according to manufacturer’s protocol (Takara).
Briefly, 5 pg mRNA was purified from 500 pg total RNA using Rapid
mRNA Purification Kit (AMRESCO). Reverse transcription reactions
were performed with the purified embryonic heart mRNA and oli-
go(dT)-RA primer according to cDNA synthesis kit protocol. After
Cassette Adaptor Ligation reactions using cDNA PCR Library Kit,
cDNA amplification reactions were performed with RA primer, CA
primer, and TaKaRa Ex Taq [19].

Full-length ¢cDNA cloning and bioinformatics analysis. The consen-
sus sequence of KRAB region was used to search human EST database
with BLASTx algorithm [http://www.ncbi.nlm.nih.gov/BLAST]. A
PCR was performed using the heart cDNA library as the template
according to standard procedures. The amplification products were
separated by agarose gel and the bands were cloned into PMD gT-
vector (SANGON). The transformants were randomly chosen and
sequenced with 250 DNA Sequencer (ABI PRISM) according to
manufacturer’s procedures. The sequence obtained was subjected to
human homology search against expressed sequence tag (EST) data-
base using BLASTn. To confirm the cDNA sequence from the data-
base, one pair of gene-specific primers, SI and S2 (Table 1), were
designed based on the sequences of the six ESTs (CB151734.1,
CN392794.1, AI284154.1, CA395211.1, BI89355.1, and BX097174.1)
for RT-PCRs. 5'-Gene-specific reverse primers (R1 and R2) were de-
signed for 5'-RACE reactions according to the previous method [20].
5’-RACE were performed using SMART RACE cDNA Amplification
Kit (Clonetech). All the PCR products were then cloned into
pMDI18T-vector (Sagon) and sequenced with 377 DNA Sequencer
(ABI PRISM). Sequence analysis was performed using the DNASTAR
program and BLAST program from NCBI. Blastn program was used
to identify the cytological locus of genes and to look for exons and
introns. Analysis of ZNF649 sequences was performed by DNAstar
software. BLASTn and Pfam 9.0 were used to analyze the genomic
structure and the protein domain, respectively. The homologues of

Table 1
Sets of specific oligonucleotide primers
Primers Nucleotide sequence Programs Cycles
S1 5" AGACGAAGCATCCCAGTT 3’ 94°C, 30s 30
S2 5" CATTCCGCTGGAGGCTAT 3’ 56 °C, 30s

72 °C, 1 min
S3 5" GACTCGAGATCCCAGTTCTTGGGTAT 3’ 94°C, 30's 28
S4 5" ATGTCGACTGTGGGCAAACTCACACT 3’ 58°C, 30s

72 °C, 1 min
R1 5" GCCGCCATAGGCCAGTGCCGGGGTT 3/ 94°C, 30s 32
R2 5" GCCGCCATAGGCCAGTGCCGGGGTT 3/ 53°C, 30s

72 °C, 1 min
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ZNF649 were found with BLASTp, and the sequence alignment and
phylogenetic tree analysis were performed with MegAlign program
(DNAstar).

Northern blot analysis of ZNF649 expression in human fetal and adult
tissues. Membranes containing mRNA from a variety of adult tissues
and membranes containing total RNA from 23-week embryonic tissues
were hybridized with cDNA probe specific for ZNF649. The ZNF649
¢DNA was labeled with [0->?P]JdCTP by using a Random Primer
Labeling Kit (TaKaRa). An adult human Multiple Tissue Northern
blot (Clontech) and the embryonic blot were hybridized sequentially to
the radiolabeled ZNF649 cDNA probe and B-actin cDNA probe
(Clontech) [10]. Hybridization was carried out with 5x SSC, 5x Den-
hardt’s, 10% dextran sulfate, and denatured human DNA, at 65 °C
overnight. After hybridization, the blots were washed three times at
65 °C in 2x SSC containing 0.1% SDS for 5 min and twice in 0.1x SSC
and 0.1% SDS at 65 °C for 15 min, and then subjected to autoradiog-
raphy at —80 °C. The blots were stripped by incubating for 10 min in
0.1x SSC and 0.5% SDS at 95 °C. The membranes were reprobed with
radiolabeled B-actin cDNA as an indicator of mRNA loading [21-26].

Cell culture, transient transfection, and subcellular localization
analysis. COS-7 cells used in all studies were maintained according to
standard methods in DMEM (Dulbecco’s modified Eagle’s medium;
Gibco BRL) supplemented with 10% fetal calf serum (FCS) in an
humidified atmosphere of 95% air and 5% CO,. The ZNF649 ORF was
subcloned into the Xhol and Sall sites of pPEGFP-N1 vector with the
TGG codon instead of the TAG stop codon. Cells were transfected
with pEGFP-N1-ZNF649 using Lipofect AMINE (Invitrogen)
according to the method described previously [21]. Forty-eight hours
after transfection, cells were fixed with 4% paraformaldehyde for
15 min and washed with PBS three times. Then the nucleus was stained
with 4',6’-diamidino-2-phenylindole hydrochloride (DAPI). Subcellu-
lar localization of the EGFP-ZNF649 fusion protein was detected
using a Nikon inverted fluorescence microscope.

Transient expression reporter gene assay. ZNF649 ORF was sub-
cloned into the BamHI and Sall sites of the pPCMV-BD vector in-frame
to construct pCMV-BD-ZNF649 for GAL-4-ZNF649 fusion protein.
Then pCMV-BD-ZNF649 or pCMV-BD is transiently co-transfected
into COS-7 cells along with the pL8GS5-Luc reporter and pLexA-VP-16
using Lipofect AMINE as described above. Forty-eight hours later, the
luciferase activity assay was performed according to the protocols of
Stratagene [22]. Relative luciferase activity was normalized for trans-
fection efficiency by co-transfection with pCMV-lacZ and spectro-
photometric analysis. Each experiment was performed in triplicate and
each assay was repeated at least three times. The means of the data
from three individual transfected wells are presented after normaliza-
tion for fB-galactosidase activity.

The ZNF649 ORF was then subcloned into the BamHI and Sall
sites of the pCMV-Tag2B vector in-frame. The luciferase reporter
plasmids were described in previous studies. COS-7 cells were co-
transfected with pFR-Luc, pFA2-SRE, pFC-MEKI, and pCMV-
Tag2B-ZNF649 or pCMV-Tag2B vector to investigate the effect of
ZNF649 on the transcriptional activity of SRE. To examine the effect of
ZNF649 on the transcriptional activity of AP-1, cells were co-trans-
fected with pAP-1-Luc and pCMV-Tag2B-ZNF649 or pCMV-Tag2B
vector. Forty-eight hours later, the luciferase activity assay was per-
formed according to the protocols of Stratagene [23]. Relative luciferase
activity was normalized for transfection efficiency by co-transfection
with pCMV-lacZ and spectrophotometric analysis. Each experiment
was performed in triplicate and each assay was repeated at least three
times. The means of the data from three individual transfected wells are
presented after normalization for B-galactosidase activity.

Transient expression reporter gene assays of KRAB motif and zinc-
finger motif in ZNF649. ZNF649 sequence was separated into five
segments as described above and transcriptional reporter assays as
described above. Each experiment was performed in triplicate and each
assay was repeated at least three times. The means of the data from
three individual transfected wells are presented. ZNF649 sequence was

separated into four segments: segment KRAB involving KRAB do-
main; zinc-finger domain and C-telopeptide and transcriptional
reporter assays as described above. Each experiment was performed in
triplicate and each assay was repeated at least three times. The means
of the data from three individual transfected wells are presented after
normalization for B-galactosidase activity.

Results and discussion
Molecular cloning and domain structure of ZNF649

With the aim of identifying genes involved in heart
development and in cell signaling pathway, we have per-
formed a screen of heart cDNA library that was con-
structed from a 20-week-old human heart embryo.
Since nucleotide sequences of the Kruppel-like zinc-fin-
ger motif are highly conserved, it was feasible to isolate
similar genes of this family by PCR amplification with
degenerate oligonucleotide primers [22]. The PCR was
performed using the heart cDNA library as the template
and the sequences obtained were subjected to human
homology search against expressed sequence tag (EST)
database using BLASTn. A number of ESTs represent-
ing the same novel gene were identified in a further
search. The partial cDNA sequence of this novel gene
was assembled from ESTs BX954697, BX327729,
CR739576, BX089598, and BM724141. To confirm the
cDNA sequence from the database, two pairs of gene-
specific primers (Table 1), the first forward primer in
BX954697(S1) and the reverse primer in BX327729(S2),
and the second forward primer in BX954697(S3) and
the reverse primer in CR739576(S4) were designed using
Primer Premier 5.0 to perform standard PCR. The heart
cDNA library was used as template and a 1556 bp PCR
product was obtained and confirmed to be the cDNA se-
quence of this new gene. Combining the results of the
overlapping EST analysis, Northern blotting, and 5'-
RACE, the 3176 bp full-length cDNA of the novel gene
was confirmed, which was named zinc-finger protein 649
(ZNF649) as approved by HUGO Nomenclature Com-
mittee. The nucleotide sequence data reported here are
available in GenBank.

The ZNF649 gene consists of an open reading frame
(ORF) of 1518 bp extending from the first ATG codon
at nucleotide 269 to a termination TGA at 1786, a
268 bp 5’-untranslated region (UTR), and a 1390 bp
3’-UTR with a consensus polyadenylation signal (aa-
taaa) [27] (Fig. 1). The deduced ZNF649 protein has
505 amino acids (Fig. 1A) with a calculated molecular
mass of 59 kDa. ZNF649 is assigned to human chromo-
some 19q13.41 according to the mapping information in
NCBI, and spans approximately 17 on the genome.
ZNF649 gene contains five exons and four introns on
the genome (Fig. 1). A summary of the various sizes
of the exons and introns and the sequence of the splice
junctions is shown in Table 2. The exon-intron
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Fig. 1. Nucleotide sequence and deduced protein sequence of ZNF649. (A) The nucleotide sequence and predicted protein sequence of ZNF649. The
nucleotides are numbered in the left and the amino acid sequence is shown in capital letters. The transcriptional starting and stop codons are marked
with red italics. The poly(A)* signal AATAAA is underlined. The KRAB box is boxed and shaded in gray. The zinc-finger motifs are underlined. (B)
The domain structure of ZNF649. KRAB box is at N-terminal of the sequence and 10 zinc fingers in the C-terminal of the sequence.

boundaries conform to the consensus splicing signals,
where there are a gt and an ag dinucleotide at the 5’-do-
nor and 3’-acceptor sites, respectively. Analysis of
ZNF649 protein using the SMART program indicates
that amino acid sequence of ZNF649 contains an N-ter-
minal Kruppel-associated box (KRAB) domain (amino
acids 8-68) and 10 C,H, zinc-finger motifs that extend
to the end of the protein sequence (Fig. 1B).

ZNF649 is conserved during evolution

A search of published DNA databases for sequences
similar to that of ZNF649 demonstrated that they had
varying degrees of similarity to a number of previously
identified C,H, type zinc-finger proteins. The alignment

of amino acid sequences between the N-terminus
(KRAB domain) of ZNF649 indicates that KRAB box
of ZNF649 belongs to the classical KRAB-AB box
(Fig. 1B). Sequence analysis and database comparison
indicate that the predicted protein contains 10 different
C,H, zinc-finger domains in tandem arrays, characteris-
tic of transcription factor proteins of this family. The
amino acid sequence of this region was aligned with sim-
ilar domains in several other zinc-finger proteins of
Homo sapiens, such as ZNF613, ZNF615, and
ZNF350. By comparing some sequences and structure
of zinc-finger family proteins existing in different species,
the putative evolutionary relationship of these genes is
depicted by a phylogenetic tree using a multiple se-
quence alignment program (Fig. 2).
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Genomic structure of the ZNF649 gene

Exon number

Exon size (bp)

Splice donor site Intron size (bp)

Splice acceptor size

1
11
111
v
v

81
202
127

96

2662

GTGAGTGTTTGGGT 4619
GTAACTTTTGGTTT 3114
GTGAGGACAGCTGC 284
GTAAGTGAGAGAGA 4574

TTTTTACTCCATAG
CTGTGTTATTACAG
TTTCCCACAAACAG
GTTCTCTCTCTTAG

Note. Summary of the sizes of the exons and introns of the ZNF649 gene based on the comparison of the cDNA and the genomic sequence. Invariant
nucleotides (GT/AG) are in bold italics.

A
49

INF513 mote
zine finger
P524366 Pan

1 11 21 31 41 51 61 71 81 91
q'ncfmzsumnvmr'rwnqunsrmlmr_mmumsnvsvmr;qrerl'nmﬂ?L'Fi‘L;n ] mﬁmmjip;mgqgmm[["ud
KBQESLILEDVAVEFTHEEVALLGR AQKDLY RDVILENYSHLVSVGIQASKFDALF KLEQGE - VEVETHSOICPETKIY WHLOWHSORORCLIR
gmg:mzsm_znvmnqumspmlmmwnsn@rﬂmw&n&ﬁnm@muﬁm@ ETRIEIDPLAHHLANGSIQRS
SPQQESLALEDVAVEFTHEEWQLLGP AQKDLYRIVMLENY SHLVEY- ETRKYDNHLOIHSkeRCEId

Consensus

afi49
ZNF513 mote
zine finger
P524356 Pan

m qesltledvav fiweewq 1 pagkdlyrdwmlenysnlwsvzyqa kpdal Kle ge t 2 el s el kd hlq hqq ll

101 111 121 131 141 151 161 171 181 191
"GAREEH GRTLESYLoE O RREERe AEFHGDG-RRDmEQ PTER FPE-Ric - Frsar o

CHIOIAFGHT THIRKSFFLRQNHDTFDLHGKT K HL SLYONKE GVNGDGRSLHKIEQFHNENF P EGGNS VISP TRHORTON
V/QEHE: SMEGHTI QK - FLLER! COTFDLHEKPLSHL FENQ 35S mncﬁ;fmnelrmrmlmg—mnmmm
VEQCHKHNAR GRTTHRRKSDFFLRQNHD TFDLHGKI LS L SLVRONERTET - NSV VHGD GKSFLHAKHE S FHNENNF F EGGHS VTHSQF TKHIRTON

Consensus

af549
INF513 mrote
zine finger
P5243556 Pan

v qch hn fani gk £ 1 q dtfdlhgk 1ksnlsl ng ry kns ngdgksflha heqf em fpe nt sqfikhgrt n

201 211 221 231 24t 251 281 211 281 291
tefuecicorrLdsabren s aeveshomrorU e :
TDKP M TECGRAF LIRS R L RN GBI HoCS IO RAF SRKSGLT B R HHT GEKP Y ECTECDRAF R ESQLIAMIICHT GERS YICS DO GRGRTR
Iz;imﬁcamuuq;@mﬂemwcsl:sm Mmmmmmmﬁﬂmmm
IDKPHYCTECGEAF LEKS RLTYHARYHT GERF HGCS ICGRAF SRESGLTEHARNHT GEKP Y ECTECDKAFRY KSQLNAHRKTHT GERSYICSICGRGRTE

Consensus

o549
ZNF513 mote
zine finger
XP524356 Pan

1 k hvectecgkaflkks 11 hqrvhtgekph cs cgkafsrks ltehqr ht k wyectecdk £ ksqln hgk h g k v cs cgk fik

301 311 321 331 341 351 361 3 381 391
—----—---msmnscswam‘fﬁrmmfﬂm:c-mmr:sncemrm«sfmz}qmmsnmlacgtelrsmcful\émn;rmng
RS EHHRRYHT GECP HGCS L0 AP SKRSRL T EHQRTHT GEP Y ECTECDKAY BHKSQLNRHGKKHT XS YECRICGRGR IQHGHLIVHQET HT G2
In:fmi‘ffmx]rm'cmHscsl:cmsfIPSLTT}NIBMEMICSECGKIHEWLTM'mmlmmmmnumzmm;mcnn
KSRLINHRRVHIGERP HGCSLOGKAF SKRSKLT EHORTHIGERF Y ECTECDKAF AHEKANTGERSEICRDCGRGF TAKGHLIVHORT HTGEXE

Consensus

o549
ZNF513 mote
zine finger
XP524356 Pan

k rli hqr htgekphgeslegkafsle rltehqrihtgekpy c ec kaf ks 1 ahq htgek 1c cgkgf k livhqr htgekp

401 411 421 431 441 451 461 471 481 4a1

!Ttszcaxcrmum{mmcmmcxtslclrmp.lmallmmmr'nm.: E8ursGLr ofGere i SncoKAF LTI
FICHECGHG IQKGHLLIHRRTHT GEKP T ¥CHECGEGF SKTCLISHRFHT GRTP FVCTECGRSCSHESGLT BHURINTGEKF Y ICSDCGHAF RIKSCL
i
¥

TCSECGRGFSWEHC IO RTHT GERP YK NECGRGFALKSPLIRHARTHT GE P fVCTECRKFIMES | LI VHIRTHTAEKP YICHDCGRGFTVESRL
1CNEEGKGFWRT}{TGEKHmmmmmmeﬂtmmmmﬂYmmchmm

Consensus

ofH49
ZNF513 mote
zine finger
1P524356 Pan

y ¢ ecgkgfigksnl 1h rthtgekpy cnecgkgfsqk cli hqr htgktpfvetecgk cs ksgli hqrihtgelpy csdegkaf ks 1

501 511 521 531

IVICRTHT GERFYGC T ECEIEFSCL IR RREK

NRHRRTHTGERPYGCSDCGRARSHLSCLVEHEGMLIARER

IVHQRTHTGERPYVC ECGKGR AKTRLGH:-RTHI GEK
RURRTHTGERP 16 EDCGRARSHISELY EonDyAREK

Consensus

B

h rthtgerpyze

cgkaf selv hk  h rek

ZNF649[Homo sapiens].PRO
ZNF&13 protein [Homo sapiens]..PRO
ZNF432 protein [Homo sapiens]..PRO
ZipB29 protein vus musculus].PRO

KIA207938 protein [Homo sapiens]).PRO

LOCES8371[Drosophila melanogaster].PRO

NP_082406 vus musculus]..PRO
zing finger protein 615 [Homo sapiens]..PRO

748

H#P_524366 [Pan troglodytes].PRO

500

200 100 a0 i1} 10 5 7 | 0
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ZNF649 is expressed in most of the human adult and
embryonic tissues

Northern blot analysis was performed to determine
whether ZNF649 has a restricted pattern of expression.
We used ZNF649 cDNA as the probe to examine its
expression at adult and fetal multiple tissues. Northern
blot analysis detects an expected transcript of about
3.2 kb in the 20-week embryo tissues, including heart,
brain, placenta, lung, liver, skeletal muscle, kidney,
and pancreas (Fig. 3A). The expression of ZNF649 at
adult is predominant in heart, skeletal muscle, and
brain, but weaker in other tissues (Fig. 3B). The control
2.0 kb B-actin mRNA was present in all tissues.
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Fig. 3. Northern blot analysis of ZNF649 in human adult and
embryonic tissues. (A) Twenty-week fetal tissues. (B) Human adult
tissues. The cDNA of ZNF649 was labeled with [0-*?P]dCTP and used
as the probe.

A

Subcellular localization of the ZNF649 protein

We examined the subcellular localization of ZNF649
to determine whether it could function as a transcrip-
tional regulator. The pEGFP-N1-ZNF649 was transfec-
ted into COS-7 cells, and 48 h after the transfection, the
cells were visualized with fluorescence microscope after
labeling with DAPI for the nucleus. As shown in Fig.
4, ZNF649 protein distributes evenly in the nucleus
when overexpressed in cells. The combined image shows
that ZNF649 protein exists primarily in the cell nucleus
(Fig. 4C), although we could not rule out the possibility
that the protein also exists in the cytoplasm as shown in
the fluorescence staining of the protein in the cell.

ZNF649 is a transcription repressor

To examine a potential function for ZNF649 in tran-
scriptional activity, we constructed a fusion protein of
ZNF649 with the DNA-binding domain (BD) of yeast
transcription factor GAL-4 under the driving of a
CMYV promoter, the pPCMV-BD-ZNF649. We examined
the transcriptional activity of ZNF649 by co-transfect-
ing of the COS-7 cells with pCMV-BD-ZNF649 and
the reporter, pL8G5-Luc. The pL8GS5-Luc reporter con-
tains eight copies of the LexA DNA-binding sites and
five copies of the GAL-4 DNA-binding sites linked to
the luciferase reporter gene. In this system, transcrip-
tional activity of ZNF649 could affect luciferase gene
expression and luciferase activity. When co-transfecting
with pL8GS5-Luc plasmid, the GAL-4-ZNF649 fusion
protein inhibited luciferase activity by 1%. While co-
transfecting with pLexA-VP-16, the GAL-4-ZNF649 fu-
sion protein inhibited the VP-16-activated luciferase
activity by 65% (Fig. 5). Therefore, ZNF649 is able to
suppress transcriptional activity of reporter gene when
targeted to the template via the GAL-4 DNA-binding
domain, which suggests that ZNF649 may play direct
roles in transcriptional repression.

Fig. 4. Cellular localization of the ZNF649 protein in COS-7 cells. (A) EGFP- ZNF649 is localized both in the nucleus and the cytoplasm when
transfected into the COS-7 cells. (B) The nucleus of the cells was stained with DAPI. (C) The combined image of (A) and (B), showing subcellular

localization of ZNF649 when overexpressed in COS-7 cells.
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Fig. 5. ZNF649 is a transcriptional suppressor. Forty-eight hours after
transient transfection, the luciferase activity assay was performed. The
data are means of three repeats in a single transfection experiment after
normalization for p-galactosidase activity. Each experiment was
repeated at least three times. pPCMV-BD-ZNF649 or pCMV-BD is
transiently co-transfected into COS-7 cells along with the pL8G5-Luc
reporter and pLexA-VP16 as indicated in the figure.

ZNF649 suppresses SRE- and AP-1-mediated
transcriptional activation

KRAB type proteins play important roles in a variety
of cellular functions from cell proliferation, cell apopto-
sis, to different cell signal transduction pathways. We
performed pathway-specific reporter gene assays to mea-
sure the modulation of SRE and AP-1 by ZNF649 in the
COS-7 cells. As shown in Fig. 6A, full-length ZNF649
reduced SRE transcriptional activity by 74.5%. Further-
more, using AP-1-Luc designed for monitoring the reg-
ulation of the activator protein 1 (AP-1), ZNF649 was
found to reduce AP-1 transcriptional activity by ~65%
(Fig. 6B). Taken together, our results suggest that
ZNF649 is a transcriptional repressor, which suppresses
transcriptional activities of SRE and AP-1 transcription-
al factors.

KRAB motif represents potent repression domain

To examine whether the KRAB motif and ZNF mo-
tif in ZNF649 function as a potent repression domain
in transcriptional activity, a series of truncated
pCMV-Tag2B-ZNF649 fusion proteins were examined
for their transcriptional suppression activity. We con-
struct some fusion proteins of pCMV-Tag2B-KRAB,
pCMV-Tag2B-C,H,, and pCMV-Tag2B-c and then
performed pathway-specific reporter gene assays to
measure the modulation of SRE and AP-1 by 10 ZF
and KRAB in the COS-7 cells. As shown in Fig. 7A,
expression of pCMV-Tag2B-KRAB significantly re-
duced the endogenous SRE-luciferase activity by
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Fig. 6. Overexpression of ZNF649 suppresses transcriptional activities
of SRE and AP-1. (A) Inhibition of SRE-Luc transcriptional activity
by the overexpression of ZNF649. (B) Inhibition of AP-1-Luc
transcriptional activity by the overexpression of ZNF649. COS-7 cells
transfected with reporter plasmid and the corresponding plasmids are
shown in the figures. Forty-eight hours later, the luciferase activity
assays were performed. The data are means of three repeats in a single
transfection experiment after normalization for B-galactosidase activ-
ity. Each experiment was performed at least three times.

72.3%. The C,H, motif and the C-telopeptide region
exhibited a slightly repressive activity. We then tested
the effect of pCMV-Tag2B-KRAB on the transcrip-
tional activity of AP-1 and found that expression of
pCMV-Tag2B-KRAB strongly inhibited the endoge-
nous transcriptional activity of AP-1 and no obvious
repressive activity for the CoH, motif and the link re-
gion (Fig. 7B). Taken together, our results suggest that
the KRAB domain of ZNF649 represents a basal
repressive domain in transcriptional regulation.
Mitogen-activated protein kinase (MAPK) signal
transduction pathways are among the most widespread
mechanisms of eukaryotic cell regulation. All eukaryotic
cells possess multiple MAPK pathways, each of which is
preferentially recruited by distinct sets of stimuli,
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Fig. 7. The KRAB domain of ZNF649 is required for the transcriptional repression activity of the protein. (A) Inhibition of SRE-Luc transcriptional
activity by the overexpression of the truncated fusion proteins of ZNF649. (B) Inhibition of AP-1-Luc transcriptional activity by the overexpression
of the truncated fusion proteins of ZNF649. The full-length and different truncated forms of ZNF649 were generated and transiently transfected into
COS-7 cells along with the reporter to identify the repression domain of the protein. Each experiment was performed in triplicate and each assay was

repeated at least three times.

thereby allowing the cell to respond coordinately to mul-
tiple divergent inputs. Mammalian MAPK pathways
can be activated by a wide variety of different stimuli
acting through diverse receptor families, including hor-
mones and growth factors. The biological effects of
MAPKs are mediated by downstream phosphorylation
substrates, which in the nucleus are often transcription
factors. MAPK pathways are involved in multiple cellu-
lar processes through phosphorylating their specific end-
point targets such as Elk-1 and SRE, which forms a
ternary complex together with SRF to induce expression
of c-fos and other early response genes. SRE is one of
the several cis elements which mediate c-fos induction
and is recognized by a dimer of the serum response fac-
tor (SRF) that recruits the monomeric ternary complex
factors (TCFs). The c-fos products heterodimerize with
c-Jun proteins to form AP-1 complexes. Activation of
AP-1 involves the direct phosphorylation/dephosphoryl-

ation of AP-1 components as well as the phosphoryla-
tion and activation of transcription factors that induce
elevated expression of c-Jun or c-fos. Therefore, at the
end of these signaling cascades, MAPKs phosphorylate
their target transcription factors. Our observation indi-
cates that ZNF649 is a regulator of transcriptional fac-
tor complexes and may suppress SRE and AP-1
transcription activities mediated by growth factor sig-
naling pathways in the cell.

Kruppel-associated box (KRAB) is an evolutionarily
conserved protein domain with respect to the finger re-
peats which represents the distributed transcriptional
repressor motif when tethered to the template DNA
by a DNA-binding domain. The potential a-helical
structure of KRAB domain may mediate protein—pro-
tein interaction [28-33]. Analysis of the KRAB domain
sequence of ZNF649 reveals that the KRAB domain
shows high homology to other zinc-finger proteins,
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including two conserved motifs DV (at position 12-13)
and MLE (at position 37-39) which have been shown
to be important for repression and interaction with
TIF1-B. The zinc-finger domain is found in a large num-
ber of eukaryotic proteins and represents a nucleic acid-
binding motif. Additional studies also support that
KRAB domain is likely to form a protein—protein com-
plex. Therefore, it is possible that, via the KRAB do-
main and zinc-finger domain, ZNF649 protein binds
to other transcription factors and regulators to form
the mammalian Mediator complex needed for basal-le-
vel and specific transcription.
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