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ABSTRACT

o-fetoprotein (AFP) is a protein that is active during liver development and
hepatocellular differentiation that is under the transcriptional control of two regulators —
Afrl and Afr2. Afr2 acts to transcriptionally reactivate AFP in liver regeneration and
tumorigenesis. This observation led to AFP utilization as a diagnostic marker for
hepatocarcinogenesis. The purpose of this study was to identify and clone Afr2 candidate
genes. To begin, the AFP promoter was analyzed for potential transcription factors. A
genetic map of chromosome 2 was corrected and utilized to localize the candidate region
more accurately. This region was analyzed for genes variant between two mouse strains
(C3H/HelJ and C57BL/6) with opposite AFP reactivation phenotypes. Candidate genes
were also identified from gene expression analyses from the same strains. These variant
genes were then analyzed for interactions with potential AFP transcription factors and
others within the candidate pool. This identified a candidate pathway containing Ciaol,

WTI, and Ywhae.
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I. INTRODUCTION

The Liver in Development and Disease

The liver is the largest internal organ and performs a wide variety of homeostatic
functions, including the production of digestive enzymes that are important for
macromolecule metabolism (NIH 2009), detoxification of harmful chemicals in the
blood, removal of worn-out erythrocytes from the blood, storage of macromolecules and
vitamins, and production of various hormones. One of the most distinguishing properties
of the liver is it’s potential for regeneration upon damage. The liver has the ability to
regenerate up to 2/3 of the organ body if it is damaged or removed, while still
maintaining homeostatic functions (Michalopolous 2007).

The liver’s regenerative process mimics embryonic liver development, making it
possible to study genes that are active during the developmental processes leading to
competence. There are a multitude of genes that are implicated as having a role in both
liver development and regeneration (Zaret and Grompe 2008, Shin and Monga 2013).
One of the major proteins involved in the development of the fetal liver is a-fetoprotein
(AFP). This protein seems to function not only in initial liver development in utero, but
also in both the regenerative and tumorigenic processes of the liver (Tomasi 1977). In
early development, AFP is present and active in the endoderm of the foregut at low
levels. Once the foregut begins to differentiate under the action of the transcription
factors Foxal and Foxa2, the portion that is to become the liver begins to express higher

levels of AFP. AFP gene expression is then transcriptionally silenced after the perinatal



period and repressed during the postnatal period due to a number of genes (Prox!, Hex,
Hix, HNF4a, GATA6, HNF1[3, and HNF6), all of which have been shown to be
transcriptional regulators of multiple hepatic genes (Spear et al 2006). However, AFP
gene expression is transcriptionally reactivated during liver regeneration (Lin et al 2009),
as well as in liver cancer (Spear 1999). Two regulators for AFP mRNA expression were
initially found using mouse genetics: Afr/ and Af2. Afr1 functions almost exclusively in
the embryonic expression of AFP, while Af2 has been shown to control AFP levels
during liver regeneration and tumorigenesis (Spear 1999). Further exploration identified
Zhx2 as the Afrl gene through the use of positional cloning (Peterson et al 2011). While
some information has been gained about Afr2-mediated regulatory mechanisms, the
molecular identity of Afr2 remains unknown.
Afr2 Influences AFP Transcription

Jin et al (1998) identified the region of the AFP promoter that was required for
Afr2-mediated regulation by constructing transgenes that deleted different portions of the
AFP promoter and assaying for reactivation of AFP transcription. They found mice with
a deletion between -1,010 and -838 bp produced less AFP mRNA present in the liver
when regeneration was initiated by either CCl, intoxication or partial hepatectomy. This
suggested that transcriptional regulation, rather than RNA instability, is the mechanism
by which AFP mRNA levels are controlled.
Eukaryotic Transcription Mechanisms

Eukaryotic transcriptional control mechanisms are complex and diverse (reviewed
by Lelli et al 2012) (Figure 1). Some mechanisms involve chemical changes made to the

DNA, such as methylation or phosphorylation events which have the potential to alter



accessibility of regulatory regions, such as DNA being tightly bound by histones. Micro
RNAs (miRNA) are also known to influence gene expression through RNA silencing
post-transcription.

Specific DNA sequences, cis-acting sequences, that can influence transcription
are promoters, enhancers, and repressors. Enhancers and repressors are bidirectional and
can act over large distances. Promoters, however, are found immediately upstream of the
gene’s transcriptional start site. Gene-specific promoter elements act with frans-acting
factors known as transcription factors in order to regulate transcription beyond the
normal, basal level controlled by the basal transcription machinery. These transcription
factors, when present, can act upon promoters either alone or by forming complexes in a
larger network. In addition, binding of the same transcription factor to different
sequences can alter the conformation of that transcription factor, potentially producing
different transcriptional levels (Figure 1A). Regulation may take place simply due to the
presence, absence, or expression level of a single transcription factor which could be due
to the transcription factor being expressed in tissue-specific, developmental-specific, or
other condition-specific ways. Transcription factors can also act via quaternary structures,
such as dimeric and trimeric complexes (Figure 1B) with the same or different binding
partners. Homodimers and heterodimers are also known to bind different DNA
sequences, thereby regulating different genes (Kosugi and Ohashi 2002). One variation
on transcription factor multimerization is the formation of enhanceosomes as a complex.
Each transcription factor in the complex is sequence-specific, but the complex only binds
as a single unit (Figure 1C). Finally, one transcription factor can also act as an anchor to

recruit other non-DNA binding proteins that influence transcription (Figure 1D).
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Figure 1. Selected Mechanisms of Eukaryotic Transcriptional Regulation

A) Conformational change in TF due to DNA allosteric effects. B) Common TF
activating multiple genes through different binding partners. C) Multiple TFs forming an
enhanceosome complex. D) Transcription is activated through a non-DNA binding
complex recruited by initial seeding of a DNA binding transcription factor. Adapted
from Lelli et al 2012.



Afr2 Identification Attempts

Classical mouse genetic experiments were used to map Afr2 to the long arm of
chromosome 2. Mouse strains C3H/HeJ and C57BL/6 both exhibit the expected
repression of AFP postnatally. AFP mRNA levels are high in C3H/HeJ mice with liver
damage. In contrast, upon liver damage and initiation of regeneration, AFP mRNA levels
are low but detectable in C57BL/6 mice. The C57BL/6 (low AFP) strain is resistant to
liver tumors, while the C3H/HeJ (high AFP) strain is more susceptible to liver tumors. In
the mapping experiment, C3H/HeJ and C57BL/6 mice were mated and the heterozygous
offspring were backcrossed to C57BL/6. The backcross offspring were genotyped for
markers across the entire genome and their ability to reactivate AFP gene expression after
liver damage was assayed. This data revealed that Afr2 was located between the end of
marker D2Mit398 and the beginning of D2Mit224, genomic locus range
chr2:125,725,767-129,288 ,472. However, no additional attempts to identify Afr2 have
been successful.

In order to develop a model of AFP transcriptional reactivation by Afr2, it was
first necessary to investigate the identity of Af#2. To this aim, a thorough and systematic
approach was developed to identify candidate genes which subsequently led to the
development of a model of AFP transcriptional regulation involving three proteins:

Ciaol, WT1, and Ywhae, which may act via the anchoring model (Figure 1D).



Research Goal and Strategies

The overarching goal for this thesis project was to identify Afr2 gene candidates
using bioinformatics analyses, existing gene expression data, computational analyses, and

then to clone the candidates for later functional experiments.

The specific strategies used in this project were:
Strategy 1: Ultilize existing strain variation to build a list of candidate genes based upon

genetic variation of the target region on chromosome 2.

Strategy 2: Analyze existing microarray data and build a list of candidate genes based

upon mRNA expression levels when comparing:
1) C3H/HeJ and C57BL/6 in liver damage, and

2) C3H/HelJ quiescent to regenerating liver.

Strategy 3: Perform combinatorial and computational biology analyses in order to

narrow the pool of candidate genes.

Strategy 4: Clone the candidate gene(s) to be used in later functional experiments.



II. MATERIALS AND METHODS

BIOINFORMATICS ANALYSIS

To identify the Afr2 gene, a bioinformatics approach was used to perform a
thorough analysis of all possible candidate genes and the AFP promoter.
AFP Promoter Analysis

Sequence for the AFP promoter region linked to Afi2 regulation (-1,010 to -838
bp upstream of the AFP initial start codon) was retrieved for both the C57BL/6 and
C3H/HelJ strains from the University of California at Santa Cruz (UCSC) Genome
Browser (Kent et al 2002, Karolchik et al 2004) using genome build GRCm38/mm10,
and the Sanger Genome Evaluation Browser (EVAL) (Chow et al 2016), respectively.
The specific coordinates used for sequence retrieval were 5:90489727-90489899. The
sequences were then aligned using ClustalOmega (Sievers et al 2011), and shaded using
BOXSHADE to easily identify differences between the sequences. Both sequences were
then analyzed for possible transcription factor binding sites using the DNA binding site
algorithm PROMO (Messeguer et al 2002).
Linkage Map Correction

The linkage map generated by Jin and Feuerman (1997) was corrected by
comparing the coordinates of published marker loci found in the Mouse Genome
Informatics (MGI) database (Blake et al 2017) to the coordinates in the original study.
Predicted Function of Variant Genes

Both the MGI database and the Sanger Wellcome Trust Institute (Keane et al

2011, Yalcin et al 2011, respectively) were used to locate genes with variation in the



region from 125,725,472-129288472 on the mouse chromosome 2 including single
nucleotide polymorphisms (SNPs), insertions/deletions (InDels), and structural variants
(SVs). Gene Ontology (GO) terms for each of the genes was identified using
Homologene within the National Center for Biotechnology Information (NCBI).
Reference sequences for genes without identified GO terms were retrieved from
NCBI (Table 1), and were subsequently translated into amino acid sequences using
ExPASy Translate (Artimo et al 2012). Amino acid sequences for genes which resulted in
proteins >100 amino acids in length were then analyzed for protein domains and motifs
using both SMART (Schultz et al 1998) and InterProScan (Jones et al 2014) tools to gain
information regarding possible functions for those genes initially lacking any GO terms.
Those genes with identified GO terms and/or predicted protein domains indicating
transcription and/or RNA stability related functions were carried into the next phase of
analysis. Any results that indicated possible miRNAs were analyzed using miRBase

(Ambros et al 2003) to check for miRNA interactions with candidate genes.



Table 1. Reference Identification Numbers for Candidate Genes

Candidate Gene NCBI Reference ID

Anapcl NM_008569.2
Blvra NM_026678 .4
Chchd5 NM_025395.3
Ciaol NC_000068.7

Cops2 NM_001285507.1

Gabpbl NM_001271467.1
llla NM_010554 .4
MrpsS5 NM_029963 .2
Prom?2 NM_138750.2
Slc27a2 NM_011978.2
Stard7 NM_139308.2
WT1 NM_144783.2
Ywhae NM_009536.4
Zc3h8 NM_020594 .2

Zfp661 NM_001111029.1

Candidate genes and corresponding reference sequences used in the developed analytical
pipeline for genes without identified GO terms.
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Microarray Data Mining

Unpublished microarray data from M. Peterson/B. Spear were evaluated to
identify genes upregulated in liver regeneration. In order to produce the RNA used in the
microarray experiment, mice (specifically C3H/HeJ and C57BL/6) were inoculated
intraperitoneally with either 50 pL. of mineral oil (MO) with 10% carbon tetrachloride
(CCl,), or 50 uLL. MO, as described by L. Morford (2007).
Pathway Analysis for Protein-protein Interactions

Two related, but distinct, methods were used to screen candidate proteins for
previously known or predicted direct interactions with the potential AFP transcription
factors. First, the candidate genes were searched by name in a pathways and interactions
database, STRING, that uses published experimental evidence (Artimo et al 2012) to
identify direct interactions between candidate proteins and transcription factors that were
predicted to bind in the -1,010 to -838 region of the AFP promoter. Another database
specifically for interactome analyses, MENTHA, was also used (Calderone et al 2013).
This generates maximum likelihood interactome pathways between the multiple genes
used as input using published experimental evidence.
Protein Modeling of the Candidate Pathway

Due to the lack of available murine protein structure models, SWISS-Model
(Altimo et al 2012) was used to generate homology models for the candidates and
putative interacting proteins identified within the appropriate region on chromosome 2 in
both the variation screen and microarray data mining. Amino acid sequences were loaded
into the SWISS-Model server which searches the Protein Data Bank (PDB) and other

protein databases for similar sequences with available models. These model templates
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were then either included or excluded from further analysis based upon sequence
identity/similarity, which are evaluated 1-100, and total coverage of the target sequence.
Candidate genes that were used in modeling are shown in Table 2 with the corresponding
SWISS-Model template IDs. The candidate pathway was modeled in the structural
modeling software CLC Drug Discovery Workbench (Qiagen) to examine possible

interactions between the proteins in the pathway.



Table 2. Template Identification Numbers for Candidate Protein Models

12

Candidate Gene SWISS-Model Template ID

Anapcl 5g05.1.A
Blvra 1lc3.1.A
Chchd5 2Iql.1.A
Ciaol 3fm0.1.A
Illa 215x.1.D
Mrps5 5aj4.3.A
Stard7 1Inl.1.A
WT1 2i13.1.C
Ywhae 2br9.1.A
Zfp661 5eh2.1.C

Selected models for each candidate gene on basis of sequence identity and total coverage

ultimately used in protein model analysis.
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MOLECULAR CLONING OF CANDIDATE GENES

RNA

Mouse RNA samples were kindly provided by Drs. M. Peterson and B. Spear and
included RNA from C3H/HelJ and C57BL/6 mouse livers treated with CCl, or mineral
oil, and samples from liver tumors. Before the isolation was performed, the RNA samples
were checked for quality. The samples were fractionated on a 1.5% formaldehyde gel and
viewed under UV light.

RT-PCR and PCR

Intact samples were used in reverse transcription polymerase chain reaction (RT-
PCR) to produce a pool of cDNA using M-MLV Reverse Transcriptase as directed by the
manufacturer (Invitrogen).

Primers for Ciaol, WT1, and Ywhae (Table 3) were designed either by using
Primer3Plus (Untergasser et al 2007) or manually and checked for hairpin formation in
OligoCalc (Kibbe 2007). Optimization of the primer sets was performed through gradient
PCR using the Phusion Polymerase protocol provided by the manufacturer (Thermo
Scientific), using annealing temperatures of 50.0, 51.5,53.9,57.5,52.2,66.0, 68.5, and
70.0 degrees Celcius.

The fragments were fractionated on a 1% agarose gel using the Log2 Ladder from

New England Biolabs (NEB) as the standard for determining size.
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Ligation and Transformation

PCR products were ligated individually into the pCR-Zero Bluntll TOPO vector,
as directed by the manufacturer (Invitrogen), though the initial ligation was incubated at
room temperature for 60 minutes instead of the recommended 5 minutes. Ligations were
used to transform One Shot® TOP10 chemically compotent E.coli cells. Transformed
bacteria were grown on tryptic soy agar (TSA) containing kanamycin (100 pg/mL).
Transformant Screening

Kanamycin-resistant colonies were both patched onto TSA plates containing
kanamycin, at the concentration above, and inoculated into 2 mL TSA broths plus
kanamycin. Liquid cultures were grown in a 37 °C shaking incubator at 250 rpm for 16
hours. Plasmid DNA was then isolated according to Green and Sambrook (2012), and
screened via restriction enzyme analysis. Initial digestion was done with EcoRI in order
to determine which plasmids contained inserted fragments. Those colonies that contained
inserts approximating the expected sizes were then digested with Avall, which has
multiple cut sites in the candidate genes and within the vector, as determined through the
use of RestrictionMapper. Expected fragment sizes were calculated by hand using the

Avall restriction site locations (GG[A/T]CC) (Table 4).
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III. RESULTS

AFP is a protein that is active in initial embryonic hepatocellular differentiation as
well as liver regeneration in the adult and tumorigenesis. Elucidation of the mechanism
by which transcriptional reactivation of AFP occurs has important implications for both
organ regeneration and cancer. Two different regulators were genetically identified in
embryonic and adult AFP RNA expression: Afr/ and Afr2.

To begin a detailed study into the molecular identification of Afr2, an analysis of
the previous mapping data was undertaken. The original map produced from
backcrossing experiments (Jin and Feuerman 1997) was found to be in error based upon
current loci coordinates for the genetic markers used in the mapping study (Table 5). The
markers were identified and used to reconstruct the map (Figure 2) to reveal that Afi-2
was actually located between markers D2Mit 398 and D2Mit 208. Upon correction of the
linkage map, the approximate size of the region of interest decreased from 9,554,863 bp

to 3,562,705 bp.



Table 5. Genetic Markers on Chromosome 2 used to Determine the Potential
Location of Afir2

Marker Locus Coordinates on Chr2
D2Mit 92 71579623..71579831
D2Mit 185 105495600..105495807
D2Mit 444 118774657..118774901
D2Mit 398 125725565..125725767
D2Mit 304 128331760..128331925
D2Mit 208 135280630..135280893
D2Mit 224 129288472..129288585
D2Mit 258 130407596..130407742
D2Mit 280 © 146051794..146052073
D2Mit 281 148532836..148533044
D2Mit 423 148825388..148825577
D2Mit 451 155649632..155649793

Table of marker coordinates listed in the order of the original linkage map from Jin and
Feuerman 1997. Arrows indicate where markers were moved according to published
coordinates.
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Figure 2. Corrected Linkage Map used to Identify the Region of Interest.
Each column of boxes represents a recombinant chromosome. Markers are listed
at the left. Boxes at the bottom represent the phenotype of the mouse carrying the
chromosome. The red box at the left indicates the markers that were out of order
in the original study, here showing them in the corrected order. The red box
within the figure shows the crossover event that resulted in a change in
phenotype, and by extension the location of Afr2. The star indicates the
chromosome generated by the crossover event where the phenotype change
occurred.(Corrected from Jin and Feuerman 1997).

D2Mit 92
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Variation within this region and/or the AFP promoter between C57BL/6 and
C3H/HeJ must therefore be responsible for the different AFP phenotype in these mouse
strains. First, variation in the Afr2-specific region of the AFP promoter between the
strains was investigated. The -1,010 bp to -838 bp region of the AFP promoter from both
strains was aligned and revealed many differences (Figure 3). To gain better insight into
which transcription factor might differentially bind each promoter, potential DNA
binding sites were then analyzed for both promoters using Alggen PROMO. The
resulting transcription factors were then searched within MENTHA, and only those with

mouse homologs were retained, resulting in 75 possible transcription factors (Table 6).



21

"20uanbas Juryodiewr ou djeorpul sayse(] ‘(durpruiAd<ounind) SJUBLIBA UOISIOASURT)
1O SUOTJO[OP/SUONIASUL $AJBIIPUI AYM ([<>)) ‘D<>V) SIUBLIBA UONISULI) SAJBOIPUI A2I3 ‘SOYdIRW AJIIUIPI SIX0q Joe[g

(0IddAV 9714 Se 2A0qe) 9/TdLSD pue (01dddV HED St 9A0qe) [SH/HED
‘SUureI)S ISNOJA Y10q ul 1930wod J.7F Y} JO JudwusI[y ¢ 3.1ng1

DIDOVHDIIILOILN VLA fo) IDD9fivd Vi)l 8ST oOaxddd¥Y_ 97T1€

|||||||||||| DILOT DOVYLOIMIA POl PIY 97T o0Iddd¥ HED

wmtmdﬁﬁmHmﬁz i ﬁmaaammu I YYOVVYILIOIVYVOVVYVIVOVIVVYOLIVD VY]] oxdddv¥_9'1d
SIRAOLA A OLIOLIL D LOLA FID VLAY DL~~~ —————————————————————————————~— 6IT ©0IdddV¥ HED
oRlvvpEo I vfivkloovo vo vRRIVEARY 1D BA ) () (OLL S0 ThAeh Aol JOfFBILD 8¢ oxdddv_9'1d
B VEIDRRID L LAY & IRDM L EAA £1D Dk L ¥ WONMILIL O\ ph vpio) fA L bY (Dol 5L T9 0xddd¥ HED
||||| T oxdddv_9'1d

mHﬂmﬁoa@w DD L IO\ A oﬁmamoa«oo ||||| Wt _
YOROL YD b AD DOV YDILYDYIVYDLLIOM S IEHREIDLEN 6L (D LYIODYYLLDL VS 0xddd¥ HED




22

Table 6. Potential 4 FP Transcription Factors Identified from 4FP PROMO

Analysis
Possible AFP Transcription Factors
PROMO Gene ID | MENTHA Gene ID | PROMO Gene ID | MENTHA Gene ID | PROMO Gene ID | MENTHA Gene ID
AIRE GATA-2 Nxk2-2
AP-2 AP2S1 Helios IKZF2 p300 EP300
AR HNF-1la Pax-2
ARFI HNF-3a FOXAI Pax-5
ATF3 HNF-38 FOXA2 Pax-6
BTEB3 KLFI13 HNF-3y FOXA3 Pax-8
c-Ets-1 ETSI HOXA3 PKNOX1
c-Ets-2 ETS2 HOXDI10 RelA
c-Fos FOS HOXD9 Smad3
c-Jun JUN IRF-1 Smad4
c-Myb MYB IRF-2 STATI
c-Myc MYC IRF-3 STAT3
Cdx-1 CDX1 JunB STAT4
CDX2 JunD STAT5A
COE1 EBF1 LEF-1 STATS5B
DBP LIM-1 LHX1 STAT6
Deaf-1 Lyf-1 IKZF1 TBP
E47 TCF3 MACI PTEN TCF-3
EBF EBFI MEDS8 TGGCA-binding NFIC
protein
Eif-1 MitF USF-1
Elk-1 MSX1 USF2
FOXJ2 MYOG WT1
FOX02 NF-ATI NFATC2 Zicl
FOXP3 NF-AT2 NFATCI Zic2
GATA-1 Nkx2-1 Zic3

The transcription factors listed are those with mouse homologs found in the MENTHA
Interactome Browser. Those with grey boxes indicate that the same name is used in both
Alggen and MENTHA databases.
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Genomic localization of the transcription factors showed that none of
transcription factors were within the mapped region identified as the location of Afr2.
Based on this analysis and the knowledge that transcription factors can act in a
cooperative manner with non-DNA binding regulators, two approaches were undertaken.
First was the mining of unpublished microarray data (Peterson, unpublished). Second was
an investigation of variation within the mapped region of chromosome 2.

Eight genes within the designated region of chromosome 2 were found to be
upregulated in C3H/HeJ CCly compared to MO treated and five genes were upregulated
in C3H/HelJ CCly4 treated compared to C57BL/6 CCly treated (Figure 4A; Table 7). The
variation analysis using the Sanger database returned 26,622 SNPs, 4,919 InDels, and
157 Structural Variants. Ninety-two variant genes were in the region of interest. The
variation analysis using the Mouse Genome Institute (MGI) returned 2,002 SNPs.
Ninety-nine were in coding regions (Figure 4B). All genes from the MGI search were
also found in the Sanger search, so the resulting lists were merged (Figure 4B; Table 8).
In total, this represented the initial candidate gene pool.

All candidate genes were then searched for either transcriptional or RNA
stability-related functions using an ontology search at NCBI. Genes with known function
related to RNA level regulation (either transcriptional or RNA stability), along with those
whose function was unknown were retained within the candidate pool (Figure 4C; Tables

7 and &)



Figure Key
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Amino Acid Sequence Analysis — ClustalOmega and BOXSHADE
Protein Domain and Motif Analysis - SMART and InterProScan

| Merge Lists, Remove Duplicate Genes and miRNAs
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AFP
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Analyze present | Pathway Analyses — STRING and MENTHA
miRNA - miRBase
3
v
3D Modelling and Analysis - SWISS-Model and CLC Drug
Discovery Workbench

Figure 4. Bioinformatics Analytical Pipeline.

Left) Flowchart depicting the bioinformatics analytical pipeline that was developed.
Right) Figure key for the analytical flowchart.
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Table 8. Combined Pool of Candidate Genes from the Variation Analyses
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Combined Pool of Candidate Genes
0610042E11Rik Gm14006 Gpar2
1500011K16Rik Gm14007 Hdc
1810024B0O3Rik Gml14008 Itpripll
4930402C16Rik Gm14009 Mal
4933427J07Rik Gml14010 Mall
9830144P21Rik Gml4011 Mertk
A730036117Rik Gmli4012 Mir3473g
AcoxI Gmli4022 Mrps5
Adra2b Gml14024 Ncaph
AlI847159 Gml14025 Nmf220
Anapcl Gmi4026 Nphpl
Apdel Gmi4027 Polrlb
Astl Gmli4028 Prom?2
Atp8b4 Gm14029 RP23-160G19.10
Bcl2l11 Gmli4212 RP23-206D14.7
Blvra Gmli4229 Secisbp2l
Bubl Gml14244 Shc4
Chchd5 Gm14245 Slc27a2
Ciaol Gml17555 Snrnp200
Ckap2l Gm22411 Spdyedc
Cops2 Gm22613 Sppl2a
Dtwdl Gm22859 Stard7
Dusp?2 Gm22889 Tmemli27
Fahd2a Gm23101 Tmem87b
Fam227b Gm23172 Trpm7
Fbin7 Gm23752 Ttl
Fgf7 Gm24739 Usp50
Gabpbl Gm26496 Usp8
Galk2 Gm26697 Zc3h6
Gml10762 Gm27003 Zc3h8
Gml10774 Gm29010 Zfp661
Gml14005 Gm335

Candidates that are variant between C3H/HeJ and C57BL/6. Orange boxes indicate genes
with no known ontology data. Green boxes indicate RNA stability related functions. Blue
boxes indicate Transcription related functions.
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Nucleotide sequences for genes with no known ontology data were translated and
the amino acid sequences were used to search protein domain databases for clues into the
function of these unknown genes (Figure 4D). None of the 42 genes that were analyzed
were found to have domains that would indicate RNA stability or transcription related
functions. The candidate pools were therefore narrowed to six genes that had known
transcription related ontology (Figure 4E; Table 6). Mir3473g is a miRNA within the
region of interest on chromosome 2 and was analyzed in miRBase for potential
interactions with other candidates (Figure 4F). No interactions were found.

Since none of the potential AFP transcription factors were located within the
appropriate region of chromosome 2, the candidate genes were searched using the
STRING database for direct interactions with the potential AFP transcription factors
(Figure 4G; Figure 5). These returned no evident, direct interactions with the potential
AFP transcription factors identified in the earlier DNA binding predictions using
PROMO (Appendices 1 and 2; Table 4). While STRING only searches for direct
interactions, another database, MENTHA, searches for possible interactions across nodes
and builds potential pathways between search terms. So, the search was repeated in the
MENTHA interactome browser (Figure 4H; Figure 6). When evaluating the candidate
pathways identified within the MENTHA database, candidate pathways containing both a
candidate protein and at least one potential AFP transcription factor(s). This produced
two viable candidate pathways, one involving Ciaol, the other Zfp661. Through the
addition of Zhx2 to the analysis, the best candidate was determined to be the pathway

containing Ciaol, Ywhae, and WT1. (Figure 6).
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Hist1h4j

®—

D E

Figure 5. Direct Interactions for the Five Transcription Factor Candidate Genes
from the STRING Database. A)Zfp661, B) Zc3h8, C) Gabpbl, D) Ciaol, and E)
Cops2.
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Ciaol was subsequently analyzed for variance in the coding region between the
two strains. Only synonymous variants were present, so the promoters were analyzed as
far as to 2000 bp upstream (chr2:127247817-127249816) (Figure 7).

Once a candidate pathway was identified, a protein modeling approach was taken
to gain additional information about specific protein-protein interactions between the
members of the complex. Due to the lack of mouse protein models, homology models
were generated from the SWISS-Model server for Ciaol, WT1, and Ywhae, (Figure 8;
Figure 4H). When evaluating the quality of the model, sequence identity (similarity of the
input sequence to the model sequence) as well as overall sequence coverage (amount of
sequence that the generated model represents) were assessed and those with the highest
quality in both were used in the model production. The models generated were also
analyzed in the CLC Drug Discovery Workbench (Figure 4H). This allowed for
manipulation and identification of individual portions of the models, specifically the:
1) identification of binding pockets in each one that could act as a docking site for the
others, 2) identification of the predicted surface architecture, and 3) identification of the
predicted electrostatic surface (Figures 9-11, respectively).

In order to model docking of one protein with another, ligands, which are surface
contacts, must be extracted from the models. The Workbench failed to identify and
extract ligands from the Ciaol and Ywhae models. Zinc ligands were extracted from
WTTI, but the zinc ligands in WT1 are bound to DNA and therefore not able to participate
in protein-protein interactions. This is not surprising since the WT1 model includes only
the C-terminus, which is bound to DNA. With no ligands extracted from Ciaol or

Ywhae, the two could not be docked and analyzed. Although these models provide a
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glimpse into the tertiary structure of each protein, they could not be used to further

examine potential sites of protein-protein interaction.
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BL6_Ciao_Pro R —— EELEEICAAGAAFTEC CE{IC AR [ \CCACCAGGTGACAGGATA]
C3H_Ciao_Pro FIGAATGCAATGGAGGT TGTT ek ddfeccaiNercidiatich

BL6_Ciao_Pro 48 GGEHTCTCAIITLGACCHACAECAGCELHTT WT[dAl\TGCAGAGGGGGGCGCTGACC
C3H_Ciao_Pro 46 TCk{GGCTGISNGLICTTANTTGOCCAIRIAALT CiCHAlNG

BL6_Ciao_Pro 108 FHTHcIXIINIATCcHACHHCcCTEREC CFYeR\erYsA cC TE{CACATRT CFA A TEYEGE
C3H_Ciao_Pro 88 --GuGLXIIVIGGAAHTAIATGANAA T e rreiddr rrrcilaaticTcl
BL6_Ciao_Pro 168 [ cTAFARCHAACACHCHIYYEAAGA - -V \ccHERGGAFT THTHAGACTAGT
C3H_Ciao_Pro 146 [ GTATETIAT AT TACACIHHI NI XET T TN A TRAl A c Tdc criede TE Te G CALHEC
BL6_Ciao_Pro 226 YXdeARTHI¥XHecARNCAAR------- ATCHGACEATTCHETCHEACTFICCACTHTTAT
C3H_Ciao_Pro 206 [ c8a LI IYXA celN e\ T TXTEe TN T ST c AT/ c ASTCATATGC TARAACA
BL6_Ciao_Pro 279 GHTHAAE AG cTechrIF T TCE
C3H_Ciao_Pro 266 AgcycTiG erdY-— - —HacaTyciydicilccdaldr
BL6_Ciao_Pro 327 cacTccTAFARARC GGAG cAGECTEETHAGT cEEccTCTE
C3H_Ciao_Pro 322 TAGGAGGECLGEAL- - -TATaTC cTT-cclddccca riiaceTch
BL6_Ciao_Pro 387 [g----- cEracAREcERT R TccARTRA A \cHACRT T CTGC LR
C3H_Ciao_Pro 378 T{HGG TGl sT ercaldiddiatialTdcAGAlC T 1n ) \mmmm—— RS LLETGCTA
BL6_Ciao_Pro 442 GTCHGGCHAATCTGTTCLEGAAFVIAFCHACCHT CTHANEHIIITANCHE TREYG)
C3H_Ciao_Pro 433 AAAfAANGCAGAAAGCIYyTTGNAcAlNTccldacArciy--—-- ARYec T V\A A A
BL6_Ciao_Pro 502 TG--[EV¥WARCEAARTTHCAACHETHENCETETT -~~~ === ——————————— AATAGRAC
C3H_Ciao_Pro 488 GANXIN\cHr{drrliaciicecciacda N allclde c N IS E I T cie TEATA
BL6_Ciao_Pro 542 TATITEATRCET TecEaci¥XgiccccHc GTRAATCCE TCATA
C3H_Ciao_Pro 548 pqTGGCHALGAINGHGEALTGAGHCANNGIcAT GG CikiACIN\GCATAL CCTGGE

BL6_Ciao_Pro 602 ATRCTIN YV IIGFEFEIICEVEEITITCACET TRIACAGEEICTGRT THCHCCA b GA]
; ach crilangic cT{¥ic

C3H_Ciao_Pro 608 GGLMC------------- FAAATTGGefefed:N GGC| TTT
BL6_Ciao_Pro 662 -MdTGC[HcHAalIAC TCT¢j-—-—-CACT & \Ck CGTEyAGALY Nefclele) Nelelok yA A
C3H_Ciao_Pro 655 [ CA[HT ¢TEITAe Ty CTA[ ) VRYITTTC ; GACEYGAC -} V= — —(c) Nelelek 4G T|
BL6_Ciao_Pro 717 AP \CCTGI\JAAAC- - == = ——— JCCHTTTTEyC TACC| CpyCryG| GAAACC
C3H_Ciao_Pro 711 GT GCCLX4TTGT. GA4CiGGCyT GG TG TiyTJ4CCTGTGG
BL6_Ciao_Pro 769 TEWAAARAFCA[IFXRITTGATTACIATGECHG GGA ¢ TAGcpgcleig{cGlek ) VITAACA
C3H_Ciao_Pro 771 cklccc AC[{er Nk GAC[\CAG JAALVA TT e GGA[p ik Al ) VIGTGAG
BL6_Ciao_Pro 829 TCALWARMTTE IGAGGCTAGACCCCCAAACAGAGCC s GG .\TGAACACHAA
C3H_Ciao_Pro 831 CTTLICL\AAL [T e e - —————— [GCCe2:Ne C| CGGGGGHTTc
BL6_Ciao_Pro 889 ; AiG GG, T TTTGACAAA G- ———— NSTGCCTCTG{ 4T \TCT!
C3H_Ciao_Pro 870 [HCLXCTyCA[YT, C AGTGTGCT T CCAGATGA[[4C-\CAALYYC
BL6_Ciao_Pro 944 GCCA[{CCpCA CiyGERCTG CGCCCCTCAAGCCLVAGA [ AG -~~~ == == == == — = — C
C3H_Ciao_Pro 930 AGTTTGGG GgyCpgyTCC AAAGAAGTCTTALVIAT{CGT! kel Nofek gf Nob Ned Nk iR

Figure 7. Alignment of Ciaol Promoter in both Mouse Strains. C3H/HeJ is shown as
C3H_Ciao_Pro, and C57BL/6 is shown as BL6 Ciao Pro.
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BL6_Ciao_Pro 989 RGealgrcil-EcaeiEc cHTTTEECATCC TT GCCCA| TC|
C3H_Ciao_Pro 990 HlccT{]dcAL [dcThyTCle GAGLYSAT((-CTG ApCHTI{CCTAGE Gl C
BL6_Ciao_Pro 1048 GAcc[ccAllFicchecccieNaciEe TCcCRE{EGA

C3H_Ciao_Pro 1049 CCATETGG TiACAT(ALNGAL TAL [UGAGGACAGAGTGGTCTTi{GC
BL6_Ciao_Pro 1092 FR\c[EaF chcc cciXEgTEci\ciXEcHcTe TGEACEYIGGCIHCAT G-G
C3H_Ciao_Pro 1109 KE\GTE T:JGA T ALXEG[EALT \EGET AR GT[GA-[STTA T TTEA
BL6_Ciao_Pro 1151 cld----—--- AGG| ciccldcecdde T e ciiicEeiYlcadcccT T Ccccd6C
C3H_Ciao_Pro 1168 GTAATTTGGIACCHIGGETIMEGHT Y ACARRITA-LAT{CITTAAA[GATAT G
BL6_Ciao_Pro 1203 cTicHc ccc[de; c cceldciXEic cEXdeeGEATRICIEdccc cTE
C3H_Ciao_Pro 1227 GA[AG--~-—--~ TAT{THTJAAATA - - - -GALYCCA[dCGLIGEY{AT AL G-
BL6_Ciao_Pro 1263 CCHGETGTAG| GCGE cijeeifdecceecdac [1dGGleleldcldeCAleAEICTd
C3H_Ciao_Pro 1275 GT[CHGACTC CTC T TA;{AATAAT-CT T T{JclCCATGTNTE
BL6_Ciao_Pro 1323 THUTGTACHCA cGAaGC e T{da cleleldC e
C3H_Ciao_Pro 1334 cldcAcTGHYAT(S AG[CAT AAWTE\CATTHAC
BL6_Ciao_Pro 1383 cP\eAGACHTIGEEGTIIGR\cCCAGGGC -cR\ca\cHaRAk e \cidcedcAA|
C3H_Ciao_Pro 1376 [UTEAL\TCcCCTi{JdT{cAAA JTAATCCTA| GLIALYEGALICHIALNG A TA[TGG
BL6_Ciao_Pro 1442 CHJdGGHCEHGG--FlcCcEHAGGGHT AT c/AG el L [ECidelcAT NG eleled iC (e
C3H_Ciao_Pro 1436 T( ATAGAAT AJGACA] AT \AGLY:V:\2 cdcTALY AT TCACHT
BL6_Ciao_Pro 1495 GAHGGMEIIIG\CTAMITGGCHG-~~~~~—~ TATFICARG GGLYIGALUIGGGCGGAGG,
C3H_Ciao_Pro 1496 TGCCHXJIAINAGT J\cCTCTiTEIILEXHCC NG THT JTACLEIC T {CCAGTTCCC,
BL6_Ciao_Pro 1548 McTe[ecGEHceale citicecalc TEe cEVGEGE cacilcTd- c
C3H_Ciao_Pro 1556 LAGT{TAAAMATT{T Tr\- GA[G g\ TA[AALVAT([A - - - - - JOATTL\GA
BL6_Ciao_Pro 1607 XJdeTTATHEEIcRcAlGHGHECHEIEEE LT cieC cdcEcGAITCGG
C3H_Ciao_Pro 1610 IXdecacTGEXI\ci\rclcrcdcijARijA-[CAA- ~—---F GlaLAA ] T(ddCcdATG--AACA
BL6_Ciao_Pro 1667 GLAHCCEG GG--- CGACCTE TCA[EJAAcCHCCEIA - - - - -~ CT
C3H_Ciao_Pro 1661 CL\GJAGA T TE GTTTACL (il TidicideT.ViC THIA CGGAG[L\C Ty
BL6_Ciao_Pro 1718 cc TC it A C C[e]e] GCAGG| [eleleC T GleleXNT eleddeiC(deldT CldeC C (!
C3H_Ciao_Pro 1721 TA| cT TC CTCTC -rlccT CCTTGC T CA 4T CeT
BL6_Ciao_Pro 1774 [GTHACAJG [4Ti g XeldT elddC el eleldF NAI VI AT JUCA G C[HJJAAACCCGCAACGCCC
C3H_Ciao_Pro 1780 [CAMTTG{IC TiCCTGTGTHTACTTCL\GTTTi4AA TTEV - e e e o
BL6_Ciao_Pro 1834 [XFlcGEAacccHeGCHGATGCAC GG c AcccacccRccHeectcc
C3H_Ciao_Pro 1827 --L)GA[TTTARATTHCTHYTGTG, CT-p4G cilrdaaccdaaliac T{kyT A
BL6_Ciao_Pro 1894 T--------—---——= CEEJCTCCGGECCTCCGC c cdeclrcilcTe cC
C3H_Ciao_Pro 1884 GIY{IEXEIFEFEIdeA AGGAA[MAGATGTG, T{dcA[AGL\AGC TT
BL6_Ciao_Pro 1940 GC[c LG TTCTTGCGCAGGY cAFEeTACTGYTIXITT CCHGA ciec
C3H_Ciao_Pro 1944 TA[T Ge-mmm - cHcG T ICAGGAAAINXAAAAAT cldre

BL6_Ciao_Pro 2000 G-—----—--—

C3H_Ciao_Pro 1992 T{{JEIIq

Figure 7. Alignment of Ciaol Promoter in both Mouse Strains (continued). C3H/HeJ
is shown as C3H_Ciao_Pro, and C57BL/6 is shown as BL6_Ciao Pro.
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With the identification of the pathway, a molecular cloning approach was
undertaken in order to clone each of the genes within the pathway (Ciaol:Ywhae:WTI).
RNA was isolated from livers of mice that were treated with either mineral oil or CCly,
and five livers tumor samples were obtained from Dr. Brett Spear. RNA samples were
checked for quality on a formaldehyde agarose gel (Figure 12). Due to C3H/Hel being
the high expressing mouse, intact C3H/HeJ RNA samples from CCl,-treated livers that
exhibited both 28S and 18S bands on the formaldehyde gel were used due to generate
cDNAs. Gradient PCR was used to optimize primer annealing temperatures for each of
the primer sets for each candidate gene in the pathway. PCR products were then
separated on a 1% agarose gel (Figure 13), to determine optimal annealing temperatures.

Once annealing temperatures were optimized, the PCR fragments were ligated
into the vector pCR-Zero Blunt II TOPO. Ligations were transformed into E.coli and
colonies were selected using kanamycin.

Colony growth indicated positive transformation results since this vector induces
bacterial death if no insert is ligated. Eight colonies of each gene (Ciaol, WTI, and
Ywhae) were selected for further screening. Plasmid DNAs isolated from each colony
were first treated with EcoRI. This enzyme cuts the plasmid on either side of the insert so
that the fragment is released (Figure 14). Colonies positive for insert were then cleaved
with Avall which cuts in each of the genes, as well as the plasmid, generating predicted

sizes (Table 4).



Figure 12. Formaldehyde Gel used to check Integrity of Liver RNA Samples
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These results indicate that WT'/ colony W6 is likely correct and Ywhae colonies
Y10, Y11, and Y14 are correct. Ciaol colony 17 has a fragment that is smaller than
expected, but may be a positive colony. DNA sequencing will be used to confirm all
clones. Having these genes cloned and the sequences will enable the next step in this
research: functional studies using expressed proteins and an AFP reporter of

transcription.
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IV. DISCUSSION

Understanding key initiators, regulators, and markers of liver tumorigenesis are
important for early diagnoses and treatment, and therefore, the reduction of mortality.
Expression of RNA from the AFP gene in the liver, which is normally silent in the adult,
has been used as a biomarker for liver tumorigenesis (Abelev 1971). The aim of this
project was to identify regulators that lead to adult expression of AFP which could
provide earlier biomarkers or genetic therapeutic targets for liver tumorigenesis.

In this study, a combination of bioinformatic analyses, computational modeling,
mining of existing mapping data, genetic variation, and gene expression data was used to
identify and clone three potential regulators in the mouse model. Ciaol, a known
transcription factor whose genomic location is within the region of interest on
chromosome 2 in mouse, was identified from genetic mapping, gene expression, and
genetic variation analyses. Ciaol is a multi-WD40 subunit protein that has transcription
factor ontology and sequence-specific DNA binding activity (Johnstone et al 1999).
Variation analyses indicated only synonymous differences between the C3H/HeJ version
of Ciaol and the C57BL/6. However, the promoter of Ciaol has differences which might
lead to different levels of expression of the protein in C3H/HeJ and C57BL/6. These
differences could account for the AFP phenotype differences in C3H/HeJ and C57BL/6
mouse strains. The effect of these mutations on Ciao! transcription, as well as the effect
of the different Ciaol protein levels on AFP transcription should be investigated further.
Holding to the model of AFP transcription postulated here, increased or decreased levels

of Ciaol would be expected to increase or decrease level of AFP, respectively.
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The second identified candidate, WT'1, whose genomic location is outside of the
region of interest on chromosome 2 in mouse, was implicated as a potential interaction
partner with Ciaol through AFP promoter analysis and previous studies that indicate
interaction and regulation by Ciaol (Johnstone et al 1999). The nucleotide sequence
shows very little variation between strains, and the domain analysis shows no change in
the predicted domains of the proteins across strains. Interestingly, WT'/ has also been
shown to interact with Zhx2 (Afrl) in kidney development and podocyte disease (Liu et al
2006). WT'1 expression data also shows that WT'I expression levels mimic that of AFP —
increased in the embryonic development stages and silenced in the adult liver (Mouse
ENCODE Consortium et al 2012). WT'I has been shown to be essential for the successful
development and differentiation of multiple tissue types arising from the mesoderm
through the binding targets’ 3’ untranslated regions (UTR) and subsequent mRNA
downregulation through an decrease in mRNA stability (Bharathavikru et al 2017). It has
also been shown to act as both a transcriptional activator and repressor (Essafi et al 2011,
Toska and Roberts 2014), and has a binding affinity for both DNA and RNA (Bardeesy
and Pelletier 1998). This observation could indicate that though initially identified and
analyzed as a transcription factor of AFP, WT'1 could actually be influencing regulation
through RNA stability as opposed to mRNA production.

The third potential regulatory gene identified is Ywhae. In the mouse, it is located
on chromosome 11 and shows ontology related to protein domain specific binding. It was
identified through the use of the MENTHA Interactome browser. Ywhae was predicted to
be a potential intermediate between Ciaol and WT'I. The known expression profiles

match that of AFP in the liver in that expression decreases as embryonic development
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occurs and the lowest level occurs in the adult liver (Mouse ENCODE Consortium et al
2012). There are no published data on Ywhae levels in liver tumorigenesis or
regeneration.

Based upon these data, the proposed model of AFP reactivation is one in which a
complex formed by Ciaol:Ywhae:WT1 is required for reactivation of AFP transcription
(Figure 15A). This can be tested both in vitro and in vivo using purified proteins and
transfected cells, respectively. The idea of a complex, rather than a single regulatory
protein being responsible for this reactivation could potentially explain why the identity
of the Afr2 gene has remained elusive for so many years. That is, traditional methods
such as 1-hybrid or 2-hybrid genetic screens would have been unable to identify the

three-protein regulatory complex as it only utilizes a single, or two genes at a time.
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Figure 15. Proposed Models of AFP Transcriptional Reactivation
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While the Ciaol:Ywhae:WTI pathway was identified as the candidate with the
highest potential, there are two alternative pathways that show potential as well:
Ciaol :Ywhae:KIf13, and Zfp661:TRIM28:Myb (Figure 15B-C).

KIf13 is a transcription factor, found on mouse chromosome 7, that regulates the
production and development of many immune cells (Gordon et al 2008), though studies
have indicated a reproductive phenotype associated with total deletion (Heard et al 2012).
In a study using bioinformatics screening, KIf13 was identified as a potential gene linked
to gastric cancers (Li et al 2017), and Henson and Gollin showed that the overexpression
of this gene was present in oral cancer cells (2010). While this candidate pathway has
some potential, and KIf13 shows transcription factor ontology, it also shows ontology
related to repression of cellular proliferation (Gordon et al 2008). Mechanistically, this
pathway could function through overexpression of this target, though no studies have
been done on KIfI3 in liver cells.

The second alternative pathway consists of Zfp661, TRIM28, and Myb. Zfp661
encodes a known zinc-finger containing transcription factor which shows high expression
in embryonic livers, and a decreased expression in adult livers (Mouse ENCODE
Consortium et al 2012) and is also within the candidate region on chromosome 2,
indicating potential as a candidate for Afr2. There is a lack of liver studies using Zfp661,
so no experimental conclusions about liver-related processes can be drawn. However, it
has been shown to function in erythropoiesis (Papadopolous et al 2015) and to be active

in development (Carter et al 2008).
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TRIM?2S is the intermediate in the second alternate pathway. TRIM?28 is recruited
to transcriptional start sites by zinc-finger proteins (Shibata et al 2011) and shows
transcription factor ontology as well as transcription coactivator activity and contributes
to sequence-specific DNA binding. This could indicate that it induces conformational
changes within the binding partner leading to the recruitment of other transcriptional
cofactors (Venkov et al 2007). Though ontology data suggests activator activity, TRIM28
has also been shown to interact with WTX, a tumor suppressor. This interaction is though
to lead to epigenetic silencing and activity as a regulator in both cellular differentiation
and tumorigenesis (Kim et al 2015). Other studies have shown that TRIM2S8 regulates
cancer stem cell populations in some cancer types (Czerwinska et al 2016). In this model,
TRIM?28 might bind to Zfp661 to regulate its binding or activation characteristics, or to
act simply as a bridge to MYB. Other regulatory proteins are known to have opposing
compelling activities in different molecular contexts.

Myb shows many transcription factor-related ontology terms, and mainly
functions as a cell cycle checkpoint (Afroze et al 2003), a phenotype that if mutated could
lead to tumor production. Studies suggest that this could also have some tumor
suppressing function due to the deletion in various tissue types causing an increase in
tumorigenesis (George and Ness 2014, Thorner et al 2010). It has also been implicated in
the development of pancreatic cancers due to its presence or absence in the quiescent and
cancerous organ, respectively (Srivastava et al 2015). This expression pattern mimicked
in the liver, suggesting a potential role for MYB in the regulation of liver cancer, but not

in liver regeneration, as would be expected of Afr2.



49

While the best candidate model, Ciaol :Ywhae:WT1, has support from several
sources, it is possible that the connections between the members of the complex are
coincidental since several pieces of data are based upon modeling. It will be important to
test this model in vivo by expressing all three of the candidate proteins together in the
same cell with an AFP promoter-reporter. To this aim, 2 of the 3 candidate genes have
been successfully cloned from RNA isolated from regenerating liver from a C3H/Hel
mouse. If the model were to hold true, however, phenotypic studies in which one or more
of the candidates in the complex are either deleted by CRISPR/Cas9 or knocked down by
RNAI should be carried out in C3H/HeJ mice, or the introduction of the complex into
C57BL/6 transgenic mice. Further, expression and/or variation should be investigated in
humans as earlier biomarkers for liver cancer.

In summary, this study provides a candidate model of AFP reactivation involving
a complex of three proteins, Ciaol, WT'1, and Ywhae, as well as two alternative candidate
models that are also complexes. These models, once confirmed, could aid in
understanding and early diagnosis of liver cancer, which is the 5" and 9" leading cause of

death in men and women, respectively.
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