JCBPS; Section B; August 2017 - October 2017, Val. 7, No. 4; 1011-1036. E- ISSN: 2243 -1929
[DOI: 10.24214/jcbps.B.7.4.101136]

Journal of Chemical, Biological and Physical Sciences

An International Peer Review E-3 Journal of Sciences
Available online atwww.jcbsc.org

Section B: Biological Sciences

CODEN (USA): JCBPAT Research Article

Few Simple Sequence Repeats in Human Hair
Keratin Genes

Jitendra Gharu, Seema Trivedi *

Department of Zoology, JN Vyas University, Jodhpur (Rajasthan), India

Received: 13 July 2017; Revised: 27 July 2017; Accepted: 08 August 2017

Abstract: Keratin genes are subgroup of intermediate filament (IF) genes. Keratins
expressed in hair are called “hair keratins”. Comparison of keratin gene sequences and
structural organization has been done earlier but no study has been undertaken that compares
human hair keratin genes with orthologues in chimp, orangutan, macaque and platypus, with
specific references to simple sequence repeats (SSRs) or microsatellites. This study seeks
presence of SSRs in human hair keratin genes and compares their positions in orthologue
genes. Although the structural organization of keratin genes is largely conserved, as reported
in other studies; some human keratin genes show differences in the number of exons and the
lengths of exons/introns, when compared with the orthologues. The present study shows few
SSRs in human hair keratin genes, where only one repeat is found in exon of Type | keratin
gene KRT31, while additional repeats are present in introns. Some repeats are longer in the
human genes whereas some indicate reduction in length compared with orthologues. Many
repeats are present in regions that are known for intronic variations. This study revisits the
comparisons of structural organization of human hair keratin genes and compares them with
the orthologues. The SSRs found here could be useful for monitoring variations in human
hair keratin genes that may happen due to hypermutable nature of SSRs.

Keywords: Exon Length, Gene Structure, Hair Keratin Genes, Intron, Microsatellite(s),
Simple sequence repeat(s) (SSRs), Repeat Conservation.
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INTRODUCTION

Keratin genes and proteins have been identified as a subgroup of intermediate filaments (IF) genes and
proteins . The keratins expressed in hair are called “hard”, “trichocytic” or “hair” keratins. These differ from
other keratins in having higher amount of sulphur in the head and tail domains 2 2 and cysteine residue
compared with epithelial keratins *°. In humans there are seventeen hair keratin genes encompassing eleven
Type | keratins and six Type Il keratins *°. Though keratin genes of the same type are closely linked, Type |
and Type Il are present on human chromosome 17q12-21 and 12q13, respectively 2. Keratin genes have
similarity in sequences, exon/intron structure ® and conserved elements in promoter region °. Type | hair
keratin genes have six introns except hHa5 (KRT35) which has a seventh intron in the 3’ noncoding region
11,12 Type Il hair keratin genes have nine exons and eight introns; the exon-intron boundaries are conserved.
The exception is hHb4 gene with nine introns which is in the 3’ noncoding region ‘2. Moreover, most introns
in Type II keratin genes begin with 5> GT and end with 3> AG nucleotide combination *3. Many disorders are
associated with mutations in human keratin genes *'. Mutations in Type Il hair keratins that result in
disorders are reported but none so far in Type | keratins >+ ° 18, Perusal of literature indicates that presence of
simple sequence repeats (SSRs) in hair keratin genes in humans has not been investigated. Repeated units of
DNA nucleotides called SSRs or microsatellites are present in many prokaryotic and eukaryotic genomes.
These repeated units may consists of motifs ranging from 1-10 nucleotides %24, SSRs are considered
hypermutable sequences where mutations could be due to insertions, deletions of a motif or of a single
nucleotide in a motif 2225, Expansion or contraction of SSRs generally happens during DNA replication and
is frequent on the lagging strand # %62°, SSR length mutations may modify genes 2 % 3! and or cause
disorders whether repeats are present in exons, introns or un-transcribed regions 2 3240, Triplet repeat
expansions can also lead to non-ATG (RAN) translation i.e. can initiate translation without ATG codon .

However, SSRs may have functional roles 23 25 30.38 4245 Gelection of microsatellites can affect linked gene
diversity “, genome diversity #/, influence evolution 1% 3031 3848 rate of evolution of sequences (gene) “°,
adaptability to changing environmental conditions %, brain development and function 3 etc. SSRs can also
influence phenotype or behaviour at individual and interspecies level as seen in study on vasopressin avprla
gene in voles (Microtus), homologue in humans, bonobos (Pan paniscus) and chimp (Pan troglodytes) *°.
SSRs may also influence facial phenotype as found in case of dog breeds ¥ . Similarly, polydactyly in a
dog breed (Great Pyrenees) is associated with a hexanucleotide repeat reduction in Alx-4 gene 3* %°. The
present study examines SSR type, length, CG/GC richness and positions in human hair keratin Type | and
Type 1l genes. Further, we compare the positions of SSRs in human hair keratin genes with those of chimp,
orangutan, macaque and platypus orthologue sequences (if present) to seek conservation of human SSRs.
The SSRs found in the present study could be useful for further research for monitoring variations in human
hair keratin genes that may happen due to hypermutable nature of SSRs. The present study also revisits
comparison of structural organization of human hair keratin genes with those of orthologues in chimp,
orangutan, macaque and platypus.

MATERIALS AND METHODS

Obtaining keratin gene IDs: Human (Homo sapiens) hair keratin gene HGNC (HUGO Gene Nomenclature
Committee) IDs were obtained from NCBI database (https://www.ncbi.nlm.nih.gov/gene/). These IDs were
submitted to Ensemble genome database version 75 %52 (http://www.ensembl.org) to obtain Ensemble gene
IDs and features like chromosome number, strand, GC%, gene length, transcript numbers etc. associated with
each gene.
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Obtaining gene sequences: Ensemble gene IDs of human hair keratin genes were used for obtaining
unspliced gene sequences from Ensemble genome database 75 5 %2,

Repeat search: Human hair keratin genes were processed for SSR search by using SciRoKo software %3,
Default parameters were used for repeat search, except for choosing mismatched fixed penalty mode and
upper boundary of motif length was set at six. Search outputs were analysed on basis of motifs, lengths, CG
richness and position in the gene sequences.

Repeat densities in gene sequences and exons/introns: Repeat density per KBp (Kilo Base pairs) in each
gene was determined by dividing total number of repeats with gene length for each hair keratin gene.
Presence of repeats in introns and exons was determined on basis of co-ordinates of exons for each hair
keratin gene obtained from Ensembl 75 5% 52, Repeat density per KBp in exons and introns was determined
by dividing total repeat numbers with total exon and intron lengths respectively for each gene.

SSR length and CG richness: Length of each SSR was measured based on number of nucleotides between
repeat start and repeat end positions in each gene as per SciRoKo output. For SSR CG richness (percentage),
total numbers of occurrences of C/G in each SSR unit were considered.

Conservation of repeats: Multiple aligned sequences [EPO (Enredo, Pecan, Ortheus)] of human hair keratin
genes with orthologue gene sequences in chimp (Pan troglodytes), orangutan (Pongo abelii), macaque
(Macaca mulatta) and Pecan aligned sequences of platypus (Ornithorhynchus anatinus) were obtained from
Ensembl 75 5% 52 5% 55 Human repeats and their positions were compared with the aligned sequences of
orthologues. Repeats found in the orthologue sequences in the same position as those found in the human
hair keratin gene sequences were considered conserved. Total number of such repeats from each orthologue
sequence was taken for calculation of percentage of conserved repeats out of total human repeats. Similarly,
repeat types and motif conservation percentage was calculated.

Statistical analysis and representation of data: Pearson’s correlation analysis at 99% and 95% confidence
was done with help of SPSS (statistical analysis software) to assess correlation between gene sequence length
and CG% with repeat density, CG% and length of repeats. Heat maps were generated for representation of
repeat density and conservation values by using Matrix2png °.

Comparison of gene structure: Human hair keratin gene sequences aligned with orthologue sequences
obtained from Ensembl version 75 were used for comparisons. Exons and introns in each human keratin gene
sequence were compared with exons and introns in respective orthologue sequences from chimp, macaque,
orangutan and platypus. These positions and conservation of sequences were confirmed from exon co-
ordinates, exon ranks and the markings obtained from Ensembl 75 %% %2545 Exon start and end co-ordinates
and exon rank in transcripts obtained for each human hair keratin gene and respective orthologues were also
used for calculating total number of exons for each gene and individual exon length, which were possible for
each transcript variant for respective gene. Each exon length for every exon rank for respective gene was
used for comparison of exon lengths of human genes with the orthologues. Equal to or less than 10nt
differences in lengths of exons were ignored.

RESULTS AND OBSERVATIONS

Repeats in gene sequences: Out of 17 hair keratin genes, 63.64% of Type | genes and 83.33% of Type Il
genes have repeats. Four Type | keratin genes KRT33A, KRT35, KRT37 and KRT38 and one Type Il
(KRT84) gene sequences do not have repeats.
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Repeat density is highest in KRT40 (0.8493/KBp) followed by KRT31 (0.5169/KBp) and KRT39
(0.4719/KBp). Among repeat types, KRT40 has highest density of di- and tetra-nucleotide repeats
(0.3185/KBp) (Figure 1).
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Fig.-1: Densities (per KBp) of total repeats and repeat types in human hair keratin genes

Amongst different motifs found in hair keratin genes, mononucleotide repeat T (n) and tetranucleotide repeat
motif CTCC (n) (0.2585/KBp) have highest density present in KRT31 gene sequence (Figure 2). Pearson’s
correlation analysis reveals significant (P < 0.01) negative correlation between gene length and repeat
density. Repeat GC richness shows significant (P < 0.05) positive correlation with repeat length.
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Fig.-2: Total motif densities (per KBp) in human hair Keratin genes. Scale bar colour intensity indicates lower
to higher values. Blank cells indicate absence of repeats and motifs

Repeats in exons and introns: Repeats are abundant in introns of hair keratin genes but present in exons of
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only one gene i.e. KRT31 (tetranucleotide repeat). Repeat density is highest in introns of KRT40
(1.1117/KBp) followed by KRT39 (0.6115/KBp) (Figure 3). In introns, mononucleotide (Tn) repeats are the
most abundant repeat types and present in KRT31 genes (0.4398/KBp). The other abundant repeat types in
introns are di- and tetra-nucleotide repeats (0.4169/KBp respectively) present in KRT40 Figure 4).
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Fig.-3: Total repeats and repeat type densities (per KBp) in exons (E) and introns (I) of human hair Keratin genes
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Repeat length: Longest repeat in human hair keratin gene sequences is a pentanucleotide motif AACCT
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(54nt) which is present in Type | KRT36 (Figure 5). This is followed by di- and tetra-nucleotide repeats in
Type I hair keratin genes KRT83 and KRT86, which are 45nt and 36nt long GT and ACAG motifs

respectively (Figure 6).
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Fig.-5: Repeat lengths (number of nucleotides) in human hair Type I keratin genes.
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Nucleotides

CG richness of repeats: In general, AT rich repeats are prevalent in keratin gene sequences. Therefore, most
repeats are not rich in CG content. Mononucleotide repeats and larger repeat motifs like hexa- and penta-
nucleotide repeats are CG poor (Figure 7). KRT32 and KRT85 are unique in having no repeat motif with
C/G nucleotide. Only two genes, namely KRT31 and KRT86 contain repeat motifs having >50% CG
richness. KRT36 and KRT34 repeat motifs have 40% and 20% C/G richness respectively.

Repeat conservation: Total repeat conservation is lowest in KRT86. Only 8.33% of the total repeats are in
the same position as those present in human sequences in orthologues of human KRT86 gene sequences in
chimp, macaque and platypus (Figure 8). Conservations of repeat motifs in hair keratin genes show
variations in orthologue sequences (Figure 9). However, repeat motifs CA, GCA, GCT, ATAA, TGTC,
AAACA and TGGTT are not conserved in hair keratin orthologues. Thus, these appear to be human-specific

repeat motifs.
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SSR comparison: Human KRT31 aligned with orthologues show longer intronic repeat (I1l intron) in
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orangutan but shorter in chimp sequences (Figure 10). KRT32 (TTTAT)n repeat in intron VI is longer in
chimpanzee sequence. Human KRT34 intron VI (including the SSR) has no sequence similarity with any
orthologue. KRT36 pentanucleotide repeat (AACCT)n shows conservation in some regions but is shorter
compared with orangutan, and (T)n repeat is shorter compared with chimp sequence. Except for
mononucleotide repeat (T)n in intron | of human KRT39, other repeat types do not show conservation.
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repeat like regions (Figure 11a). Further, all nucleotides of repeat (ATAA)n (magenta highlight) in intron 111
in human and chimp sequences show no differences, but the platypus sequence region corresponding to the
same repeat has no similarity. The (CA)n repeat (magenta highlight) is short in human sequence compared
with chimp sequence and orangutan repeat. The platypus sequence in this region has no similarity. Human
KRT40 exon 5 and introns 1V, V, VI and VIII have repeats (magenta highlight) and regions that could be
repetitive in nature (green highlight) (Figure 11b).

Comparisons show that (TTTA)n repeat near exon 5 and within intron V is longer in the macaque sequence.
(CT)n repeat within intron V is longer in chimp and macaque genes and (T)n repeat within intron VIII is
longer in orangutan and absent in macaque genes. However, the (AAAC)Nn repeat within intron V1 is longer
in the human gene (Figure 11b). Type Il keratin gene KRT82 SSRs (magenta highlight) are nearly
conserved in the orthologues, except that they are longer in the macaque sequence (Figure 12). KRT85 SSR
is shorter than orangutan repeat and longer than macaque repeat in intron VII.

Human KRT86 Intron | (ab-initio X and XII) tetranucleotide repeat (ACAG)n is longer in the human gene
and the first mononucleotide repeat (T)n is partially (TA)n and partially (T)n in chimp and shorter in
orangutan sequences. Each nucleotide of pentanucleotide repeat (AAACA) is conserved but the second
mononucleotide repeat (T)n is longer in chimp and shorter in orangutan gene sequences (Figure 12).
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Tninpanzes  -THAGTTACTOCAAACAGCAACT GRARRAT CATAGTAA : ; : DT OT AROOCATOT AL CTOALTACT CACEUTRCAAGT
Crangutan  TTGAGTTACTGCARACAGCAACTGGAMAAT! ; : . T O T CTAA T T ST O GACTAC T CACTUT OCAAG Y
Macaqus  TTOAGTTACT GTARACAGIAACT GEANAAT CATA COCCT OTAAGT GATSTGCARTTSALT COTEACCC T ORAAGT

Fig.-13a: Repeat like regions (green highlight) in introns of Type | human hair keratin genes KRT31-KRT33B and
KRT35. Repetitive regions are longer in intron 11 of KRT31, intron V of KRT32, intron 11 of KRT33A and intron I of
KRT35 in macaque orthologues. Repeat like region is longer in intron 11 of KRT33B in orangutan and macaque
orthologues. (Aligned sequences from Ensembl*'*%)
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KRT36

Human 1 G TR T TAIAGACT CCTTGET TATY CAGT TG TCT TAGAGARACTTAGRAT CAGCY TCAGATATGART CATACAGTACAGGGGTT ANAREAARAANGAA
Chimpanzee GATATTCGGATTAGIAGACT OCTTECT T AT TCAGT TG TCCTGAGAGARACCTAGAAT CAGLT TCAGATATGAAT CATACAGTACAGEGET TAMACRARARAGAR
Orangutan  GRCAT OGP CAGCAGACT COT T GO T AT CAGT TG O T A GAGAAG O TAGAAT CAGLT TCAGAT A TOSA TCAT ACAGTATAGST mumm
Macaque GACATTCAGATCASTAGKCT CCTTECTTAT T CAGT TGTCUTGAGAGAIA COTAGAAT CAGCT TCAGATATGATCACACARTACAGECGTTAAMARRAMANGAX

KRT38 _
Human 7 PITCAGRTTAAGAAATT T PURR R T ATARL TOTOAGACTTOI ST GETIATAALY ST OO ST A Y AT O AR AT
Chinpanzee TITCAGATTAAGAAATT TN { CTATANA CAGACTTETOTGECTATAN T OCCTOTCTIAMT TCTCOCAZTCT ARANT

CTATANAT TCT GACT CT AR GACT T BT T GRCTAT AR C O T GT COCT BT CTANT TCTCOCAGTC TARANT
CTATAARTTOT GAT TCT CAAGRCTT GTCT GECTATARLC O TGT COCT GTCT AAT TCT TOCGETCTARARAT
TTH ""”"T(J.-a?':‘l’"' AARACT TATTGATTCAAT GEGTAGACATT T CoT AR STATGRIGT EOTTCOACTICT T
T AR T AT P GATT CAAT GRS TAGA AT T T GETARGT AT GATUT GCTTOCADCICT T

Orangutan  TTTCAGATTAAGARATTTCT
Macaqus GTTCAGATTJAGARATTTTT
Hunan CTARACAATEACTT
Chinpanzes CTARACRATGACTT

Orangutan CTARRCAATGACTT TACT"IC"O"I'GPA\:TATTGAAAO:‘;'KXTGATTTAATGGSYAGAG&TTTGCTMGT&!GA; GIGCTTOCACTICET
Macaque CTCAACAATGACTTORD G TAT T T oY G T GAAG T AT T AR T AT TGATT T A- e T AGA GATT T GCT AR GTATGACGT GOT T CoACTTC T
KRT39

Human : TEAGRRNEAARNA AR GAGT CTCAGIGTGT T
""u:p:n.c-s MTTIG”LMTGCAC?CWWCMMUTGAGACVTCT._ RAA CAGARAC) GTCTCATGGIGTET
Orangutan AR , AAGRAGHGTCTCATGE?ETTT
Macagque & A AGRGTCTCATGATGTET
Human ORI f.mmmqimr:rwanmmaas.m SACTCAGGACTAAA- AGATGT TARCAGTARG:

(hinpanzes  CCTTTCTOCAGAAAT ACACT CTACCATTATAACTAGAT GACTCAGGACCAAA-AGATGT TAACAGCRAGT TGT TGOCATT I TI TATTTT T TAT T TT R TATTTATT
Orangutan  CCTITCTOCAGAARTACACT CTACCATTATANCTAGATAACTCAGGACCARA-AGT TGT TANCAGCAA ===~

Macaqu=s CCTTTCTOCAGAAAT ACACT CTADCATTAT ARCTAGAT AACTCAGGACTAAA - ACATGT TAACAGCARG ==~

Hunan = serssetsenssmsnses TI‘GITGCE\TTHY?MATM&MTAWTCAGNMTMATT?TGI TTARTEAGTTICTAAGCAATTTAGT 7T
Tninpanzes TTTITTACAGU I AAAAT CR T T oI TGO AT T T T T AR T AR A TA GG CARA A CAGA T A GACR AR A TARATTT TG T TTAR T GAGT T TUTAAGCAATTTAGT IT
Orangutan  —sessssseeeeceeeeees T TG‘I'I"TCM‘TTTT?WTMATAWAG&TDJG‘MTWTTTTGTTTTMTG\GI TTCTAANCAATTTAGTTT
Macaqua T GITGOCAT T TT T T AR T AR A AT AGEEAAA CAGA G T CAGAEA ARA T ARA T TT TGT T TTAAT GAGT T T CTGAACAGT TTAGT IT
Hunan CAGOCTOOCAACTAGCT GEEATTACAGGC OO CECTACCADSOCCAGTTAATIT PITACTAGAGREGGEGT TTCACCGIGT TA

Mhinpanzes CAGOCTOOCGAGTAGCT GERACTACAGGTACCUGCTACCACGOCTGEECT AGAGRCEOSGT TTCACCGIGT TA
Orangutan  CRGOCTOOCGAGTAGCTGEIACTACAGSCECCT BOACCACACTOGELT. y v P PAGTAGAGACBEGET TTCACTGIGTCA
NAGRQU® ! eedsGlsaiiisicisdiadlaeln s niliene Lo it ittt A S b ial slbEuiba dd diee Seia i s Lo lineiale bbb b e niihh il kel
Human v MYMT'TWTI’PTTPGGA&C‘IWWTGC’ACTP T PECACACATT T AAMCACACACTOCTACCT CAMGAGICT TAMATCATTTTAT
Chinpanzes MTGATCIMATPTTTPGGM“ICFG‘T’TTGC?AC‘W- ACACATTTARACACACAGTCCT ACCT GRAAGAGTCTTAAATCATTTTAT

oranguran  AATGATCAAATT-TTTCEAACTCT GfCTTGOT ACY CATIRIR g - -~ --—-—— T TAAACACACA GTOCT ACCT GARAGAGTCTTAAATCAT TTTAT
Macagus m&rn»@rnm&mnmmwaﬁcm&m TAT T T AAACACACAGTOCTACT TGARATAGTOGT ASATCATTTTAT
Humarn VI TGGATE00E ~ v ===~ OE A&m'xr'rmﬂcmrﬂamemmuw STACACTTTOOGRAACATGAGAGAGCAT T TATTATAT

Chimpanzee TEGATOREE-———=-= ZAG
Orangutan  POGATEONE--—--------i VI GRACALC: “7\TWAI"’A.‘IGPTTV"\TV'RQTAmMWACRﬂ%%PM’T'T‘TT&TAT&
Macacus TGGATEO00T GEOOCCOTGORNE = Wmm CATCTCATGETAT TAAT GATT CAT GRAGTACACTTTEGGRAACACTGGGAGAGCATT T TATTATATE
Hunan rec;r;lz.fc-r TIT PRSI CAGRTGGAGT CTCACT CYGTOR0CCAGATGEACACCAGT o AT oToGaaT Ca
Chimpanzee TEGTARTGCTT : QGAGATGGAGTCTCACT ST GTCBOCCAGACTGEACAGEAGT GRCACGAT T OBGAT A

Oracgutan  TGSTARTGCIT T = e mmw e v == PN T TR TIT T GAGATAGRGT CTCACT CTGTCGO0CABACT GEAGRECRAT Gl aATOT cfaaT ca
Macaque recrmrwrﬁgjc-ltnncrtnmm PTG TR T R AL A TG GAGT T CACT T GI T GOCCAGAT T GEAGA GAGT 30T TGATCTCAGGTCA

Human 7 GG TToGATT AT YGAT TAGG A st AR sl rasr TGtacar A AR G YL
Chimponzee  TITGEGTTITAGATTTATT SGATTAGGARACAATARATARAGTT mw;mucrmms*mrcmcmm ----- -
Orangutan  TTTGEGTTITGEATTTATTZGATTAIACANT - - - - AANETGOT TGEAGAT CTAY CAGT AGT GTCACAMGAMACCAT T m == m e e mm m m e o
Hacaque T GEGT T T T CEATT TAT T T G TA G A A AR T AR A T AR A T CC T TGGAGAT CTAT CAGTAGT GTCAC AN GA A CATTT TTIT T T T T TTTGOCGEECACAGT
Fig.-13b: Repeat like regions (green highlight) in introns of Type I human hair keratin genes KRT36-KRT9. Repeat like
regions are longer in intron | of KRT39 orthologue in chimp (yellow and green highlight) and in intron VI and exon 7 of

KRT39 orthologue in macaque (green and vellow highlight). Aligned sequences from Ensembl*'*%)

Some sequence regions in Type | hair keratin genes show tendency towards repetitive pattern (green
highlight) and can be marked for future investigation to monitor any alterations specifically in these regions
(Figure 13a and b). Human KRT33A intron Il shows sequence region that could have either (T)n or (TTC)n
repeat in the orthologues. Thus, there is a reduction in repeat in human KRT33A intron I1. A similar situation
of possible reduction in two repeats in human KRT33B intron Il compared with orthologues is also seen
(Figure 13a and b). KRT39 sequence regions that show repetitive nature but are not SSR in intron | where
(TTNTTN)n is seen only in the chimpanzee sequence (marked yellow); and (T)n repeat (not present in
human) in area aligned region of exon 7 of human gene is seen only in the macaque sequence (marked
yellow). Type Il hair keratin genes also have repeat-like regions that are shown in Figure 14. Human KRT86
Intron | (ab-initio X and XII) has some regions that could be repetitive in nature (green highlight).
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KRT82

Hunman VOV T A GARA T TEGAT FCAGRGT GCAAR
Chinpanzes  ATTCAGAATTGGATTCAGCGTGORAK
Orangutan  ATTOCGARATTGGATTCAGAGT GCAAAGS
Macagqus ATTCAGAAAT TGGAT TCAGAGTGCAAR

KRT8S

Hunan ! O AACT OO LA AT T TARCGAGET CoAGGT BT GG-TCTAGAAAT TEAGCCT GTGAT 0T AR AG T T GTG AT GTGT BT I GTGTACA

Chimpanzes CTTCRCIOCCGCAGCATT TAACGAGET OCAGHTGT OG- TCTAGAAAT TRAGCLT GTGAT CCRARGT 6T GTCI AT GTCTG T GTGT5-— CATHES

Orangutan mmmm:rrummmmrmm—ram. 7mmrmmrmmucrmrmcx G¢ C.l

Macaque

Hunan

Chimpanzse : GTA TG G2

Orangutan T3 'TA I ; BECASCATATGTGTCTOTGTATECA
Macaques GIaT ? GTEIGEET) 316 . . v CATAAGTGTGIGTSTATGCA
Human RICTAf— PR ; C X Geffasoacereor
Chimpanzes § STy FERGCING G‘IT’I‘CH‘G\HTlmGA»‘GAQTAG&C'AmCMYG'CTWACIGSGm&ﬂmﬁ
Crangutan : %5 7 ETGI ] GIWT!‘G\GCQAGA’I’GRG’\'IAG’MA’I\CA\:\MGTG""IGMAMDCAGACXW.ACK}TGC‘I
Macagque C v 3

Humar b rr.mmmmc‘ummmrmum [TT : Y. TARAGEAAGTTCARAA T TCAGTEOUT T TAT CATOOTTACG AR
Thinpanzee TTATAATCCTCACAATECIATAAGATAGATATO TANNGAAGIAGECT CAGMTTCAGTGOCT TTATCATAGCTACGCAL
Orangutah  TTATAATCOTCACEAT O AATARGATAGGIATOED P TAARGARAGCAGECT CAGAATTCAGT GOCTTTATCATGGLTACGCAG
Macaqus TTATAATCTTCACAATCCRATARA TAGGYATG == TAANGAAGTAGGCT CAGAATTCAA Y GOCTTTATCATGGIT GOGIAG

KRT86
Human WX AT CAROTAGATC TTC TAGARAACK Ew) .; oo TATCACCARTAT ACCAGTCT ATCAGT GAAANCCT ARTGT OO GTTTGEGTTATCATZOCTC
Chimpanzes TCATCASOCAGETCTTCTAGRAAACH QG- . TATCADCAAT AT ACCAGTCT ATCAGTGARANCCT AATGT OCTGT T TGOGTTATCATGOCTC

Orangutan  TTGTCAGOCAGATCTTCTGGG X nmmmmmcmmwmcrmmmmmncamrc
Human CICICTTAAT TPTTTOCTTGLT TAC GCUTNIUTTGCTTMTMMGIMTTCDAM‘TQ&TNMMTCI‘G:\Q\GI |

Chimpanzes  CICTCTYAATTITTTOCITGCT TAGOIT TOTTCA T TCAT T T GECAGGA TARTGCT GTAAT T ORARTT T CATAR T CAGT AGCT T CTGAGAGTARTER!
orangutan  GICTCTTAMATTTITCCTTGCT TACGCCT TOCTCAT TCACT T ERCAGGATAATGCT GTAAT TCGAATTT CATANT CAGT ASCT T CTGAGAGTAR

Human dmmuwmmwmcﬂcnmmnmmrm@mnmncrcmoccrm
Chimpanzes CAGACICTCTAT T GOTTAGS TTGEESTGUAGT GaT G GATCT T BT CACT CUARRC T TCTGT LT UCGGET TCANGCAATTC T CATGICT CAG
Crangutan mmmwoccmoo'mmocammrmmﬂmnmmmcmarmrrw&.mmrcmmcm
Human .

Chimpanzee

Orangutan e

Human IcmsluTm?mrmecmmerG?@Garrmmmcﬂrnzmvccmmsrmmmmcm

Chimpanzee ACTGGAT TARAACATGCAT T TAAT CTT CTTTARATACAT G TGGAT T GRATGAGC TETAR TCARATCCACAT T OGTGGATOCTAAS 0
Orangutan  ACTGGATTAANACATGCAT TTANTCTTCTTTAAATACAT GTGGATAGRATSAGC TG TANTCAMTCEACAT ST CATGEATECTANG GTCATC
Human

Chimpanzee
Oranqutan
Human

Chimpanzee
Orangutan X .
Human lSTrrc«Ja*r"rtrrrr'nG,:rmcxn| «-r-crwuaa:r;‘mn"" ToncacreeToC IO GTTC
ChinpanzecggM T GCANGTCTGTCT T CTB5GECTT GERATAG- BEEEAGEAAGE BT TT CET 00 T CEGACAAT DGT OC T CUGTTABRS
orangutan / TCTGCAAGTCTGICT T CTGEEG0T T GEGET AR GEEEAGHARGGG T TT T DoGTCRGATAGT OGTOC TCEG TTCAGE

Fig.-14: Repeat like regions (green highlight) in introns of Type Il human hair Keratin genes KRT82, I\R'l'85 and I\R'l"86
Repeat like regions are longer in intron vii of human KRTS8S and orthologue in chimp (green highlight). In intron 17X of
KRTS86 repeat like regions are either longer in human sequence or in orthologues or both, Exon 13 of KRTS6 has longer

repeat like region in orthologues (green highlight). Aligned sequences from Ensembl*'*?)

KERATIN GENES STRUCTURAL ORGANIZATION

Number of exons: Human hair keratin genes may have more than one transcript (Table-1a 23 ¢957%° and b
2.3,8,5759) - Considering exon start-end co-ordinates and exon ranks in transcripts, total number of exons
calculated in human hair keratin genes and the respective orthologues comparisons show similarities and
exceptions. Number of exons are seven in Type | keratin genes, except eight in KRT35, KRT36 and KRT39
and nine exons in KRT40 genes. Human Type Il hair keratin genes have nine exons, except eleven in KRT86
gene (Table-2 5% %2), However, ab-initio (not empirical) exon numbers along with empirical exons are
different, as these numbers are higher in some genes, evident from the marked up regions in sequences
obtained from Ensembl 75 (data not shown), from the ones listed in Table-2 5 %2, Human KRT39 has three
transcript variants (Table-1a % &9 575%) and considering all variants, this gene has at least eight exons.
Human KRT40 has ten exons.
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Comparisons of human gene organizations with the chimp, orangutan and macaque orthologues show similar
number of exons in Type | and Type Il gene orthologues (if present). Platypus gene has only six exons
compared with nine exons in all other KRT82. However, the ab-initio exons show a total of eleven exons in
human KRT82 (data not shown). The differences in exon numbers could be due to transcript variants.
Possibly because of at least four transcript variants, the human KRT86 ab-initio exon number is as high as 32
(data not shown) but the exons in graphical representation show 11 exons (data not shown).

Table-1a: Type I hair keratin genes names, characteristics, expression & pairing (information based on Ensembl** & Ref indicated in the table)

K:‘:;n Niss | Strand |%GC T"m"“u m"" Expression |Expression Time | Pairing | Pairingin |  Disease Other | Reference
KRTHA1, K31, Mid, upper corex, 2, 6, 8,
KRT31 Hat -1 4981 1 medull KBS | Lower cortex 7,
KRT32 K32, KRTHAZ. 4 |sim 1 Cutcle, matrix, | Much earfier than K82 8 K85 MG cutide 6
Ha2 ; fower cortax K39 & K40 K85 Lower cuticle 2,6-8,57,58
Mid & upper cortex, | Simultaneous with Polshed o7 2, 8. 97,
KRT33A|KRTHASA Hadd| -1 |4836| 1 s Py nutaton | SO KE® |
Simultaneous with Mid & upper .
KRTI3B|KRTHAIB Haddl| -1 |d46.42 1 Cortex & medulla K334 & K34 ik Similarta K33a| 2, 8, 38
K34 KRTHA4, | Mid & or only upper | Simultanecus with Upper cuticie & 2, 6-8,
R st 11981 e medta | Kaaaakil | ¥ | conex 5, 58
Cuticle, precortex, 2, 68,
KRT35 %, :?;HAS -1 | 5366 2 lower, mid & upper K Matrix 57, 58
cortex, malrix
MAd & upper cortex, | Where expression 4, 1,5,
KRT36 | KRTHAB Hab | -1 |S352 2 modls | K3k foished | ' s
KB1, KBS 2,3, 8,
KRT37 | KRTHAT Ha7 | -1 |[51.98 1 Md & upper corex K86 %, 58
MG & upper coriex, 2, 8, 57,
KRT38 | KRTHAB Ha8 | -1 |5185 1 medulla s
y 3 Not >60%
Upper cuticle, After K32 Upper cuticle & 2,%,.8;
KRTSO| KxKads | 4 4238 3 | CENC e on  [KBZ&KEE T mmmyvm 5
. Not >60%
, After K32 Upper cuticle & 2, 68
KRT4D | K40, HaB A 4N 3 Upper cuticle ) K&2 codox hom::ogm
Table-Ib: Type 11 hair keratin genes names, characteristics, expression and pairing (informatin based on Ensembl™® & Ref indicated in the table)
“"". Aias | Strand | % GC 7’:“'""’“!"" Expression |Expression Time | Pairing | Pairingin |  Disease  [Characteristics| Reference
R Manilethrix s
KRTet | Kebot | 4 |sate| "‘:”fw";:: Same time as K83 ymphctiasic s'""f‘&m b it
e leukemia MOLT4
Later than other | K32 Mid cuscle Similar to K84
KRT&2 | K82, Ho2 | 1 |S288| 1 Cuticle genes incutide, [ K398 | Upper cuticie & PO LR LE L
precicely inlower [ K40 oortex
KRTE3 | Kestes | 4 [sag| g [ Meddlamidd | AkogwihK81d Manitivx 23,959
upper corigx K6
kRTed | ke b | 4 |msm| 4 Tongue S'"‘:"K‘;s"” 235
K31 Lower cortex P
: - Hair & nail 2,385
KRTES | Kesbes | 1 [sast| g [N uppercorex K | RN | demal
maknx & precartex culicle dysplasia
K35 Matrix
Medula, mid &  [Afler K81 or K83 in Upper cuticle & i
51
KRT86 | K86, Hob 1 |4975 4 upger cores e xuaml dotei Monilethrix 138,
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[Table-3: Comparison of exon of human hair keratin in the
3 ) Exon Numbers
kel | e 1 2 3 4 5 6 7 8 9 10
KRT31 Chimp
KRT32 Chimp
KRT33A| Chimp Macaque Chimp
Chimp Chimp
KRT36 Macaque Macague
‘Orangutan Orangutan
Chimp Chimp
LRT:V T
KRT38 Chimp Chimp
Chimp Chimp Chimp Chimp Chimp
KRT39 | Macaque Macague Macaque | Macaque | Macaque
Long Orangutan Orangutan
Chimp Chimp Chimp
KRT40 | Macaque | Macaque Macaque | Macaque
Orangutan | Orangutan
KRT81 _ Orangutan Orangutan Orangutan
KRT82 himp
KRT84 Orangutan
[ _Chimp | Chimp Chimp
KRT8S [WMacaque | Macaque Macaque
Orangutan | Orangutan Orangutan Orangutan
KRT8S Chimp Chimp Chimp Chimp Chimp Chimp Macaque Chimp | Macaque
Macaque | Macaque Macaque
KRT31 | Orangutan ' Orangutan
Chimp
KRT32 | Macaque Macaque
QOrangutan Orangutan
[KRT33A | Orangutan ;
KRT33B | Orangutan Orangutan
KRT34 | Macaque Macaque
Chimp
KRT35 Macaque Macaque
O -
Chimp Chimp Chimp Chimp
KRT36 | Macague Macaque Macaque | Macaque
— QOrangutan Orangutan Orangutan | Orangutan | Orangutan
KRT37 ' Orangutan |
KRT38 Miecsque
Orangutan
- Chimp Chimp '
KRT39 Macagque Macaque
Short Orangutan | Orangutan Orangutan Orangutan | Orangutan
Chimp Chimp Chimp Chimp Chimp Chimp
KRT40 | Macaque Macaque Macaque | Macagque | Macague
Orangutan Orangutan Orangutan | Orangutan | Orangutan
KRTe1 (CD : — —
— Chimp
KRT82 | Macaque Macague
Orangutan Orangutan
KRTEa |iMacague Macaque
Orangutan Orangutan
Chimp
KRT84 | Macaque
Orangutan | Orangutan | Orangutan Orangutan | Orangutan
[_Chimp Chimp_|_Chimp_|_Ghimp Chimp
KRT8S | Macague Macague | Macaque | Macague Macague Macaque
Orangutan Orangutar | Orangutan Orangutan Orangutan
KRT&6 Chimp Chimp Chimp Chimp Chimp
Macaque | Macaque | Macaque | Macaque | Macaque Macaque Macaque | Macaque
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Table-2: Human hair keratin gene 1Ds, chromosome locations and number of exons (information based on Ensembi®*)

POUHEE e F Wb oW d o

Q

i1 | kRmas | 7] ensermanoonooontst | 17 (7| enseevaoonoonossas | 17 |7 enswucoooooosorss | 16 |7 | ENSoANGao00dondzsa ] SN2 | T
ETRSCOTORTER | 17| KRS |1 | ErSPYRGOUO0OMATaE | 17 [T LA
ENSGO0000006059 | 17 |KRTaaA| 7| EnsprRaocooncstse| 17 || enspeycoooooooesar | 17 [ 7] Enswmucooooootorss | 16 [

| conigraose| 7

ENSGO0ON131738 | 17 |KRTX38| 7 | ENsPTRGO0O0NOG1SO| 17 | 7] EspeYGoovaooeeds | 17 |7 ENSOANGOOOODOO4T13
Enscoo0oranra | 17 | kRrad |7 ENSMMUGO0000010757 | 16 [7 ConigtTesd | 8
ENSGO00TaTore | 17 g 17| §| ENSPPYGOO00000BATS | 17| 7| ENSMMUGO000001664% | 16 | 7

SOA 3
ROANGOIOO000 755
SOANGOIO0THS

ENSGO0000126337 | 17 | KRT36 [ 8 | ENSPTRGI0000009165| 17 |8 ENSPPYGO000000B418 | 17 |8 ENSMMUGO000018646 | 16 |8 |

Ensco0000108417| 17 | KRrar | 7| EnserRaoooooontez| 17 [7] enseevcooooones2s | 17 | 7] Enswmucooooooiess3 | 16 | 7 Contigh®3 | 7
ENSOANGO000OO14a0S [
ENSGO0000171360| 17 ENSMMUGO0000018643 | 16 |7 Cantigh32s | 8
BN T W
’ﬂ"‘:::--;’: 17 - %
ENSG0000205426 | 12 1 :
ALY Contgioss | 10
ENSGO0000T6185¢ | 12 N 1260¢ | Condit
ENSG0000170523 | 12 1"
BT Conigioss [ 10
161846 | 1
%i ERS NG00
ENSG00000170442| 12 | KRTEG | 11| ENsPTRGO0000MGT2| 12 |8 ENSMMUGO0000031925 | 11 [ 41 SR A

Orthologue sequence comparison and exon length (s): Though the exon numbers in each keratin gene
orthologue are similar, comparisons of exon lengths of human hair keratin genes with their orthologues
indicate differences in lengths in many orthologues (Tables-3 % °2). KRT33B, KRT35, KRT83 do not have
longer exons in any orthologue compared with human exons. Though there are sequence similarities
indicated in the aligned sequence of human KRT34 gene with its orthologues, there is no structural similarity
except with the macaque gene. Macaque exons 1 and 7 have shorter lengths compared with respective human
exons (Table-3 %52), Human KRT40 has ten exons but the first three exons and introns have no orthologue
sequence in these regions (data not shown). No orthologue sequences of human KRT81 were available.
Similarities of human hair keratin genes with platypus orthologues are not significant. Most introns in hair
keratin genes begin with 5 GT and end with 3’ AG nucleotide combination. The exceptions are introns I in
KRT36 (3> ACC) and KRT37 (5° CT), but possibly due to ab-initio exon else other marking. Similarly, IX
intron of KRT40 (5° GC), III intron KRT81 (5> GC), VI intron KRT85 (5> GG), KRT86 many introns
including ab-initio do not have 5° GT and 3’ AG pattern. KRT86 has CT nucleotide in 5’ of ab-initio introns
I, IV-IX, XI, XIV-XVIII, XX, XXI, XXX and XXXI. The other nucleotide types in 5’ are TC (IlI), GG
(XTI, TG (XXII) and GC (XXV). In the 3 end the nucleotide types are GC (I, XIX), AC (11I-1X, XII, XIV-
XV, XX, XXI, XXX), AT (X), GG Xl and TC (XXII and XXI1X) (parenthesis have intron numbers).

J. Chem. Bia. Phy. Sci. Sec. B, August 2017 - October2017, Vol. 7, No. 4; 1011-1036, [DO1:10.24214/jcbps.B.7.4.101136.]



Few Simple ... Gharu and Trivedi.

DISCUSSION

SSRs are found in most organism genomes where repeats are present in coding and non-coding regions; and
show differences in distribution, types, motifs, densities etc.?: 22 2% 356063 The present study shows repeats in
70.59% hair keratin genes amongst which 63.64% are Type | genes and 83.33% genes are Type Il genes. We
find significant negative correlation between gene lengths and repeat density, unlike the positive correlation
between repeats and genome size in mammals 22, This however, does not imply contradiction with reports on
genome size and repeat correlation, but indicates that repeat density may vary in different genes and may
show characteristic deviations in the keratin genes from the overall genome pattern. It is possible that the
human hair keratin genes have repeats for some functional reasons as studies have suggested importance of
repeats in different genes 19 2 25 30 31, 38, 4249, 64 The present study shows few trinucleotide repeats; and
dinucleotide repeats are not as abundant as tetra- and mono-nucleotide repeats. This is consistent with
reported abundance of dinucleotide repeats but low frequency of trinucleotide repeats in human genome .
Except for mononucleotide repeat (T)n, most repeat motifs are not common amongst human hair keratin
genes, which is like the inconsistency of repeats types observed between insect orders .

Abundance of mononucleotide runs, especially in introns of mammalian genomes, is considered a non-
random process *° and perhaps, mononucleotide repeats in human hair keratin genes are due to such process.
Though mononucleotide repeats can be involved in gene regulation ** and nucleosome positioning *; such
functions are not known in human keratin genes having these repeats (KRT86, KRT82, KRT36, KRT39,
KRT40, KRT31). Comparison of human hair keratin genes with Neanderthal genes may shed light on the
hypothesis for fungal genomes which suggests presence of mononucleotide repeats in small genes as remains
of genes that contained repeats or platform for formation of new gene *. Dinucleotide repeats like AT(n)
increase DNA flexibility as well as association with basic proteins, and thus may help in gene regulation and
chromatin dynamics . Such functions of repeats in hair keratin genes need investigation. Though
polymorphic sites in KRT32 and some hair keratin genes are not within or near SSRs, this indicates a
possibility of mutations in these genes as the propensity of microsatellites to mutate is higher compared to
other sequence regions especially in coding sequences 2257,

This suggestion gets support from the study on KRTHAP1 (human keratin pseudogene), where base
substation C/T in exon 4 resulted in TGA premature codon rendering the gene inactive, though the
counterpart in chimp is an active gene %. Though Ha2 (KRT32) exons 6 and the intron 6 boundary have
polymorphic sites ®, no SSR is present in this exon. However, the intronic repeat TTTAT (n) found in the
present analysis is near region that is known for intronic variations as per Ensembl version 75.

Repeats in exons/introns: Though similar mechanisms operate in repeat expansion in coding and non-
coding sequences °, the intronic repeats have lower selection pressure compared with repeats in exons 2.
Few repeats in coding regions are perhaps to avoid possibility of frame-shift or other mutations that may
affect gene expression. Repeats in exons are possibly those that have functional roles 2> 23 32 7174 Repeat
expansion in coding regions can alter protein function which can also result in new function . It is perhaps
due to these reasons that presence of SSRs in exons compared with introns is low in the present study, which
corroborates studies on different genes and genomes 22 28 627275 Some trinucleotide repeats may add new
coding regions and affect size or add new functions to proteins 7. It is possibly due to this reason that triplet
and hexa repeats are present only in introns of the genes in the present study. Paradoxically, this is unlike
observations of abundance of tri- and hexa-nucleotide repeats in whole human genome ”’. Thus, distributions
of tri- and hexa-nucleotide repeats appear to be gene specific and differ from distribution pattern seen in

J. Chem. Bio. Phy. Sci. Sec. B, August 2017 - October2017, Vol. 7, No. 4; 1011-103E, [DO1:10.24214/jcbps.B.7.4.101136.]



Few Simple ... Gharu and Trivedi.

whole genome. Triplet repeat expansions can also lead to non-ATG (RAN) translation i.e. can initiate
translation without ATG codon “.. Therefore, even if repeats are present in introns, there is a possibility of
RAN translation. This may be the reason for presence of few repeats in human hair keratin genes. Further,
repeats are more frequent in newly formed introns compared with established introns and may play role in
evolution 7. In the present study, many repeats are present in or near regions mapped for intronic variations.
For example, mononucleotide repeat T(n) in intron of KRT31 and A(n) repeat in KRT82 lie in the region
where intronic variants have been found. Intronic variations can result in allele variations ™ and quantitative
trait variations 8. Possibly, SSRs may be one of the contributory agents for polymorphism, which may
include variations (if any) in expression of the hair keratin genes. Tough repeats may have functional roles,
SSRs instability can lead to disorders or interruption in gene functions or disease susceptibility 23 32 34 40,
Even intronic repeat mutation can be one of the causes for disorders 2% %6882 or affect promoter activation “°
8, It remains to be seen whether repeats found in the present study are susceptible for mutations that may
alter functions of genes. Since repeats are found in the introns of KRT81, KRT83 and KRT86 genes, SSR
mutations cannot be associated with point mutations that cause monilethrix and KRT85 mutations that
affects hair matrix as these mutations are in exons involving change in amino acid 2 ® 8, It has been reported
that stabilized genes have lower mutation frequencies especially in introns compared with paralogues or
orthologues . Possibly, Type | keratin genes KRT33A, KRT35, KRT37 and KRT38 and Type Il KRT84
gene have also become stable and thus have no SSRs. This suggestion gets support from reported higher
sequence stability of KRT33A compared with KRT31 and KRT33B where the latter two genes share closer
neighbourhood phylogenetic relationship & &. However, this argument does not stand true in case of KRT35,
which is a closer neighbour of KRT32 protein & 8, but this gene does contain repeats. It is possible that the
differences in these genes are due to differences in non-keratin protein immediate interacting partners, or
different selection pressures acting on these genes.

Repeat CG richness: The present study does not show significant correlation between CG richness of gene
sequence and repeat CG richness. Further, the repeats do not have greater than 75% CG richness, which
agrees with other studies where the GC rich repeats are not abundant in genomes, particularly in coding
sequences 23 48 74 8 Few C/G rich repeats in human keratin genes could be due to the propensity for
mutations 2 ™ 878 eyen though some mammalian genes have higher ratio of C/G repeats of certain lengths
4 Human KRT31 exon has a tetranucleotide repeat CTCC(n) which lies in the region that is known for
variation as per the Ensembl version 75. This indicates a possibility of this repeat affecting regulatory
functions in KRT31, as is found in case of other genes .

Repeat length: Longer repeats are polymorphic %, have higher chances of mutations interrupting the length
%, tend to have higher slippage rates 2 and are deleted in dividing cells 7°. Since the hair keratin genes are
also expressed in actively dividing cells (the hair bulb), it is possibly due to this reason and propensity for
higher slippage rate, that most repeats are not long in the hair keratin genes. Shorter repeats in human hair
keratin genes compared with orthologues could be interpreted as a decay of repeats.

However, unlike studies on insect orders ©, this cannot be assumed to reflect the rate of evolution as some
repeats are longer in the human hair keratin genes (e.g. KRT86 tetranucleotide repeat) compared with
orthologues, which agrees with reported longer repeats in humans compared with chimpanzee ?’. Repeat
length difference could indicate differences in mutation rates in different species and mutational bias toward
either repeat expansion or contraction. Thus, different mechanisms and pressures must be acting that result in
differences in repeats and their conservation in different organisms ¢, and on different genes even though
they are involved largely in the same function in the same species like the present study.
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Conservation of Repeats: Conservation of SSRs in non-coding regions may indicate some functional
importance e.g., in gene regulation 2, selection or stability of genes 2° or facilitators of evolutionary
adaptations by providing adjustability %. In light of these functions; lowest percentage of repeat conservation
despite presence of many SSRs in KRT86 gene in the present study indicates possibility of further
evolutionary alterations due to mutations in SSRs. KRT81, KRT83 and KRT86 differ in their repeat types
and densities notwithstanding their conservation in respective orthologues. The differences in repeat
conservation is despite close phylogenetic relationship of keratin Type Il proteins KRT86, KRT81 and
KRT83 proteins & . Further, disparity in repeats found in these genes is intriguing despite their expression in
the same regions of hair and possibly dimerisation with similar Type | keratins *>° (Table-1a 23 5%5%° and b
2.3.8,5759) ' KRT39 and KRT40 show differences in repeat types and their conservation, where KRT39 has
less diversity of repeat motifs compared with KRT40.

Despite same evolutionary branching, these two genes do not have >60% sequence similarity with each other
and other members of Type | keratin; their expression patterns are different and form dimers with different
Type Il genes > 88 (Table-1a 2 3 595759 gnd b 2 38 5759 |t would be interesting to investigate whether the
repeat differences in these genes have any contribution in either their evolutionary divergence, regulation of
expression and or association with respective Type Il keratins. Comparisons of SSRs in human genes with
orthologues indicate that some SSRs may have same location but the motif may change in different species
25, This is similar to findings in the present study where KRT86 human gene has (T)n mononucleotide repeat
but the orthologue in chimp has partial (TA)n and partial (T)n repeat in the same location as per the aligned
sequence (Figure 12). Repeats in regulatory regions like promoter sequences and their conservation also
indicates importance of repeats in gene regulation and possibly phenotypic variations in humans *°. Repeat
(CTCC)n in UTR of KRT31 gene in the present study and its conservation when compared with three
primates indicates a possibility of involvement of this repeat in regulatory functions. On the other hand,
conservation of repeats across different species may or may not have functional importance. Instead, SSRs
could be conserved due to their neutral mutations. Human specific repeats as found in the present study
indicate species and gene specific association of SSRs.

STRUCTURAL ORGANIZATION

Study of structural organization of exons/introns in cytoplasmic IF protein genes shows homologous position
of many introns; indicating common ancestry of lamins and IF proteins %, Variations and conservations of
introns in lamin genes indicate linage specificity . The present study shows similarity in structural
organization of human hair keratin genes of the same Type, but Type | and Type Il genes are not similar.
This is in agreement with earlier studies on keratin genes that show similarity in sequences, exon/intron
structure including Type | hair keratin genes & and conserved elements in promoter region °. Analyses of
introns in most eukaryotic genes also confirm conservation of positions of introns ** %1%, The present study
shows partial concurrence with the study that suggests higher intronic burden in evolutionarily conserved
genes °. Nevertheless, KRT86 has highest number of exons (ab-initio) and thus highest number of introns
compared with other hair keratin genes and does not show conservation of many regions with orthologues.
This indicates a possibility of further variations in this gene in future. In concurrence with studies on
eukaryotic genes %, the first exons/introns in most hair keratin genes show relatively higher conservation,
although there are length differences. For example, the first exons of many orthologues in chimp are longer.
On the other hand, orangutan orthologue shows longer first exon only in Type | keratin KRT40 but shorter
first exon in many Type Il keratin genes.
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In case of KRT40, first three exons of all three primate orthologues do not show similar lengths. Though no
orthologue sequence alignments of KRT81 were available, the exon start-end co-ordinates of orthologues
indicate that only macaque gene first exon is similar with human exon length. Further, besides the first
exon/intron, there are differences in lengths of other exons/introns in orthologues of human hair keratin
genes. However, these differences could be also due to annotation differences *. SSRs may have some role
in length differences at least in some exons/introns as some repeats in these regions show differences in
length compared with human repeats. However, the differences in exon/intron lengths and the role if any of
SSRs in these dissimilarities need further investigation. Further, conservation of exons/introns and repeats in
them in the present study suggest functional importance of at least some introns % and therefore of the
SSRs within them. Many human repeats correspond to same gene regions as those of the orthologues,
whereas some repeats are longer in human genes, others are shorter. This indicates the dynamic nature of
SSRs that are undergoing alterations in human genes compared with the orthologue genes. Because
conserved SSRs are possible indications of selection or stability of genes 2, conservation of many repeats
and no significant alteration in gene structure in the present study indicates common ancestry of these
repeats.

Repeats have also played role in exon-intron duplication especially in segmental duplication 3% . It is
possible that repeats in hair keratin genes could have contributed in evolution and divergence of these genes
from non-human primate genes and other mammals besides playing a role in structural organization. Repeats
may also play a role in primate specific and particularly human specific segmental duplication, enabling new
expression that may be tissue specific or facilitate new functions to the protein coding genes where they are
present. This may be achieved by elongation of repeats leading to longer amino acid repeats thus, modifying
the protein . Most introns in hair keratin genes begin with 5° GT and end with 3> AG nucleotide
combination which is similar to observations of study on keratin Type 1l gene 2.

However, there are some exceptions that could be due to ab-initio exon markings. Significance of this
finding remains elusive. SSRs in hair keratin genes need investigation to seek variations with reference to
human populations living in diverse climatic conditions. Though Neanderthal hair keratins have been
compared with human genes %; a comparison based on SSRs has not been done. Such investigations may
help in further strengthening the hypothesis that SSR variability may help in adaptations under changing
environmental conditions with reference to expression of hair keratin genes. Disparities in repeats in similar
keratin genes yet conservation of repeats in many genes need further investigation from point of view of their
evolutionary divergence. This is pertinent when studies show that human hair keratin genes are amongst
genes undergoing positive selection and adaptive evolution.

These genes have higher allele frequency differences, which may affect long term adaptive changes in
response to changing environment conditions *°. Neanderthal keratin genes (including hair keratin) could
have helped humans adapt to non-African environment®. Analysis of SSRs in Neanderthal genes would help
in understanding the roles of SSRs (if any) in alterations in genes between Neanderthal and modern humans.
Alterations in gene structure or gene polymorphism could also have association with repeat conservation as
they could be involved in intron removal. Removal of intron would lead to alteration in gene structure and
function of the gene product .

CONCLUSION

Human hair keratin genes are amongst evolving genes under positive selection pressure *°; the changes in
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these genes are possibly less dependent on hypermutable SSRs. This inference is based on the fact that many
human keratin genes analysed in the present study do not have repeats or have few repeats. Moreover, except
for one, all repeats are present in introns.

Any alterations in repeats in introns are less likely to affect gene functions compared with repeats in exons.
Conversely, many of these repeats are present in regions that are known for intronic variations. Thus, though
SSRs, which can cause alterations in genes and possibly lead to evolutionary changes, are not abundant, they
may play an important role. Only two hair keratin genes have >50% CG rich repeat motifs. Thus,
possibilities of mutations especially due to strand slippage that are higher in C/G rich sequences are less
likely in these genes. Platypus repeats show least conservation and chimpanzee repeats show highest
conservation, as expected. Conservation of many human repeats in the present study indicates possible
functional importance of these SSRs. Some repeats are human specific, as they do not show conservation
when compared with orthologues in the four mammals. These repeats may have possibly originated after the
divergence of human genes from ancestral mammalian genes. The structural organization of human hair
keratin genes is largely similar but Type | and Type Il are not similar. Though there is a general similarity
and conservation of gene organization, some exons are either shorter or longer in the orthologues compared
to human exons/introns. SSRs may have some role in these length differences as some repeats in hair keratin
genes show differences in length compared with human repeats. The differences in exon/intron lengths and
the role if any of SSRs in these dissimilarities need further investigation. KRT86, which has many repeats,
also shows little similarity in structural organization. It is possible that at least in this gene, repeats are
involved in alterations in the gene architecture, which is the probable reason for deviation from the structural
organization of Type Il hair keratin genes within human genome and with the orthologues. Platypus
orthologue sequences do not show significant similarity with human genes. It is possible that the human
specific repeats in hair keratin genes could have contributed in evolution and divergence of these genes from
the non-human primate genes and other mammals, besides playing a role in structural organization of these
genes. Analysis of SSRs in Neanderthal genes would help in understanding the roles of SSRs (if any) in
alterations in genes between Neanderthal and modern humans.
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