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Table 1. Specifications of five mitochondrial genes in Holstein (Bos taurus) and Choleistani (Bos indicus) cattle
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Table 2. Quantitative expression of isoforms of mitochondrial genes in Holstein (Bos taurus) and Cholestani (Bos indicus)
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Table 3. Deletion regions in Holstein and Cholistani breeds in the mitochondrial genome
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Table 4. Determination of junk regions in mtDNA in Holstein and Cholistani breeds
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Table 5. Results of coverage transcriptome among mitochondrial genes in Holstein and Cholistani breeds
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Figure 1. Results of coverage transcriptome at the five mtDNA gene locus in Holstein and Cholistani breeds
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Figure 2. Polymorphic regions based on nucleotide sequences at the ND3 gene locus in comparison between Holstein
and Cholistani breeds
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Figure 3. Polymorphic regions based on amino acid sequences at the ND3 gene locus in comparison between
Holstein and Cholistani breeds
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Table 6. Percentage of transitional and transversional substitution in the nucleotide sequence of ND3 gene locus in

Holstein and Cholistani
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Figure 4. Polymorphic regions based on nucleotide sequences at the ND4 gene locus in comparison between Holstein
and Cholistani breeds



Sgais o g (g5bsly e dazmo (Ll Lo poMe (g yed das]

WA (Bos indicus) sluls” s (BOS taUrUS)  pliils o5 4565 15 93 53 (5,08 giue poij (Suilogiilan axlllao

MLEKYIIPTII LIPLTWLSKN NIIWWVNSTAH SLLISFTSLL LINQFGDNSL NFSLLFFSDS LSTPLLILTI WLLPLILIAS

Y¥GMLRITLIL NPMTDFIAYP FIILSL®GII ITSSICLRQT DLKSLIAYSS VWSHIALVIVA ILIQTP*SYI GATALMIAHG

_ lials u;lwbz S5 93 dunlis ) ND4 &) ol ) ammlgiel (sl Jlgi wlul » Jsu;‘s.\;%_flj.s -0 s _
Figure 5. Polymorphic regions based on amino acid sequences at the ND4 gene locus in comparison between Holstein
and Cholistani breeds
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Table 7. Percentage of transitional and transversional substitution in the nucleotide sequence of ND4 gene locus in

Holstein and Cholistani
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Table 8. Percentage of transitional and transversional substitution in the nucleotide sequence of ND4L gene locus in
Holstein and Cholistani
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Figure 8. Polymorphic regions based on nucleotide sequences at the ND5 gene locus in comparison between Holstein
and Cholistani breeds



Gdgaio Jo g (53l s oo (oLl Lo pode (g yod do]

VA (Bos indicus) sluls” s (BOS taUrUS)  pliils o5 4565 15 93 53 (5,08 giue poij (Suilogiilan axlllao

INIFSSLSLY TLLLLTTPII IISFNTYKPS NYPLYWVKTAI SYAFITSIIP TIIFIHSGQE LIISN®H¥®LT IQTLKLSLSF

RADANTAALO ATLYNRIGDI GFILATAWFL THNLNT®*DLOOQ IFILNPSDSN IPLIGLALAA TGKSAQFGLH P*LPSAIEGP

TPVSALLHSS TIVVAGIFLL TIRFYPLTENN KYIQSITLCL GAITTLFTAT CALTQNDIKK ITAFSTSSQL GLIIWTIGIN

Figure 9. Polymorphic regions based on amino acid sequences at the ND5 gene locus in comparison between Holstein
and Cholistani breeds

VAVA Jydo Ly ND5 (5 olSle 55 lajl il 5531
4_;,])] A JS'\—? ) cf’[‘—““b “2 9 L)‘A"“L“ " 3‘53 92 2 )L’ Cax
2 0leS g st epmend cpidl sl Cons Wl oa
(el g pleila S5 95 P NDS (5 ol (154856 Jlgy p> (Ablis g Jsl 50l a0y - Jodo

Table 9. Percentage of transitional and transversional substitution in the nucleotide sequence of ND5 gene locus in
Holstein and Cholistani

5 VARV VY XV/SE Uy ol o)y an psSie olSyls
Ldgy duoyd Vo /OY

5L A TIU C G
A - v 1/1F Aoy

TV 1/EY - YAI£o /Oy
C Vs YUY - /By
G /et Va4 Wiz -

wmd g Ui 1y (J! sl (S5 ) Jlad (g sl g (bl (i (SIl) kb 2 )5 slael sl oo (gt 4 sy S5 J) 30l Cops o

..)9{ \‘/\‘a
oLyl (sunwlginol g (GigdlSeh (Jlgi po il
ND6 ¢y

BV Jsb L NDB 5 oSl 53555 sl 5 sl
Al ot  JlawdS s pleils 315 93 o 5L s

Sins anb ¥ alonel g Lol g JSSns
OV 5 o dsa) o

#NC_006853.1:c14440-13913_Bos_taurus_nmitochondr ion_complete_genone
#8_taurus_jun_2014_:_chri
#NC_003971.1:c14443-13916_Bos_indi cus_nitochondrion_conplete_genone

#NC_006853.1:c14440-13913_Bos_taurus_nmitochondr ion_complete_genone
#B_taurus_Jun_2014_:_chri
#NC_005971.1:c14443-13916_Bos_indi cus_mi tochondr fon_complete_genome

#NC_006853, 1:c14440-13913_Bos_taurus_nitochondrion_complete_genone
#8_taurus_jun_2014_:_chri
#NC_005971.1:c14443-13916_Bos_indi cus_mi tochondr fon_complete_genome

#NC_006853.1:c14440-13913_Bos_taurus_nmitochondr ion_complete_genone
#8_taurus_jun_2014_:_chri
#NC_003971. 1:c14443-13916_Bos_indi cus_nitochondrion_conplete_genone

#NC_006853.1:c14440-13913_Bos_taurus_nmitochondr ion_complete_genone
#8_taurus_Jun_2014_:_chrh
#NC_005971.1:c14443-13916_Bos_indi cus_mi tochondr fon_complete_genome

O3 sy o Jlg o il o) I Jols s
& booye Jasl oKk oYU lads a5 o lis NDS
Ciygao (i g Jaopd DO/ +F e & (oduos p sl
YEIEN (o 4 (g oS (dodior p sl 0 &S
Egodxe W39 Juo)d YAIFD (pjgiw 4o (pasd g Ao )yd
4S5y oy YFAQ s slajl o Jasl WB
YEISE ool & (leS 9 doyd MOV (4ileS & ponl s
bl (L3l Gliee piored b Jold ) o)
A (e 9 4o VIAY iy & iy ol

TATTCTAAGC GTTATTTTCG TGATAGGTTT TGTGGGGTTT TCTTCGAAAC CTTCACCTAT TTATGGGGGG TTAGGGT---

(Heals g pleclo S5 g5 awslie > NDE (55 o5l )5 (sa55ilS 6 sla Jlgs Loll p JSbaiy (Sl =)o IS
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Holstein and Cholistani breeds
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Figure 11. Polymorphic regions based on amino acid sequences at the ND6 gene locus in comparison between
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Extended Abstract

Introduction and Objective: The advent of the new generation of transcriptome sequencing
has helped to improve the overall accuracy of different gene expression predictions using short
RNA-Seq sequences. This technology can provide a more comprehensive view of functional
genomics in many species with a unique gene sequence. The aim of this study was to investigate
the structural reasons for different expression of mitochondrial genes in two subspecies of
Holstein and Cholistani cattle, including ND3, ND4, ND4L, ND5 and ND6 genes, which are
involved in important processes such as energy metabolism against stress. Biological and non-
biological as well as disease resistance are involved.

Material and Methods: In this study, RNA-Seq data were used to integrate 40 samples from the
University of Wisconsin Dairy Cattle Center (Bos taurus) and 45 Christian cows (Bos indicus)
at the Gujaratpir farm in Bahawalpur, Punjab, Pakistan. IGB, MEGAG6 and DnaSPV.5 software
were used to investigate the level of transcriptome coverage and genetic differences among the
five mitochondrial genes, which included polymorphic regions, deletion and addition regions,
binding regions and the percentage of transitional and transversional nucleotide substitutions.
Results: The highest deletion region and length in all studied genes was related to Holstein
genome and the highest length and binding region was related to Cholistani cattle. The highest
number of deletions in Holstein and Cleistani cows were related to ND4 gene with 74 and 66
points, respectively, and the lowest deletions were related to ND4L with 9 and 4 deletion sites,
respectively. The ND4 and NDA4L genes had no binding regions, but the ND5 and ND6 genes in
the Holstein and Cleistian breeds with 1 and 2 binding regions increased the genome by 11 and
22 bp, respectively. The highest level of transcriptome coverage was observed in ND3 and ND4
genes and the lowest level was observed in ND6 gene locus. The number of polymorphic
regions in ND5 locus was more than other genes and equal to 38 polymorphic regions. The
results also showed that the percentage of transitional substitution in bases is higher than
transversional substitution which can be the reason for the stability of changes during evolution.
Therefore, some of the structural reasons for mitochondrial genes that were expressed
differently in both Holstein and Cholistani subspecies could be related to deletion and addition,
polymorphic regions, transcriptome coverage level, and type and amount of transitional and
intersecting substitutions during the evolution of the two subspecies.

Conclusion: Intense selection for milk production in Holstein cows compared to the Cholistani
breed has led to a reduction in the length of the mitochondrial genome and changes in the
nucleotide structure of some mitochondrial genes, resulting in altered gene expression and
different responses to different environmental conditions.
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