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Abstract:

The emergence of multidrug-resistant tuberculosis (MDR-TB) and extensively drug-resistant tuberculosis (XDR-TB) strains is a major
health problem for high Tuberculosis (TB) incidence countries. Therefore, it is of interest to identify antibiotic resistant bacteria by
mismatch detection using DNA hybridization. We generated PCR products for five genes (rpoB, inhA, katG, gyrA and rrs) associated
with drug resistance TB from MDR and XDR Mycobacterium tuberculosis (MTB) DNA samples. These were hybridized to PCR products
from MTB H37Rv (pansusceptible laboratory strain) to generate DNA hetero-duplex products, which was digested by Detection
Enzyme (GeneArt Genomic Cleavage Detection Kit) and visualized by agarose gel electrophoresis. Results show different bands with
sizes of 400 bp and 288 bp (rpoB), 280 bp (inhA), 310 bp (katG), 461 bp (gyrA) and 427 bp (rrs) suggesting mutations in DNA hetero-
duplex for each gene. Detection Enzyme specifically cleaves DNA hetero-duplex with mismatch. The technique helps in the improved
detection of MDR (mutations in rpoB, inhA and katG) and XDR (mutations in rpoB, inhA katG, gyrA and rrs) MTB strains. Moreover, the
technique is customized without expensive specialized equipment to detect mutations. It is also fast, efficient and easy to implement in

standard molecular biology laboratories.
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Background:

In 2016, there were an estimated 10.4 million incident cases of TB
(range, 8.8 million to 12.2 million) [1] .The estimated global
burden of MDR-TB is 500 000 patients and approximately half of
MDR-TB new cases are found in China, India and Russia [2]. Peru
accounts for 14% TB patients and 35% of MDR patients in
America [3]. Different studies indicate that mutations in rpoB,
inhA, katG, gyrA and rrs MTB genes confer drug resistance to
rifampicin (RIF), isoniazid (INH), fluoroquinolone (FLQ) and
aminoglycosides (AMG), respectively [4]. In MDR-TB, bacterium
is resistant to the main two first-line antibiotics (INH and RIF).
rpoB mutations are restricted to an 81bp hot spot region resulting
in amino acid substitutions responsible for a minimum of 95%
resistance to RIF [5]. inhA and katG mutations correspond to 20%
and 70% of INH resistance, respectively. XDR-TB causes drug
resistance to RIF, INH, FLQ and at least one of the
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aminoglycosides such as capreomycin (CAP), kanamycin (KAN)
or amikacin (AMK) [6]. gyrA mutations account for more than
90% of drug resistance to FLQs. Mutations in rrs gene correlate
phenotypically with high levels of resistance to KAN, AMK and
CAP [6] in specific regions.

Several methods are available to detect drug resistance in TB.
These include RFLP-PCR [7], multi-allele specific PCR [8], real-
time PCR by high resolution melting (PCR-HRM) [9], and
GenoType MTBDRplus [10]. However, these methods have
shown limited application in low-resource settings due to host
cost with specialized equipment and trained staff [7,10].
Therefore, there is a need for a fast, efficient and easy to
implement method. It is of interest to identify antibiotic resistant
bacteria by mismatch mutation detections in gene fragments
associated to drug resistance in MTB samples.
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Methodology:

We used DNAs isolated from MTB culture samples. Samples
were confirmed for their drug-resistance using drug-
susceptibility  testing (DST) for first- and second-line
antituberculosis drugs using agar proportion method [4]. The five
steps used in sample processing are outlined below.

Genomic DNA extraction:

Sixteen microbial DNA samples were extracted using the
PureLink™ Genomic DNA kit (ThermoFisher Scientific, USA),
using the procedure described by the manufacturer.

Primer design:

PCR primers were designed for each target region (Table 1) using
Primer 3 software [11] for amplification of polymorphic regions
in rpoB, inhA, katG, gyrA and rrs genes.

DNA fragments amplification:
Polymorphic regions that have been associated to drug resistance
in each gene were selected using known literature [7, 12]. Five
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regions were amplified by PCR: DNA-rpoB, DNA-inhA, DNA-
KatG, DNA-gyrA and DNA-rrs in each one of 15 DNA samples.

Hybridization with DNA reference:

PCR fragments of five genes (rpoB, inhA, katG, gyrA and rrs) from
M. tuberculosis H37Rv (pansusceptible laboratory strain) was
used to hybridize with PCR products obtained from the samples.
The hybridization between DNA wildtype (H37Rv) and DNA
mutant generated a hetero-duplex DNA. Hetero-duplex DNA
was digested using Detection Enzyme of GeneArt Genomic
Cleavage Detection Kit (ThermoFisher Scientific, USA), using the
procedure described by the manufacturer. The enzyme
recognizes the presence of mismatch. The cleaved DNA hetero-
duplex generated different DNA fragments size according to
position mutation.

Fragment analysis:

Different band sizes of genes associated with drug resistance
were visualized by agarose gel electrophoresis using a gel
documentation system (Chemidoc XRS, Biorad, USA).
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Figure 1: Five genetic fragments hybridization related to genotypic resistance to antituberculosis drugs using mismatch-specific DNA.
Ladder: molecular weight marker (Kapa DNA ladder). Note: — Fragments only in drug resistance bacteria.
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Table 1: Primers designed to amplify rpoB, inhA, katG, gyrA and rrs fragments of Mycobacterium tuberculosis.

Gene Primer Sequence (5" - 3) Size (pb)  Annealing
Temp. (°C)
rpoB 1F GGTGCCGGTGGAAACCGACGACA 650
IR GCCCCCGTCAATTCTAGTCCACCTCAGACGA
Irs 2F TCGTCTGAGGTGGACTAGAATTGACGGGGGC 630
2R CATACGAGCTCTTCTCTAGAAGGTGATCCAGCCGCACCTIT
katG 3F AAGGTGCGGCTGGATCACCTTCTAGAGAAGAGCTCGTATG 500 60
3R ATTGCGCAGCAGGTATGTTCTAGAGACGAGGTCGTGGCTGA
inhA 4F TCAGCCACGACCTCGTCTCTAGAACATACCTGCTGCGCAAT 450
4R GGTGGTAGTTGCCCATTCTAGATCACATTCGACGCCAAAC
gyrA 5F GTTTGGCGTCGAATGTGATCTAGAATGGGCAACTACCACC 550
5R CTTCTACCTCAACAACTCCGCGC
Table 2: Mismatch-specific DNA frangment sizes for drug- Conclusion:

resistance bacterium by electrophoresis gel analysis using
Chemidoc XRS Software (Biorad, USA).

Gene Fragment sizes (bp)
rpoB 400 - 288

inhA 280

katG 310

gyrA 461 - (360 in XDR)

Irs 427 - (330 in MDR)

Results & Discussion:

Amplified fragments of rpoB, katG, gyrA, inhA and rrs genes were
obtained using 10 designed primers given in Table 1. Gel
electrophoresis band size patterns of sensitive M. tuberculosis,
MDR and XDR are showed in Figure 1. We show different types
of group fragments with positive mutations for drug resistance.
In previous studies, fragment amplification was described as a
powerful tool [13, 14]. We standardized primers and the
annealing of PCR fragments with and without indels to form
heteroduplex DNA.

We determined the presence of mutations associated with drug
resistance according to the presence of different DNA fragment
sizes providing a positive diagnosis for drug resistance (Figure
1). Results show that we can determine the presence of mutations
revealed in DNA fragments: 400 bp and 288 bp (rpoB), 280 bp
(inhA), 310 bp (katG), 461 bp (gyrA) and 427 bp (rrs) (Table 2).

There are advantages of mismatch cleavage endonucleasel
compared with other traditional mutation detection methods like
single strand conformation polymorphism analysis, denaturing
high-performance liquid chromatography, and heteroduplex
analysis [15]. There is detection of all types of base substitution
and insertion/deletion mismatches; cleavages of the fragments
provide information about the location of mutation and multiple
cleavage products indicate the presence of more than one variant
[15]. According to our study and other’s experience [16],
endonucleasel is a much better mismatch cleavage enzyme than
phage resolvases because the latter produce many nonspecific
bands, are size-limited, and additional experience is required for
experiment assessment [17-20]. We demonstrated the utility of
GeneArt Genomic Cleavage Detection Kit to detect mismatch in
hetero-duplex DNA associated to drug resistance in MTB.
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We hybridized five DNA fragments from M. tuberculosis samples
to detect mutations in genes associated with drug resistance. The
technique detects the presence of mutations in DNA fragments in
MDR and XDR-TB. This method does not require expensive
specialized equipment. It is also is fast, efficient and easy to
implement in standard molecular biology laboratories.

Acknowledgements:
The Instituto Nacional de Salud from Pert supported this study.

Author Contributions:
All authors read and approved the final manuscript.

Conflict of interest:
The authors declare no conflicts of interest.

References:

[1] http://www.who.int/tb/publications/global_report/gtbr2
017_main_text.pdf?ua=1

[2]1 Zumla A et al. Lancet. 2013, 382:1765. [PMID: 24269294]

[3] http://bvs.minsa.gob.pe/local/ MINSA /3446.pdf

[4] Matteelli A et al. Expert Rev Anti Infect Ther. 2007, 5:857
[PMID: 17914919]

[5] Rattan A et al. Emerg Infect Dis. 1998, 4:195 [PMID: 9621190]

[6] Du Q et al. Diagn Microbiol Infect Dis. 2013, 77:138 [PMID:

23948547]

[71 Wojtyczka RD et al. Pol J Microbiol. 2004, 53:89 [PMID:
15478353]

[8] Mokrousov I et al. J Clin Microbiol. 2002, 40:2509 [PMID:
12089271]

[9]1 Pietzka A et al. J Antimicrob Chemother. 2009, 63:1121
[PMID: 19369271]

[10] Hillemann D et al. J Clin Microbiol. 2007, 45:2635 [PMID:
17537937]

[11] Rozen S et al. Methods Mol. Biol. 2000, 132:365 [PMID:
10547847]

[12] Galarza M et al. Genome Announc. 2014, 2 [PMID:
24578270]

[13] Voskarides K et al. Pediatr Nephrol. 2008, 23:1373 [PMID:
18392643]

[14] Voskarides K et al. Journal of Molecular Diagnostics. 2009,
11:311 [PMID: 19525337]

BIOMEDICAL

INFORMATICS

©2018



OPEN ACCESS PLATINUM

WNNILY1d SS300V N3dO
PEN ACCESS PLATINU

OPEN ACCESS PLATINUM

[15] Sokurenko EV et al. Nucleic Acids Res. 2001, 29:e111 [PMID:  [18] Voskarides K ef al. ] Am Soc Nephrol. 2007, 18:3004 [PMID:

11713331] 17942953]
[16] Galarza M et al. BMC Infect Dis. 2016, 16:260 [PMID: [19] Nollau P et al. Clin Chem. 1997, 43:1114 [PMID: 9216447]
27278526] [20] Tsuji T et al. Electrophoresis. 2008, 29:1473 [PMID: 18300207]

[17] Mean R et al. BioTechniques. 2004, 36:758 [PMID: 15152592]

Edited by P Kangueane

Citation: Jaramillo et al. Bioinformation 14(7): 404-407 (2018)
License statement: This is an Open Access article which permits unrestricted use, distribution, and reproduction in any medium,
provided the original work is properly credited. This is distributed under the terms of the Creative Commons Attribution License

OPEN ACCESS PLATINUM
Agro Informatics Society

Biomedical Informatics Society

INNNILVY1d SS3D00V N3d
= OPEN ACCESS PLATINUM

OPEN ACCESS PLATINU

Journal

ISSN 0973-2063 (online) 0973-8894 (print) BIOMEDICAL

407 INFORMATICS

©2018

Bioinformation 14(7): 404-407 (2018)



