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Abstract 15 

 Quinolones are important antimicrobials for treatment of leprosy, a chronic infectious 16 

disease caused by Mycobacterium leprae. Although it is well known that mutations in DNA gyrase are 17 

responsible for quinolone resistance, the effect of those mutations on the enzymatic activity is yet to 18 

be studied in depth. Hence, we conducted in vitro assays to observe supercoiling reactions of wild 19 

type and mutated M. leprae DNA gyrases. DNA gyrase with amino acid substitution Ala91Val 20 

possessed the highest activity among the mutants. DNA gyrase with Gly89Cys showed the lowest 21 

level of activity despite being found in clinical strains, but supercoiled DNA like the wild type does if 22 

applied at a sufficient concentration. DNA gyrases with clinically unreported Asp95Gly and 23 

Asp95Asn supercoiled DNA in a different manner than the other DNA gyrases did. We speculate that 24 

this alteration may represent a reason this substitution is not found in clinical strains. 25 
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Introduction 29 

 Mycobacterium leprae is an unculturable bacterium that causes leprosy, also known as 30 

Hansen’s disease. Although this chronic infectious disease had been considered to be incurable for a 31 

long time, it is now well accepted that this disease can be treated by chemotherapy 1. Owing to a 32 

multidrug therapy introduced by the World Health Organization in the 1980s, world prevalence of 33 

leprosy has been dramatically reduced. Nonetheless, more than 210,000 new cases still occur every 34 

year mainly in Asian, Latin American, and African countries 2,3. 35 

 Quinolones, including fluoroquinolone, are recognized as an important antimicrobial class 36 

widely used for treatment of various bacterial infections including leprosy 4. For example, quinolones 37 

are regularly used for treatment of single-skin lesion paucibacillary leprosy. Quinolones are also 38 

reportedly effective against multibacillary leprosy 5,6. This antimicrobial class inhibits the activity of 39 

DNA gyrase, which is an essential enzyme for bacteria. DNA gyrase contributes to DNA transcription 40 

and replication by introducing negative supercoils into circular DNA to alleviate positive supercoils 41 

accumulated during those processes 7. As quinolones interfere with DNA gyrase supercoiling activity 42 

by binding to the site where DNA gyrase cleaves double stranded DNA, amino acid substitutions at 43 

this quinolone-binding site can cause resistance to quinolones 8. 44 

In clinical strains of M. leprae, two types of amino acid substitution in DNA gyrase subunits A 45 

(GyrA), glycine at position 89 to cysteine (Gly89Cys) and alanine at position 91 to valine (Ala91Val), 46 

have been found to be responsible for acquisition of quinolone resistance. However, it has been 47 

reported that the majority of quinolone-resistant M. leprae strains has Ala91Val substitution, and that 48 

Gly89Cys substitution can be found only in a very limited number of cases 9–11. In addition to these 49 

amino acid substitutions found at clinical level, we previously demonstrated that 50 

experimentally-induced substitutions of aspartic acid at position 95 to glycine (Asp95Gly) and 51 

aspartic acid at position 95 to asparagine (Asp95Asn) also hinder the inhibitory activity of quinolones 52 

12. Moreover, although Asp95Gly and Asp95Asn have not been found in clinical M. leprae strains, 53 

their equivalent substitutions, aspartic acid at position 94 to glycine (Asp94Gly) and to asparagine 54 
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(Asp94Asn), are frequently reported in M. tuberculosis isolates 13–15. 55 

 As mentioned above, it is already clarified and proven that all four types of amino acid 56 

substitutions contribute to quinolone resistance. Nevertheless, the effect of these amino acid 57 

substitutions on M. leprae DNA gyrase activity itself, and the reason Asp95Gly has been unreported 58 

until now remain unclear. Hence, to further elucidate the enzymatic activity of wild type (WT) and 59 

mutant M. leprae DNA gyrases with Gly89Cys, Ala91Val, Asp95Gly and Asn95Asn, we conducted in 60 

vitro assays using recombinant DNA gyrase subunits. 61 
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Materials and Methods 62 

Bacterial strains, expression plasmids and antimicrobial agents 63 

 Thai-53 strain of M. leprae 16, maintained at the Leprosy Research Center, National 64 

Institute of Infectious Diseases (Tokyo, Japan), was used to prepare M. leprae DNA. Escherichia coli 65 

TOP-10 (Thermo Fisher Scientific Inc.; Waltham, MA) was used for cloning. E. coli strains 66 

Rosetta-gami 2(DE3)pLysS and BL21(DE3)pLysS (Merck KGaA, Darmstadt, Germany) were used 67 

for protein expression. Plasmid vector pET-20b(+) (Merck KGaA) was used for the construction of 68 

expression plasmids. Relaxed pBR322 DNA (John Innes Enterprises Ltd.; Norwich, United Kingdom) 69 

was used for time course DNA supercoiling assays. Ampicillin (Wako Pure Chemical Industries Ltd., 70 

Osaka, Japan) was used to select transformants. 71 

Construction of expression plasmids and purification of recombinant DNA gyrase 72 

subunits 73 

 DNA gyrase expression plasmids coding WT GyrA, GyrA with Gly89Cys 74 

(Gly89Cys-GyrA), GyrA with Ala91Val (Ala91Val-GyrA), GyrA with Asp95Gly (Asp95Gly-GyrA), 75 

GyrA with Asp95Asn (Asp95Asn-GyrA) and WT DNA gyrase subunit B (GyrB) were constructed as 76 

described in our previous studies 12,17.  77 

 Recombinant DNA gyrase subunits were expressed and purified as previously described 78 

12,17–19. The purified proteins were examined by sodium dodecyl sulfate-polyacrylamide gel 79 

electrophoresis (SDS-PAGE) with Prestained Protein Marker, Broad Range (7-175 kDa) (New 80 

England Biolab; Hitchin, UK). 81 

 82 

Time course DNA supercoiling assay 83 

 Time course DNA supercoiling assays were carried out under the following conditions. 84 

Each assay was carried out in 30 µL of DNA gyrase reaction buffer (35 mM Tris-HCl pH 7.5, 6 mM 85 

MgCl2, 1.8 mM spermidine, 24 mM KCl, 5 mM DTT, 0.36 mg/mL of BSA, 6.5% w/v glycerol, 1mM 86 
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ATP), with 2 nM relaxed pBR322 DNA, 8 nM GyrA (WT GyrA, Gly89Cys-GyrA, Ala91Val-GyrA, 87 

Asp95Gly-GyrA or Asn95Asn-GyrA) and 8 nM WT GyrB. The reactions were continued at 30 °C and 88 

stopped at 0, 10, 20, 40, 60, 90, 120, 240, 360 and 600 min by addition of 7.5 µL of 5× dye mix (5% 89 

SDS, 25% glycerol, 0.25 mg/mL of bromophenol blue). Next, 10 µL of each mixture was subjected to 90 

electrophoresis with Lambda DNA-HindIII Digest (New England Biolabs) on 1% agarose 1× TBE 91 

gels and stained with 1 µg/mL of ethidium bromide. To assess the activity of DNA gyrases, the 92 

amount of DNA supercoiled in the reactions was quantified with ImageJ (http://rsbweb.nih.gov/ij/) by 93 

comparing band brightness of the supercoiled DNA with that of the Lambda DNA-HindIII Digest. 94 

Each assay was conducted thrice to confirm its reproducibility. 95 

 For DNA gyrases with WT GyrA and Gly89Cys-GyrA, time course DNA supercoiling 96 

assay was also carried out using reaction mixtures of 4 nM relaxed PBR322 DNA, 8 nM GyrA and 8 97 

nM WT GyrB (1:1 mixture of relaxed DNA and DNA gyrase), reaction mixtures of 4 nM DNA, 16 98 

nM GyrA and 16 nM GyrB (1:2 mixture) and reaction mixtures of 4 nM DNA, 24 nM GyrA and 24 99 

nM GyrB (1:3 mixture). The reactions were continued at 30°C and stopped at 0, 10, 20, 30, 40, 50, 60, 100 

90, 120, 240, 360 and 600 min by addition of 7.5 µL of 5× dye mix. Gel electrophoresis and image 101 

analysis were conducted in a similar manner as described above. Each assay was conducted thrice to 102 

confirm its reproducibility. 103 

 104 
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Results 105 

Alteration of DNA supercoiling activity by quinolone resistance-associated amino acid 106 

substitutions 107 

 Recombinant M. leprae GyrAs and GyrB were purified and subjected to time course DNA 108 

supercoiling assay. Each GyrA (WT, Gly89Cys-, Ala91Val-, Asp95Gly- or Asp95Asn-GyrA) was 109 

mixed with WT GyrB to form DNA gyrase and its supercoiling activity was observed for 600 min. 110 

Obtained electrophoretic images showed sequential changes of supercoiling by WT and mutant DNA 111 

gyrases (Fig. 1A). Then, reaction curves of DNA gyrases were obtained by analyzing the intensity of 112 

each band on the images at the position of the supercoiled form (Fig. 1B). WT DNA gyrase yielded 113 

the highest amount of supercoiled DNA. In comparison, the amounts of supercoiled DNA produced 114 

by DNA gyrases with Gly89Cys-, Ala91Val-, Asp95Gly- and Asp95Asn-GyrA at 600 minutes were 115 

22.0%, 68.9%, 30.7% and 69.1%, respectively, of the amount produced by the WT (Table 1). 116 

Furthermore, in the assays using DNA gyrases with Asp95Gly- and Asp95Asn-GyrA, some part of the 117 

input relaxed DNA remained unsupercoiled at its initial position after the 10-hour reaction (Fig. 1A 118 

and 1C). 119 

 120 

Supplementation of reduced activity of Gly89Cys-substituted DNA gyrase by increasing 121 

the enzyme concentration 122 

 To further characterize the lowest level of supercoiling activity of DNA gyrase with 123 

Gly89Cys-GyrA, an additional time course assay was conducted by changing the molecular ratio of 124 

relaxed DNA and DNA gyrase from 1:1 to 1:3. Fig. 2 shows changes in the supercoiling reaction and 125 

the amount of supercoiled DNA when more DNA gyrase was introduced to the reaction mixture. WT 126 

DNA gyrase supercoiled relaxed DNA molecules more rapidly under a higher molecular ratio. DNA 127 

gyrase with Gly89Cys-GyrA also produced more supercoiled DNA when a larger amount of DNA 128 

gyrase subunits was added. Compared with the amount of supercoiled DNA produced under the 1:2 129 
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ratio, the amount of supercoiled DNA produced by DNA gyrase with Gly89Cys-GyrA under the 1:3 130 

ratio was increased by 48.8%. The curve for the assay using Gly89Cys-GyrA under the 1:1 ratio could 131 

not be obtained because calculation of the amount of supercoiled DNA via image analysis was not 132 

possible. 133 
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Discussion 134 

 In this study, focusing on the effects caused by quinolone resistant-conferring amino acid 135 

substitutions on the enzymatic activity of M. leprae DNA gyrase, we conducted time course DNA 136 

supercoiling assays to examine the supercoiling activity of WT and three mutant types of DNA 137 

gyrases. Our results clearly showed a particular effect of each amino acid substitution on the 138 

supercoiling activity of DNA gyrase (Fig. 1). Using time course assays, we showed that amino acid 139 

substitution Ala91Val causes the least effect on the supercoiling activity of M. leprae DNA gyrase. 140 

Even though our previous studies established that the level of quinolone-resistance conferred by this 141 

substitution was the lowest 12,17, considering the highest supercoiling activity among the tested mutant 142 

DNA gyrases, it seems reasonable that this amino acid substitution is selected by the majority of 143 

quinolone-resistant M. leprae strains. 144 

 Unlike DNA gyrase with Ala91Val amino acid substitution found at clinical level, DNA 145 

gyrase with Gly89Cys-GyrA showed the lowest supercoiling activity. Nonetheless, the fact that this 146 

amino acid substitution was found in clinical M. leprae strains is a strong evidence that DNA gyrase 147 

with Gly89Cys-GyrA does not totally lose enzymatic activity 9,10. The electrophoretic image and its 148 

band intensities indicated that DNA gyrase with Gly89Cys-GyrA was gradually converting the entire 149 

set of input relaxed DNA molecules to the supercoiled form in a similar manner as DNA gyrases with 150 

WT and Ala91Val-GyrA did, even though the supercoiling was quite slow (Fig. 1). Therefore, it seems 151 

that the amount of DNA gyrase is important for the rate by which DNA gyrase with Gly89Cys-GyrA 152 

supercoils. To demonstrate that the DNA supercoiling rate can be supplemented by the molecular 153 

amount of DNA gyrase subunits, we conducted an additional assay of time course DNA supercoiling 154 

by changing the molecular ratio of circular DNA and DNA gyrase from 1:1 to 1:3 (from 1:2:2 to 1:6:6 155 

as the ratio of circular DNA, GyrA and GyrB). In this assay, to clearly identify the difference between 156 

assay conditions, the amount of relaxed DNA was applied twice (4 nM) to assist the low supercoiling 157 

activity of DNA gyrase with Gly89Cys-GyrA. The results obtained from this assay clearly showed 158 

that the amount of supercoiled DNA produced by DNA gyrase with Gly89Cys-GyrA can be increased 159 
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when larger amounts of DNA gyrase subunits are added. In addition, both the electrophoretic images 160 

and the reaction curves showed that the supercoiling activity of DNA gyrase with Gly89Cys became 161 

more similar to that of WT, as a larger amount of enzymes was introduced (Fig. 2). These findings 162 

suggested that DNA gyrase with Gly89Cys can act similarly to that of WT as long as subunits are 163 

sufficiently expressed in the bacterial cells. However, it should be noted that the time course assays in 164 

this study had a limitation since they were not conducted with the same DNA and DNA gyrase 165 

concentrations as those found in actual bacterial cells. Therefore, to estimate and discuss the in vivo 166 

impact of Gly89Cys amino acid substitution on survival of M. leprae, further investigation to 167 

establish the number of molecules of DNA gyrase functioning inside individual bacilli of M. leprae is 168 

required. 169 

 Neither Asp95Gly nor Asp95Asn has been previously found in clinical strains of M. leprae, 170 

although their equivalent substitutions, Asp94Gly and Asp94Asn, are frequently reported in M. 171 

tuberculosis. We previously conducted in vitro assays using recombinant DNA gyrases with 172 

Asp95Gly and Asp95Asn, and demonstrated that these substitutions can also contribute to quinolone 173 

resistance 12,17. It had been shown that the levels of quinolone resistance brought about by Asp95Gly 174 

and Asn95Asn are higher than that by Ala91Val, and the higher than that by Gly89Cys (Table 1). In 175 

this study, we revealed that those amino acid substitutions at position 95, especially Asp95Gly, largely 176 

decreased the supercoiling activity of M. leprae DNA gyrase. However, the supercoiling activities of 177 

M. leprae DNA gyrases with those amino acid substitutions were still higher than that by DNA gyrase 178 

with Gly89Cys-GyrA, which has been reported in clinical strains 9. The supercoiling process between 179 

DNA gyrase with Asp95Gly- or Asp95Asn-GyrA and the other tested DNA gyrases was clearly 180 

different in the electrophoresis images (Fig. 1A). As DNA gyrase with Asp95Gly- or Asp95Asn-GyrA 181 

did not supercoil all the input relaxed DNA molecules, part of the relaxed DNA seemed to remain at 182 

its initial positions, whereas DNA gyrases found at clinical level, including WT, gradually supercoiled 183 

the entire set of input relaxed DNA molecules (Fig. 1A and 1C). It seems that the change in the 184 

supercoiling process reflected a defect in the function of M. leprae DNA gyrase caused by Asp95Gly 185 
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or Asp95Asn, which may be one of reasons for no previous report of Asp95Gly and Asp95Asn at 186 

clinical level, despite conferring high levels of quinolone resistance while keeping the supercoiling 187 

activity higher than Gly89Cys (Table 1). We speculate that DNA gyrase with Asp95Gly or Asp95Asn 188 

less frequently move out from the bound DNA molecule to another after giving a supercoil than the 189 

other DNA gyrases, and that the excessive persistence might be adverse to the function of DNA 190 

gyrase as an enzyme supporting DNA replication and transcription. Therefore, it was considered that 191 

quinolone resistance-conferring mutations in DNA gyrase are selected by multiplex factors, not only 192 

by the supercoiling activity or the level of quinolone resistance. To confirm these speculations, we 193 

plan further analysis to examine other DNA gyrase properties, including DNA-DNA gyrase binding 194 

affinity. In addition, more data of quinolone-resistant M. leprae strains should be accumulated since 195 

clinical reports of those strains are still too scarce to discuss and determine the possibility of 196 

Asp95Gly and Asp95Asn to occur in M. leprae. 197 

 In summary, we showed that amino acid substitutions that confer quinolone resistance to M. 198 

leprae DNA gyrase simultaneously cause diminution of enzymatic activity. Furthermore, it was 199 

demonstrated that amino acid substitutions Gly89Cys and Ala91Val reduced the enzymatic activity of 200 

DNA gyrase, but did not alter the innate supercoiling process of DNA gyrase as Asp95Gly and 201 

Asp95Asn did. From the results of this study, we conclude that the change in the supercoiling activity 202 

of DNA gyrase caused by the amino acid substitutions at position 95 in GyrA may represent one 203 

factor for the reason why these amino acid substitutions have never been previously reported in 204 

clinical strains of quinolone-resistant M. leprae. 205 



13 
 

Acknowledgments 206 

 This work was supported in part by a grant from the Ministry of Education, Culture, Sports, 207 

Science and Technology (MEXT), Japan, for the Joint Research Program of the Research Center for 208 

Zoonosis Control, Hokkaido University to YS; in part by Japan Society for the Promotion of Science 209 

(JSPS) KAKENHI Grant Number 15J06295 to TY; in part by the Japan Initiative for Global Research 210 

Network on Infectious Diseases, Grant No. 15fm0108008h0001 from the Japan agency for Medical 211 

Research and Development (AMED) to YS; in part by the program on International Collaborative 212 

Research Program for Tackling the NTDs (Neglected Tropical Diseases) Challenges in African 213 

countries, Grant No. 15jm0510001h0002 from AMED; and in part by US-Japan Cooperative Medical 214 

Science Program, Grant No. 15jk0210005h0027 from AMED. 215 

 216 

References 217 

[1]  Noordeen SK. History of chemotherapy of leprosy. Clin. Dermatol. [Internet]. 2016;34:32–36. 218 

Available from: http://dx.doi.org/10.1016/j.clindermatol.2015.10.016. 219 

[2]  Rodrigues LC, Lockwood DN. Leprosy now: epidemiology, progress, challenges, and research 220 

gaps. Lancet. Infect. Dis. [Internet]. 2011 [cited 2014 Oct 28];11:464–470. Available from: 221 

http://www.sciencedirect.com/science/article/pii/S1473309911700068. 222 

[3]  World Health Organization. Global leprosy update, 2013; reducing disease burden. Wkly. 223 

Epidemiol. Rec. [Internet]. 2014 [cited 2014 Nov 3];89:389–400. Available from: 224 

http://www.ncbi.nlm.nih.gov/pubmed/25202781. 225 

[4]  Hooper DC. Mode of action of fluoroquinolones. Drugs. 1999;58:6–10. 226 

[5]  Kar HK, Gupta R. Treatment of leprosy. Clin. Dermatol. [Internet]. 2015;33:55–65. Available 227 

from: http://dx.doi.org/10.1016/j.clindermatol.2014.07.007. 228 

[6]  Pardillo FEF, Burgos J, Fajardo TT, et al. Powerful bactericidal activity of moxifloxacin in 229 

human leprosy. Antimicrob. Agents Chemother. [Internet]. 2008 [cited 2014 Oct 28];52:3113–230 



14 
 

3117. Available from: 231 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2533472&tool=pmcentrez&render232 

type=abstract. 233 

[7]  Reece RJ, Maxwell A. DNA Gyrase: Structure and Function. Crit. Rev. Biochem. Mol. Biol. 234 

[Internet]. 1991;26:335–375. Available from: http://www.ncbi.nlm.nih.gov/pubmed/1657531. 235 

[8]  Aldred KJ, Kerns RJ, Osheroff N. Mechanism of quinolone action and resistance. Biochemistry. 236 

2014;53:1565–1574. 237 

[9]  Williams DL, Gillis TP. Drug-resistant leprosy: monitoring and current status. Lepr. Rev. 238 

[Internet]. 2012;83:269–281. Available from: http://www.ncbi.nlm.nih.gov/pubmed/23356028. 239 

[10]  Guerrero MI, Colorado CL, Torres JF, et al. Is drug-resistant Mycobacterium leprae a real cause 240 

for concern?: First approach to molecular monitoring of multibacillary Colombian patients with 241 

and without previous leprosy treatment. Biomedica [Internet]. 2014 [cited 2014 Nov 4];34 242 

Suppl 1:137–147. Available from: http://www.ncbi.nlm.nih.gov/pubmed/24968045. 243 

[11]  Maeda S, Matsuoka M, Nakata N, et al. Multidrug resistant Mycobacterium leprae from patients 244 

with leprosy. Antimicrob. Agents Chemother. [Internet]. 2001 [cited 2014 Aug 29];45:3635–245 

3639. Available from: http://aac.asm.org/content/45/12/3635.short. 246 

[12]  Yokoyama K, Kim H, Mukai T, et al. Amino Acid Substitutions at Position 95 in GyrA Can Add 247 

Fluoroquinolone Resistance to Mycobacterium leprae. Antimicrob. Agents Chemother. 248 

[Internet]. 2012 [cited 2014 Jul 18];56:697–702. Available from: 249 

http://aac.asm.org/cgi/doi/10.1128/AAC.05890-11. 250 

[13]  Campbell PJ, Morlock GP, Sikes RD, et al. Molecular Detection of Mutations Associated with 251 

First- and Second-Line Drug Resistance Compared with Conventional Drug Susceptibility 252 

Testing of Mycobacterium tuberculosis. Antimicrob. Agents Chemother. [Internet]. 253 

2011;55:2032–2041. Available from: http://aac.asm.org/cgi/doi/10.1128/AAC.01550-10. 254 

[14]  Willby M, Sikes RD, Malik S, et al. Correlation between GyrA substitutions and ofloxacin, 255 

levofloxacin, and moxifloxacin cross-resistance in Mycobacterium tuberculosis. Antimicrob. 256 



15 
 

Agents Chemother. [Internet]. 2015;59:5427–5434. Available from: 257 

http://www.ncbi.nlm.nih.gov/pubmed/26100699. 258 

[15]  Sun Z, Zhang J, Zhang X, et al. Comparison of gyrA gene mutations between 259 

laboratory-selected ofloxacin-resistant Mycobacterium tuberculosis strains and clinical isolates. 260 

Int. J. Antimicrob. Agents [Internet]. 2008;31:115–121. Available from: 261 

http://linkinghub.elsevier.com/retrieve/pii/S0924857907005377. 262 

[16]  Matsuoka M. The history of Mycobacterium leprae Thai-53 strain. Lepr. Rev. [Internet]. 2010 263 

[cited 2014 Oct 20];81:137. Available from: http://www.ncbi.nlm.nih.gov/pubmed/20825118. 264 

[17]  Yamaguchi T, Yokoyama K, Nakajima C, et al. DC-159a Shows Inhibitory Activity against 265 

DNA Gyrases of Mycobacterium leprae. Johnson C, editor. PLoS Negl. Trop. Dis. [Internet]. 266 

2016;10:e0005013. Available from: http://dx.plos.org/10.1371/journal.pntd.0005013. 267 

[18]  Matrat S, Petrella S, Cambau E, et al. Expression and purification of an active form of the 268 

Mycobacterium leprae DNA gyrase and its inhibition by quinolones. Antimicrob. Agents 269 

Chemother. [Internet]. 2007 [cited 2014 Oct 20];51:1643–1648. Available from: 270 

http://www.ncbi.nlm.nih.gov/pubmed/17325221. 271 

[19]  Kim H, Nakajima C, Yokoyama K, et al. Impact of the E540V Amino Acid Substitution in GyrB 272 

of Mycobacterium tuberculosis on Quinolone Resistance. Antimicrob. Agents Chemother. 273 

[Internet]. 2011 [cited 2014 Aug 28];55:3661–3667. Available from: 274 

http://aac.asm.org/cgi/doi/10.1128/AAC.00042-11. 275 

[20]  Matrat S, Cambau E, Jarlier V, et al. Are all the DNA gyrase mutations found in Mycobacterium 276 

leprae clinical strains involved in resistance to fluoroquinolones? Antimicrob. Agents 277 

Chemother. 2008;52:745–747. 278 

 279 



16 
 

 280 

Table with captions 281 

 282 
Amino acid substitution 
in GyrA 

Supercoiled DNA at 
10 hours (% of WT) 

Fold increase of IC50 
compared to WTa 

Reported in clinical 
strains 

WT 100 1 Yes 
Gly89Cys 22.0 10.7 b Yes 
Ala91Val 68.9 5.8 c Yes 
Asp95Gly 30.7 23.7 c No 
Asp95Asn 69.1 38.6 c No 

 283 
Table 1. Supercoiling activity and quinolone resistance of tested DNA gyrases 284 
a Each value was calculated with IC50s (concentrations that inhibit DNA supercoiling by 50%) of 285 
ofloxacin. 286 
b Value calculated with data from Matrat et al. 20 287 
c Values referred from Yokoyama et al. 12 288 
 289 
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 Figure captions 290 

Fig. 1. Time-dependent DNA supercoiling by wild and mutant types of M. leprae DNA gyrases. (A) 291 

Relaxed pBR322 DNA (2 nM) mixed with DNA gyrase subunits GyrA (8 nM) and GyrB (8 nM), and 292 

ATP (1 mM) was incubated at 30°C. The supercoiling reaction was then stopped at each time point (as 293 

indicated) and examined by gel electrophoresis. R and SC denote the positions of the relaxed and 294 

supercoiling forms, respectively. (B) The amount of supercoiled DNA was calculated by analyzing the 295 

bands intensities at the position of the supercoiled form on electrophoresis images obtained from the 296 

time course DNA supercoiling assay. (C) Band intensities of electrophoretic images at the initial (0 297 

min) and final (600 min) time points represent the amount of DNA molecules at the corresponding 298 

positions. 299 

 300 

Fig. 2. Supercoiling activity of M. leprae DNA gyrase at various molecular concentrations. 301 

Supercoiling of (A) DNA gyrase with WT GyrA and (B) DNA gyrase with Gly89Cys-GyrA were 302 

examined under conditions of different subunit concentrations. Relaxed pBR322 DNA (4 nM), GyrA 303 

(8, 16 or 24 nM) and WT GyrB (8, 16 or 24 nM) were mixed with ATP (1 mM) and incubated at 304 

30 °C. The reaction was stopped at each time point (as indicated) and then examined by gel 305 

electrophoresis. R and SC denote positions of the relaxed and supercoiling forms, respectively. (C) 306 

Band intensities at the position of the supercoiled form on the electrophoresis images were analyzed 307 

to calculate the amount of supercoiled DNA at the indicated time points.308 
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