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Ethambutol Resistance as Determined by Broth Dilution Method
Correlates Better than Sequencing Results with embB Mutations in
Multidrug-Resistant Mycobacterium tuberculosis Isolates
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We evaluated the correlation of phenotypic ethambutol (EMB) susceptibility as determined by two drug susceptibility methods
with embB mutations in multidrug-resistant (MDR) Mycobacterium tuberculosis strains. The concordance rate for EMB resis-
tance between broth dilution method and sequencing results (83.6%) was significantly higher than between the proportion
method and sequencing results (61.7%) (P = 0.004). Of the embB mutants, 75.4% (46/61) possessed a mutation at embB306. Our
results demonstrated that ethambutol resistance determined by broth dilution method reveals better correlation with embB mu-

tations than the proportion method in MDR isolates.

he emergence of multidrug-resistant (MDR) tuberculosis
(TB), defined as tuberculosis that is resistant to at least isoni-
azid (INH) and rifampin (RFP), is a serious threat to global tuber-
culosis control (1). China is considered one of the global hotspots
of MDR-TB, with an estimated 110,000 MDR-TB cases each year
(2). There is an urgent demand for accurate and rapid drug sus-
ceptibility testing (DST) to help develop efficient anti-TB drug
regimens for appropriate treatment of individual cases (3).
Ethambutol (EMB), one of the key first-line antimicrobial
agents for the treatment of tuberculosis (4), plays an important
role in the chemotherapy of drug-resistant TB, including
MDR-TB (5). EMB inhibits arabinosyl transferases, encoded by
the embCAB operon, thereby inhibiting biosynthesis of the cell
well components arabinogalactan and lipoarabinomannan (6).
Previous studies showed that mutations in the embB gene are
mainly observed in clinical EMB-resistant isolates (7, 8). Of the
various mutations of embB, mutations at codon 306 are the most
commonly detected point mutations conferring EMB resistance,
which have been suggested as important molecular indicators for
rapid detection of EMB-resistant Mycobacterium tuberculosis iso-
lates (9). In contrast, mutations in emb306 had also been observed
among EMB-susceptible M. tuberculosis isolates (9). Previous
studies have shown that a lack of consistency in conventional DST
results for EMB is an inevitable problem in the tuberculosis labo-
ratories (3, 10). It is therefore meaningful to investigate the con-
cordance between phenotypic and genotypic EMB resistance test-
ing. In this study, we screened for embB mutations among MDR
strains isolated in China in order to assess and compare the cor-
relation of phenotypic EMB susceptibilities determined by two
DST methods with embB gene mutations among MDR strains.
Atotal of 158 MDR isolates were collected from a national drug
resistance survey of China. Drug susceptibility testing for EMB was
performed by both the conventional proportion method recom-
mended by World Health Organization and the broth dilution
method according to previous reports (11, 12). For the proportion
method, the concentration of EMB in Lowenstein-Jensen (L]) me-
dium was 2 pg/ml. For the broth dilution method, EMB concentra-
tions were doubling dilutions from 0.125 to 32 pg/ml, and the break-

638 jcm.asm.org Journal of Clinical Microbiology

point MIC for EMB was taken as 5 pg/ml (12). In addition, a 800-bp
fragment of embB containing the EMB resistance-determining region
was amplified by PCR using the primers embB-forward (5'-GGTGA
TATTCGGCTTCCT-3") and embB-reverse (5'-ATAGCGCGGTGA
TCAAAAAG-3') as previously reported (4).

Of 158 MDR isolates, 81(51.3%) and 61(38.6%) were identi-
fied as EMB resistant by the conventional proportion and MIC
methods, respectively. For the 81 strains determined to be EMB
resistant by the conventional proportion method, 61.7% (50/81)
showed a potential relationship between phenotypic EMB resis-
tance and embB mutation. On the other hand, 11 (14.3%) of 77
phenotypically EMB-susceptible M. tuberculosis strains harbored
embB mutations. For the MIC method, 51 (83.6%) of 61 EMB-
resistant M. tuberculosis strains revealed various embB mutations,
and embB mutations were observed in 10 of 97 (10.3%) EMB-
susceptible strains. When the two phenotypic resistance detection
methods were compared with genotypic resistance detection, the
concordance rate for EMB resistance between the MIC method
and sequencing results was significantly higher than that for the
proportion method (P = 0.004). For EMB-susceptible strains, the
concordance rates did not show a significant difference between
these groups (P = 0.424). When results of the two phenotypic
detection methods, MIC and proportion methods, were com-
pared with embB sequencing results, the overall concordance rates
were 87.3% and 76.6%, respectively, and this difference was sta-
tistically highly significant (P = 0.002) (Table 1).

Of the mutants with detectable embB mutations, 75.4% (46/
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TABLE 1 Correlation of phenotypic ethambutol susceptibility with
embB mutations in MDR TB strains

No. of
isolates
with
sequencing
result’ Concordance rate (%)°
For EMB- For EMB-
DST method resistant susceptible
and result® R S strains strains Overall
Proportional 61.7 85.7 76.6
R 50 31
S 11 66
MIC 83.6 89.7 87.3
R 51 10
S 10 87

@R, resistant; S, susceptible.

b R, having a mutation in the EMB resistance-determining region of embB; S, having a
wild-type locus.

¢ Concordance rates were determined on the basis of using phenotypic DST as the
standard.

61) possessed a mutation at embB306. The most common embB
mutations were ATG—GTG (Met306Val; 52.2% [24/46]) and
ATG—ATA (Met306lle; 43.5% [20/46]). Among 46 MDR isolates
with embB306 mutations, 7 (15.2%) showed MICs lower than 5
pg/ml, i.e., ranging from 1 pg/ml to 4 pg/ml. The other 8 muta-
tions detected were at codons 328 (4/61; 6.6%), 406 (4/61; 6.6%),
and 497 (6/61; 9.8%) of embB. In addition, we identified novel
embB mutations at codon 246. However, this new mutant type was
found in only one EMB-susceptible M. tuberculosis isolate with a
MIC of 0.5 pg/ml, indicating that it might be a single nucleotide
polymorphism that did not confer EMB resistance (Table 2).

We also analyzed the isolates that showed discordant phenotypic

TABLE 2 MIC distribution of embB mutants among MDR TB isolates

EMB Resistance by MIC Better Correlates with embB

DST results. As shown in Table 3, a total of 30 isolates had type I
discordancy (resistant by the proportion method but susceptible by
the MIC method), including 8 (26.7%) with embB mutations and 22
(73.3%) without detectable enbB mutations. Among these type I iso-
lates, 36.7% (11/30) showed an EMB MIC of 4 pg/ml, which was
close to the breakpoint determined by the MIC method. In contrast,
90% of isolates with type II discordancy (susceptible by the propor-
tion method but resistant by the MIC method) harbored ermbB mu-
tations. It is noteworthy that 70.0% (7/10) of type II isolates had an
EMB MIC of 8 pg/ml, which is close to the breakpoint MIC defini-
tion of EMB resistance (Table 3).

Mycobacterial drug susceptibility testing is still widely used as a
routine tool for the generation of effective anti-TB regimens, es-
pecially in management of MDR-TB patients (3). However, due to
the lack of consistency in conventional phenotypic DST results for
EMB, it is presently not recommended that EMB DST results be
used in the design of individualized treatment for MDR-TB (10).
Consequently, there is an urgent need to establish a reliable
method for detecting drug susceptibility of M. tuberculosis iso-
lates. At the genetic level, ernbB mutations, especially embB306
mutations, are believed to be a major cause of EMB resistance in
M. tuberculosis, while several studies revealed that embB muta-
tions had been observed in both EMB-resistant and EMB-suscep-
tible M. tuberculosis strains (5, 9). Because conventional culture-
based phenotypic methods of EMB susceptibility testing are
notoriously problematic, the presumably inaccurate conventional
drug susceptibility results may be the major cause of the “EMB-
susceptible” isolates that harbored embB mutations (13, 14). Sim-
ilarly, the problems of conventional proportion susceptibility
were most likely responsible for the discrepancies between molec-
ular and phenotypic EMB resistance test results (15). Here, our
results demonstrate that ethambutol resistance determined by the
broth microdilution MIC method revealed better correlation with

No. of isolates with MIC (u.g/ml) of:

Nucleotide Amino acid No. of
Locus substitution substitution isolates 0.25 0.5 1 2 4 8 16 32 >32
embB306 ATG—GTG Met—Val 24 1 14 3 1 5
ATG—CTG Met—Leu 1 1
ATG—ATA Met—Ile 20 1 2 1 9 3 1 3
ATG—ATT Met—Ile 1 1
embB328 GAT—CAT Asp—His 1 1
GAT—TAT Asp—Tyr 2 1 1
GAT—GGT Asp—Gly 1
emb406 GGC—AGC Gly—Ser 1 1
GGC—GCC Gly—Ala 2 1 1
GGC—GAC Gly—Asp 1 1
emb497 CAG—CCG Gln—Arg 5 2 3
CAG—CGG GIln—Pro 1
embB246 GGC—CGC Gly—Arg 1 1
Mutant 61 0 1 1 5 3 28 9 2 12
Wild type 97 2 16 20 23 26 5 0 1 4
Total 158 2 17 21 28 29 33 9 3 16
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TABLE 3 Analysis of strains showing discordant DST results between the conventional proportion and broth microdilution MIC methods

No. of isolates with MIC (pu.g/ml) of:

Discordancy” Mutation status No. of isolates (%) 0.5 1 2 4 8 16 32 >32
Type I (R by proportion method, S by MIC method) With mutation 8(26.7) 1 4 3
Without mutation 22 (73.3) 5 9 8
Total 30 (100.0) 1 5 13 11
Type II (S by proportion method, R by MIC method) With mutation 9 (90.0) 6 1 1 1
Without mutation 1(10.0) 1
Total 10 (100.0) 7 1 1 1

“ R, resistant; S, susceptible.

embB mutations in MDR-TB isolates. In addition to ethambutol,
isoniazid resistance defined by the MIC method has also been
shown to have better correlation with the sequencing results than
that defined by the proportional method (16). Our data indicate
that the microdilution MIC method may be more specific for
identifying the EMB resistance than the conventional proportion
method in MDR-TB isolates. Considering that the proportional
method may still be the gold standard recommended by the WHO
(12), our study highlights the requirement for revision of the
WHO guideline for the EMB resistance assay. In particular, the
present rather low critical concentration for defining EMB resis-
tance should be addressed.

In our study, the Met306Val and Met306Leu amino acid sub-
stitutions encoded by embB306 were associated with high-level
resistance to EMB, while the mutants with Met306Ile mutations
had MICs that were modestly higher than the critical concentra-
tion. These can easily result in false-susceptible EMB testing re-
sults (14). We found that 57.1% (4/7) of isolates with MICs lower
than 5 pwg/ml carried the Met306lIle substitution. Interestingly,
mutations within the locus embB328, which is a rare codon site
conferring EMB resistance, according to previous reports (17, 18),
were identified among 4 of our EMB-resistant isolates. Our find-
ings therefore suggest that embB328 may be more frequently as-
sociated with MDR M. tuberculosis isolates than non-MDR iso-
lates in China. Further studies are needed to compare the
distribution of different ebB mutant types between MDR and
non-MDR isolates. In this study, we also identified 4 isolates lack-
ing the embB mutations but showing high MICs (>32 pg/ml) in
phenotypic DST, indicating that an undiscovered mechanism
may contribute to EMB resistance in M. tuberculosis.

In conclusion, our results demonstrated that EMB resistance de-
termined by the broth dilution MIC method showed better correla-
tion with embB mutations among MDR-TB isolates than the propor-
tion method. Due to the present limitation of the conventional
proportion drug susceptibility testing method, the microbroth dilu-
tion MIC method may serve as a better technique than the proportion
method for detecting in vitro EMB resistance in MDR-TB isolates.

ACKNOWLEDGMENT
This study was supported by National Key Project (2013ZX10003003).

REFERENCES

1. Nathanson E, Nunn P, Uplekar M, Floyd K, Jaramillo E, Lonnroth K,
Weil D, Raviglione M. 2010. MDR tuberculosis— critical steps for pre-
vention and control. N. Engl. J. Med. 363:1050—-1058. http://dx.doi.org/10
.1056/NEJMra0908076.

2. Zhao Y, Xu S, Wang L, Chin DP, Wang S, Jiang G, Xia H, Zhou Y, Li
Q, Ou X, Pang Y, Song Y, Zhao B, Zhang H, He G, Guo J, Wang Y.

640 jcm.asm.org

2012. National survey of drug-resistant tuberculosis in China. N. Engl. J.
Med. 366:2161-2170. http://dx.doi.org/10.1056/NEJMoal108789.

3. Kim SJ. 2005. Drug-susceptibility testing in tuberculosis: methods and
reliability of results. Eur. Respir. J. 25:564-569. http://dx.doi.org/10.1183
/09031936.05.00111304.

4. Park YK, Ryoo SW, Lee SH, Jnawali HN, Kim CK, Kim HJ, Kim §]J.
2012. Correlation of the phenotypic ethambutol susceptibility of Myco-
bacterium tuberculosis with embB gene mutations in Korea. J. Med. Mi-
crobiol. 61:529-534. http://dx.doi.org/10.1099/jmm.0.037614-0.

5. Shi D, Li L, Zhao Y, Jia Q, Li H, Coulter C, Jin Q, Zhu G. 2011.
Characteristics of embB mutations in multidrug-resistant Mycobacterium
tuberculosis isolates in Henan, China. J. Antimicrob. Chemother. 66:
2240-2247. http://dx.doi.org/10.1093/jac/dkr284.

6. Telenti A, Philipp WJ, Sreevatsan S, Bernasconi C, Stockbauer KE,
Wieles B, Musser JM, Jacobs WR, Jr. 1997. The emb operon, a gene
cluster of Mycobacterium tuberculosis involved in resistance to ethambu-
tol. Nat. Med. 3:567-570. http://dx.doi.org/10.1038/nm0597-567.

7. Engstrom A, Morcillo N, Imperiale B, Hoffner SE, Jureen P. 2012.
Detection of first- and second-line drug resistance in Mycobacterium tu-
berculosis clinical isolates by pyrosequencing. J. Clin. Microbiol. 50:2026 —
2033. http://dx.doi.org/10.1128/JCM.06664-11.

8. Yoon JH, Nam JS, Kim K]J, Ro YT. 2013. Simple and rapid discrim-
ination of embB codon 306 mutations in Mycobacterium tuberculosis
clinical isolates by a real-time PCR assay using an LNA-TaqMan probe. J.
Microbiol. Methods 92:301-306. http://dx.doi.org/10.1016/j.mimet.2012
.12.014.

9. Plinke C, Walter K, Aly S, Ehlers S, Niemann S. 2011. Mycobacterium
tuberculosis embB codon 306 mutations confer moderately increased re-
sistance to ethambutol in vitro and in vivo. Antimicrob. Agents Che-
mother. 55:2891-2896. http://dx.doi.org/10.1128/AAC.00007-10.

10. Van Deun A, Wright A, Zignol M, Weyer K, Rieder HL. 2011. Drug
susceptibility testing proficiency in the network of supranational tubercu-
losis reference laboratories. Int. J. Tuberc. Lung Dis. 15:116—124. http:
/Iwww.ingentaconnect.com/content/iuatld/ijtld/2011/00000015/000000
01/art000212token=00541a382452c9{15c275c277b425774464c48783477
702a2b2f592f653b2a2d3a7c4e7247704f37¢9¢2

11. Pang Y, Lu J, Wang Y, Song Y, Wang S, Zhao Y. 2013. Study of the
rifampin monoresistance mechanism in Mycobacterium tuberculosis.
Antimicrob. Agents Chemother. 57:893-900. http://dx.doi.org/10.1128
/AAC.01024-12.

12. World Health Organization. 2009. Guidelines for surveillance of drug
resistance in tuberculosis, 4th ed. WHO/HTM/TB/2009.422. World
Health Organization, Geneva, Switzerland.

13. Madison B, Robinson-Dunn B, George I, Gross W, Lipman H,
Metchock B, Sloutsky A, Washabaugh G, Mazurek G, Ridderhof J.
2002. Multicenter evaluation of ethambutol susceptibility testing of
Mpycobacterium tuberculosis by agar proportion and radiometric methods.
J. Clin. Microbiol. 40:3976-3979. http://dx.doi.org/10.1128/JCM.40.11
.3976-3979.2002.

14. Campbell PJ, Morlock GP, Sikes RD, Dalton TL, Metchock B, Starks
AM, Hooks DP, Cowan LS, Plikaytis BB, Posey JE. 2011. Molecular
detection of mutations associated with first- and second-line drug resis-
tance compared with conventional drug susceptibility testing of Mycobac-
terium tuberculosis. Antimicrob. Agents Chemother. 55:2032—-2041. http:
//dx.doi.org/10.1128/AAC.01550-10.

15. Plinke C, Cox HS, Kalon S, Doshetov D, Rusch-Gerdes S, Niemann S.
2009. Tuberculosis ethambutol resistance: concordance between pheno-

Journal of Clinical Microbiology


http://dx.doi.org/10.1056/NEJMra0908076
http://dx.doi.org/10.1056/NEJMra0908076
http://dx.doi.org/10.1056/NEJMoa1108789
http://dx.doi.org/10.1183/09031936.05.00111304
http://dx.doi.org/10.1183/09031936.05.00111304
http://dx.doi.org/10.1099/jmm.0.037614-0
http://dx.doi.org/10.1093/jac/dkr284
http://dx.doi.org/10.1038/nm0597-567
http://dx.doi.org/10.1128/JCM.06664-11
http://dx.doi.org/10.1016/j.mimet.2012.12.014
http://dx.doi.org/10.1016/j.mimet.2012.12.014
http://dx.doi.org/10.1128/AAC.00007-10
http://www.ingentaconnect.com/content/iuatld/ijtld/2011/00000015/00000001/art00021?token=00541a382452c9f15c275c277b425774464c48783477702a2b2f592f653b2a2d3a7c4e7247704f37e9e2
http://www.ingentaconnect.com/content/iuatld/ijtld/2011/00000015/00000001/art00021?token=00541a382452c9f15c275c277b425774464c48783477702a2b2f592f653b2a2d3a7c4e7247704f37e9e2
http://www.ingentaconnect.com/content/iuatld/ijtld/2011/00000015/00000001/art00021?token=00541a382452c9f15c275c277b425774464c48783477702a2b2f592f653b2a2d3a7c4e7247704f37e9e2
http://www.ingentaconnect.com/content/iuatld/ijtld/2011/00000015/00000001/art00021?token=00541a382452c9f15c275c277b425774464c48783477702a2b2f592f653b2a2d3a7c4e7247704f37e9e2
http://dx.doi.org/10.1128/AAC.01024-12
http://dx.doi.org/10.1128/AAC.01024-12
http://dx.doi.org/10.1128/JCM.40.11.3976-3979.2002
http://dx.doi.org/10.1128/JCM.40.11.3976-3979.2002
http://dx.doi.org/10.1128/AAC.01550-10
http://dx.doi.org/10.1128/AAC.01550-10
http://jcm.asm.org

16.

17.

typic and genotypic test results. Tuberculosis (Edinb.) 89:448—452. http:
//dx.doi.org/10.1016/j.tube.2009.09.001.

Chan RC, Hui M, Chan EW, Au TK, Chin ML, Yip CK, AuYeang CK,
Yeung CY, Kam KM, Yip PC, Cheng AF. 2007. Genetic and phenotypic
characterization of drug-resistant Mycobacterium tuberculosis isolates in
Hong Kong. J. Antimicrob. Chemother. 59:866—873. http://dx.doi.org/10
.1093/jac/dkm054.

Plinke C, Cox HS, Zarkua N, Karimovich HA, Braker K, Diel R,
Rusch-Gerdes S, Feuerriegel S, Niemann S. 2010. embCAB sequence

February 2014 Volume 52 Number 2

EMB Resistance by MIC Better Correlates with embB

variation among ethambutol-resistant Mycobacterium tuberculosis isolates
without embB306 mutation. J. Antimicrob. Chemother. 65:1359—-1367.
http://dx.doi.org/10.1093/jac/dkq120.

. Ramaswamy SV, Amin AG, Goksel S, Stager CE, Dou SJ, El Sahly H,

Moghazeh SL, Kreiswirth BN, Musser JM. 2000. Molecular genetic
analysis of nucleotide polymorphisms associated with ethambutol resis-
tance in human isolates of Mycobacterium tuberculosis. Antimicrob.

Agents Chemother. 44:326-336. http://dx.doi.org/10.1128/AAC.44.2.326
-336.2000.

jcm.asm.org 641


http://dx.doi.org/10.1016/j.tube.2009.09.001
http://dx.doi.org/10.1016/j.tube.2009.09.001
http://dx.doi.org/10.1093/jac/dkm054
http://dx.doi.org/10.1093/jac/dkm054
http://dx.doi.org/10.1093/jac/dkq120
http://dx.doi.org/10.1128/AAC.44.2.326-336.2000
http://dx.doi.org/10.1128/AAC.44.2.326-336.2000
http://jcm.asm.org

	Ethambutol Resistance as Determined by Broth Dilution Method Correlates Better than Sequencing Results with embB Mutations in Multidrug-Resistant Mycobacterium tuberculosis Isolates
	ACKNOWLEDGMENT
	REFERENCES


