BE . N\ U REZHEED-SHDIRE

A. REESRONBERRRE *

1. R G HEARIR DERE T 14
cEERTIVIA—IVRTHNTh S, BAREZDE
ATHERB LT, FLOMZEIHNSmm FEETH
2mm i A ATYIFT %, MEMNHERBETES
LEWE I ICHBEZ AR TT VLR, A5
i (FL8F—1b) OLicH—IcHEIC (EEN
5-7Tmm) BODIF %,

1D TLRT— b, FHR (TENEHED
=D TLINT— 1) I 6 AT £ TEHK
TZ %,

c BHRIIETEREE. HRAZITRSEE - F
B21TI,

s a k TREDDOD B HEEICIE. MEEEZITo
THL, HBVIE, EREZESELZTLAT5—]
ZOERICH LWL VIEKR B7% RIVLT
VT e R) WhE A B &/ e
(Coplin jar) OHICANT, KIVI VU VIEKT3
SREEE%. 980 BT 2 ~ 3 MnEd 5,

2. FREUEBAL

ZER (MB)
DEEONBIGEE

TEEIMRZE 2 G OHEEERT, HR
ZELTENEELL,

DEE (PB) | TEEMERZ. BRI OG S

PEDNBHE | &, TOWEED SR
BB RZ RS 5 - DICEHMICHBREZ1T S
HEIE, BIEE R UEMNLERINT 5T &

3. EIE - Rt

e ¥ < JHEETE
L EmmTr Rk R T,

TIYIRE | mm 30 sy

KV 251 RIS ADEEEFKCHES

EE7Va—L (70% X/ —)L
WICIERE A 1% OBIETHA %) T,
BREREEHE J307)

g GrED

7Kk 254 RTS5 ADERERZTKTHES
Pz AFL T IL—T 30 ~ 60 Byt

K - B A W R
* ENTHIROEREE - Frilfk% Code No.37-0060 F~—)b
AREET 7S Vs &
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4.

BitE# (Bacterial Index, BD) OBEH /514
100x DXL > ZIEFF R OHIEEEE BI
0/100 & 0
1-10/100 %7 1+
1-10/10 #HE 2+
1-10/ HE 3+
10-100/ 8 4+
100-1000/ #HEF 5+
1000/ #HEF 6+
Bl i, HEERMIOHDRAMEE ., REEMI 2k
DFEEETRT HEND S,

6 HATEEERL T, &R DEALTBIA 0, 3. 3.
2. 4, 2ODFPHICIF. mAMEIF 4. FHER
14/6223 é:?;t%o

« IRBBAIERH I IR T S 2 RO BB E I IR ER

B.

B

AWaH0, EMRZHET 25HE BIORED
ZR%) I3, FEEOIESBEL TW5,

SRR HRE
(ENLEGEM RN & U Rfget v 2 —IcfT
W& & U THKRIERTRE)

* REREDERIC K > T, NV IROMEEZEK

LIRBOIERIT S B, R L EE RS
DEFEH SBRIAEEIT 5 2 EHEE L, /3
VFEMTE BV, R & R RSN S E
NBRENBH B, iz, KBS PCRDEM
DizDIC, HEDO—E7% 70% =X/ —)Vikh &
LB L TIRET 5T LA EE LL,

HHBOBEEICE ANy T r—FRILvY U EHWS,
RIMHBEZ ORI, SEL 96, 97 ABHEDC

C.

B

Eo

BREHEBD S D M. leprae HEH) DNA DBILF
#EigE (PCR) Ic k&
(ESTRGEMSE N> & VRS 2 —12fT
WE & U TIRIARTBE
HRIE. M leprae IR R TEDNDPIEE & &
L7\ DNA B3 2420 & U Tz, @ n THEiEE
(PCR) MWL DO DfliEE THIfTE N T3,

DT NOBMOEAIC b EVERMEAEENTE
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0. BHEDBEICIE M leprae WFIET B & E X
TRV, Fle@gke LT, ¥/ LHic 373
Y —17#£9 % RLEP E 52 {2HIC W B 51550,



U7V Z A Ly PCRIES 'Y R EN TS,

« —77. PCR DRI DWW T, A L
RGOS A IR L U 10 /LR
THH>TEMIATRETH O FEDITE HESH
Hiskim Wi aicid, MmO — 2 70% T
2 =)V CHEE U TET A EMNET L,

< AERIEK D 8D T o Y 5 & PCR I AT
BETH DM, —RINCIE RV ) VEE - GO
HFE T DNA (KL X e d < 200 base pair
HBVIEEEIC X > T 100 base pair £ E T
Wb E N5 C LB RiTldRy, ZDizsic, /8
574 YU BOBEICE. BOEERY 2
MRS % PCR CTLEAIETEIC A S T 8 H B DT,
FEEVRETH S,

D. ZEHIMMIRE
(BT REHSENIZE AN > & il > 2 —12 T
Bod & U CiRkEnT g
B EE LT, U AD R THRAE NSO
FR RS eI, —ERORZ YD A HEME
L. FFRHC Y Y ZICHiE 2 G U CE O
MHRE B E S W ERZFENDZH. FiRz
75X ClIc R Z % %,
cEWOIIWVIFUEBREET AV b =T RHNT
FEER SIS e 9 B 77k (BACTEC i 'V,
Buddemeyer i% %) BBAFEE N TV DM, U
FREUR N EOREN 5. ST E S HBIIRS
nTwa,
- BOBETOREINIAZEALTRTHLICE -
THEEMMENET S EAHLICED, TD
ERPERYIIE (—7 2 R) T K D g
I HICARIN T 2 C LD AIREE TR o T, T DR
DI=SHITIE, EHAME S D DNA Hfith &2 U PCR
RIC X % BT L OFEAIMEERRE (it
MZEREFTNER T BED ZIEL S —7 VA
LTt EROEEZ NS 7,

E. IBERE
(B RIERF SN > & ViRt ge 2 v 2 —IqT
Boigds & U CIRIERTRE
- WS E TdH B PCGL1 DK 3 MEMEIE. BVE
KRB TH B, NV HEREEOMEFEICIEH
PGL-I HiABEENTH L. MmHHi PGLI Hifk(h

JpnJ Lepr 82, 143-184(2013)

5 WY S F BT RE RSP ELISA 12
Ko TETES 'Y,

- LS T 75-100% DGIETH B DY, DH
HTORIERIE 15-40% FEETH B ',
CHBESR Y b (FERS Ea T T - LTS) 1
LA I OREEN TV,

BN IEOITEARE

N IROBE SRR DItz — kiR
BHEETRIEL TV, N2 VRS
Z—"Tld, WA (FR. Rt ZW). PCR#&
A OGHEE. M), s PCLI fitk#ezEs. SEHw
PR 2 R 7 &2 TBR A & U TR T3
LT3, MBI EERIRESE TERZ@EL T
T, BRI i o 2 =R T B,
(V& DRI | EALERIEVIFERT N> 2 VR
WF7et > 2 — F 189-0002 HAEHPHAFS LT & 1
My 4-2-1 7855 042-391-8211, http://wwwO.nih.
go.jp/niid/Irc/) o

BHH 2. BEERERIT/ N\ EEIZ=_a2T7IV

MRBE IO T 27 KEZEOIVIR

NV RIS IR D . HTREBE DR E R
KRB — e, 7V = VR EDKEER %%
LU TIRmEZEMTON TS, HEOHEE LT
& QERID N Y RICRT DR RV 72,
VIeh gl E CicEMZRE L35, @HAAN
BEOEEIT, RARUREREICKE U THRRIC
3 B0bps MER Hd0. WEDEFL A
TA\DRGEHEFIC T D RERNIBETH D, OF
HABANEREDOG A, SEOME (EEDBED
5. ZERE EITHLAZTY). EFFEED
Bt (REXPREOAREN) GEND S, HEEK
BTIEEDORELRIT-> THE, REDEEEZDOR
R IOV THAN Y REEDT R— g
BT ET. —fREBEANDN L ROEE % BFAV
Lz 109,
NV RDEH

AATREMENI TEELBRTE. AL T
DTABTH, K5DKIICEE. iE. BULHE.
RHEO A EHZRE L TEHT %, Nt Y
Wt 2 — T3, HEKRE. PCRERE. IME
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PGL fifktEE., EFWMEELFELERALE 2R
KTHEELTWD (LEROER 1 288),

MEREEES KB, BOICSVEE, KR
R EDOFFRTEBRP, mERRCZZ L, £
BENHERMIGTVEE., 3-5E0 LRWERE
ET. 5. LMATHDE LR - KEDKRE
BB EENBVDT, ThEDERDFAZ
BTN UREEINCANS,

BRHEIRD DI, E2fE. DR, R, BURO MMt
7. IBIRIERER., SEEANM., YbaA F—T X,
BURATERE, BUIKKIDE, #EEMEALE. fom. FEM
i, REIEREMBERE  ENERICH N5,
SRR B IXRERRIE I = o — 18T —, RASHRRR
TENBHMN B,

EEEE CIELTEERVR

AIZIC—EPITRTICH T BIREDNDH 578, BE
IRBEZETBRICIIRIE. BHE L2830 T2
DEHAREST S, e, VTR ELET S
HEICE BEICHHAT %,

NEANCEBONTIE., SEOMELHD, Bx+57
RSB EREDIR LEDDZAENH D, B
MDBED - HEREEHEEEIMNT 50, RHCHE
A (=N —=ZAT7A48053) KIIEREAEHE,
WE, WO D DORIRE E D7z DI IRERE IR
AIBEIC A DML S IC TRPKIERET 3,

N IREIEEICTT HAREZEDIIK

BEEIDEATE., Yh SNKERL TWAITEE
BEDONEVREEEZ . BED It hE]
RN, A SNE 2RI 2568055, T
OHEE LT, O—FHEONERICHT 1R
B - ZR, QFEH - EEEGREONVEVRHDZ WV
3BEAE, HAENERZIIC OV TONH - BBROX
F57E . EIEEDBEDRBREND [t E]
HAREMET S &, BEIETLENSE, LML
EEHIEERBIOGEDE, BRCREE. 51—
DIFZUICH L TR EBEARLETINT NS, EIEHE
RRDGE. UANAEDE Th > IR, Nt
VIREFIRIERT. FHEDOKERITZ BRI TH -
THERTBLEHD, LML, TTICNYEY
WX MEE ORKTHL., RS THEELED
NS EBEOEFENTES / —<I717E— 3>
(normalization) ZHEITXETHD, BZELZ K
EEAHA (integration) L, LU THETES
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EEIE O ICH D A TWI T E T 107,

B 3. REEE B L EICREICETIRE
RE LT, AEROEZENDHRBE
%R

BRERZTCBEEAN

BIET=ORTUFIAD LD T, T T TEREIIK
TLEY,

Boleh e, BEZHRICL TV, L
X5 < DRIEEHNICERZZITTIRE N, b
WKEIPNTEEBFHED KL S HKIERICK OIS,
QIZBEESITTLEEY, £9F3BZ LT, T
DS5@EEDVEILTIHELTWVW ZENTEE
T, TTICEEDOHZHIE., T EELLEVE
5. FEFHOBCEARZ LT TIIZEWN,

fAIMDERC EhAD oIz &, HBWVIERITTHh

ZEhH o7z & FICHR T X S ERCEEAM, £/
IRBERBEEN Z LT RO TBNTLIZE W, Kk
RO BV, HERIEEDFD X D HERD AL
Wb, B8EZIBEIIEDTIIEE N,

FEEIH
1. REOREIR

RELIZEEDX S BTIERMPODORICHAHITL
5LEL, RAICHRVHEAPLIODNHTLIB EED
HVFET, FILLWEFOEICTDOWESH, Nt
VIROEREDMNE S5 &I BN BLHENIDTE
5o TLIEEW,

2. FRROEIR

FRFERIC, BVEY, LALX, FhFHRE
DEDLH>IZRE UMW D , CALATS LU,
A, UM AZ Vo B {EMHTERZS,
BB S > TOL AN D O, BEE2ZIT D4
BAHOET,

BOMNEA LI W, BNYAON S TIENRT
Wy LoDz, FRICADADIILW, Yk
DHICLW, BZFIET SR, ZXICDET L,
EV O R LT CICBRESIFTLZE
28
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3. RTEDH

BitE( )
OEHTEUDIL o TOVET DT, R R
MTETWIRWDPE S D, BHEDPD TLIIZEL,
EICREDEE, EOEICHRLTLEE W,

( )
OIALT, HIAZIN T IIPME R L THET, i
PLEEL I 5700 K9 GEEIREZ KU TS EE 0,
EEEF-STNAEHE B2 LEATWERNNE
S EPFARTLTIZE N,

4. HOEEIK

HICEFEZKUTEL, QIR E2 TR
WV, Tl 2 HART. ERLLL IRHBL, IR
MTIFNRLT U HAODE T, R CIE W,
AR, ERICHHD, IHhEDF, k&,

FRENEHCEVAIE, HidGzD 5E0E 5
{REEA N AL, EROERICHE-> THHE (1
HESE) D HOIE 2> TLIEE W,

&4 HURAFE

ENLICERBREISIC 7R > TWA YU R A Fidd L
ReH TV (RS ORTHSB ', 50 mg
K17k 100 mg T IVHBH B,

RIERFL T A b HA VD RUIRTEDRE
A 72 0 9N frpER (FmERD—D) D
BN OESE RN Z 5 Y, i, HikOE
EERIZZ EICKD, REEEKR Fuk HUR.
WK DTS B IER N2 T 2EADRHD 5 &
EZZ25NTVE"Y, CNESDERTENLICH LT
WERMPHIET B L EN TV 5,

D YU YA RMERICHE-T

YU R4 FEFIZ2EHEFNE (Thalidomide
Education and Risk Management System: TERMS®)
NDBHRNBETH D, YU FYA Rk, BEICH
RO NRAT 5 Z LI X D IRIBICERZ[ESE
UIFERE, RERTIERC Lz, FRRANDRE 25
B 728, KFIOMEAIC DV TIZ TERMS® % 35
TERENDH B, TERMS® ZETFTERVIBAIIZ
AHNEEHATET LR TERY,

TERMS (&L /5 B 0 BEAL LRI 7% & OHEN H
D, ERHFARERIE OEERE, YU YA Rff
FIicHizo> TOEBFREDLN TS, sFL L F

Jpn J Lepr 82, 143-184(2013)

TERMS & DWW T DR — L= (http://www.fu-

jimoto-pharm.co.jp/jp/iyakuhin/thalido/TERMS-3.

pdf) ZHBIHE NI,

2) ENLICH LTHY FY A RWMERTZESEED

i

a. UV R FOMEFEMNLT TERMS® ICBId 5
BoE 2T FREMERR SN TVB T &,

b. TERMS® DMSHCAEMNMELN TS T &,

c. JFERE LT, SEHIE I & D TERMS” DRI
FEMFSENTWE T &

d. WEiRd 5 ARt D % LvE B & AHIAR AR

by H o 4 IR R O 2 AR FT O IR A DY

MThsdT b, EFAEHD 4 EMFTD S22
ZLTORWT EDHEENENTNS T &,

3) ENLICH L TH Y R A RIS T X B EAR,
ARAITC & 2 SEAIAN, EREREBI O ZET

a. [EEEh

PURDETICHRET 5 T LW,

(1) BV P ROMAFHIERT TERMS® IC B9
B IRt e 20 B E R S N TV B T &
(2) TERMS® OESFICAENMESNTNS T &,
(3) FEFHG ARIER &EE 2K % T LI REMNE
BNTWaT &,

(4) PHEETIE IR (Jz72 L. HAREERI2ZRR
TERERIEMEIRRRS) Tk,

(5) RDONWFTNMICEHEHTHT &,

» BAR R ERRRE BRI FE S ER LN
VIRBRERFTICENTS 9 5 HEEAm

» AA R R ERE R EREMESUIET N &
VIFRRERTIC IS I 5 R L EHEDFRET H
% Al

- MBI TERMS® I B8k D . AH#ID ENL i x$9
BILTREERZ A B IERD

- FREANcH o Tid. TERMS ZERICTIEL.
A BISAR S BER U T A L R E ik
U7z ERm

b. BEEZHEM

UFDETICERET 5 T ENRE,

(1) ¥V F< A ROMEFHER T TERMS® I F
BEmR 22 BRENHEREI N TS T L,
(2) TERMS® DESFICHBMELNT NS T &,

C. NRERHE
UTOETICRET 5 T EABE,
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(1) AFHREICEL T, BERICTOXISTES
%ﬁ%ﬁ?%@%&%o

(2) AFNERMCTHEIT A ENTRETHBE
R,

4) ¥V R A FORASER (K4, £6)

5) FHEOEFR

a. ROBFIIIEERICERETS

(1) FEERIORED) A7 52BT 5HEHE, Y
R FICK OFEIRDHIR, WETZC DD
72,

(2) HIVIZBRLTWAEHE, (Y F< A1 Rick
D HIVIAI)VADEINT A EWH 570

b. EEGEARFEER

() YU R4 FICiEFEE (YU R MR
IR HHDHDT, HIET 2A[REMDH B
®ET BB, Pl L REMABTFED 438
IR, 2 BT R GRS ERNICEIRRE 2 EZE L .
MERREDREIETH S T L BHERRICIREZ A
T5TE, Tz, HIEL TWEWT & E2FEHIC
[EERT B0, MRS 4EMEBITVES
HIRMEZ EMET .

) YIRS FORELEHMEHRICERT S
. 1 BEOBKGEX 128D 282730,
(3) YU FA FREMBHMOREHKRT 4 BHE

Tk, BT - BROEBERZET RN &,

(4) YV R=A FOFMEFEIERDEIED IR
EHET AN D BT EhH, NEFHiEE
i L 12GE, BYRAMY Y R/ Foksr
HiEd 5T &,

(5) IR, RER. HFEV. Rk, a2 EDED
HTBTehHBDT, YU YA FREHDR
FCIS A EEOEEE GRS B OBRIEIC)E
BIRAVWESIKEET BT &,

(6) Y R<A FOENLICHT BERICHIZ-T
iremﬁ EEIMERLBE (ENL) IS 9 28U R<

REBHA RS A ] ZBROLIEEZITS C
2:0

B 5, EREREZ EFHHIREICDOWNT

NV VIROFREFEREDZVEICBWVLTIE,
DUTFiC bR 2 B & FRERSED R RO U
LD LTERESNTED, WHODT 7= ALl
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—F TRS 968 (2012 )" ic & T DREEAHLY
EIFSENTVS, bHBETENV 2 ROFIRRE
BFFCa LR BE-FEOY 1 7 )VidaE->
TWAH, BEALEDHEFICINDRERELER
BNBM, BEDEDIENTBLE L

EAbE 252 Contact surveillance

M. leprae DIEEELZVEBZDIE, FICL M TH
bo ZTDIHNERE, N REELEDE
B - HENEMD S > THIDTRIET 2 EZ 5
NTW3, LHMLBERL T TEEEREDRS.

EVWBRHEAD S s, BPEERET DD
BB 5 TR,
CNETOEMEEZIZ. BEEOFEK - REEL

HFDICITbNTE T, RUBRO TFICFET T & TR
REOLODY R HEE B, EFFEMUUE
ERERBHNE M. leprae I3 B EFLIHMET
HBNVEKBL TSR, E7EEE - FERE
ZHELTWA I ETREAHEL B> TW0aT L
MEODERLLTH S,

M. leprae DEGEY A 7%, BE & LN MB BH
t~%wﬁhﬁw%EAT%5~10@I%$%
E—HICFATVBRHETH 2MBIC LRI S LWL
bhTna !B, é%k\ﬁA;O%¥{®ﬁb
ZDOYRIWEL 5%, UL, —AT. FHHEE
DY 70% L&, ﬁk%&ﬁ’%ﬁii&b‘&b‘bﬂftﬂ
XIEBW 22T TOIRWVRIBED MB EE ORER
HOERESE & OB, WXV REIE
I TOFRREN L ASTVELREREEZ S
N\,

ZTT. EOHmE LT, N2V ROFHHER
FEMND - Ieih . BB RS 2 BEORK - FES
o, BEOKE - FEE L Ol L fifZHK
LTITo & 0o #&EMdbs, LrL., TOHEAE.
ECETEREMELT AN ECETTFHRELZE
B30, EREBEOTSTAN—DEEREDEM
GRIEZIE I8, KRIE—HLIERAEEBEOLNT
WL, 5%, EBAE LIzERMN I, EEW
BREMEDHEN DRI NDE TH TH S,

FBHARE  Chemoprophylaxis
N RICHT B TRAREEIE. BFEICDz>T
AMITEEEMNRE DRI N T E /2, 1960 K~ 1970

-239 -



ERFEFTIIX T > dapsone £ d 7w X T
acedapsone D5 WEABRINIC ENTWIZ, i
BOHEANEZEN /o, Rk TR 77 ey
> rifampicin HAPZ G MTON L X2 ICE>TW
%o INVYTTT Y 2 TirbNl 2002 (5 4 4
BOBERRE T Y 7 7 YYD VT ERET.
FOHRFE I OO 2 I 57% [95% CL: 33-72%)
cC‘i}i’J‘ LIehi, FDT% 2 F L AW TIEFREIC 2N
BB NI o Fo L chu\ 1Y OB E
wETBL. ?bfl 3w 9 % T & TR 60% FEED
HHRFEE DY ébbﬂh?fob\ FaIicLTEDR
SBIHRREICRE D, MBS RENTH B EEINT
l/\%) “6)0

JpnJ Lepr 82, 143-184(2013)

Ko T, B L A, THMERISKE - FEE
ANOMALNVOFE L TEEL THE E VRS
A M RICE T I3 VWERETZE TV ATk
%, K~PEIEETIE, ZFDEENRE 5T
B G EE I N 5, £z, 5Kk - FEHFICH
LCH, #ilild280TIER, HBLETHMADE
BN TIThNANETH %,

BER 6. BERILBITBNEVRED
FEE (MR) DOHEER
K3 & #&K3DIER%Z., Suppl Fig. 1 & T Suppl.
Table 1 & UT/RY,

1L

Suppl. Fig. 1. Standard therapy of leprosy in Japan (2013)

r———-—+ Leprosy

L 4

If difficult to - -
Skin lesions (number=6) or BI>0 | classify, apply | Skin lesions
(MB LEPROSY) MB protocol | (number=<5)
. and BI=0
PB LEPROSY
BI=3 or BI<3 or fresh case (disease ( )
unknown BI duration<6 months) with BI=3 l
WHO/MB for 2 years WHO/MB for 1 year WHO/PB
‘ ,‘ ‘ for 6
I BI>0 If skin lesions || If BI>0 or skin lesion(+) || If BI=0 ||_Months
WHO/MB for 1 regress well || \wWHO/MB for 1 more Finish
more year, then 2 and BI=0 | year, then dapsone or chemo-
drugs until Finish CLF until BI=0 and therapy
BI=0 and lesion(-) )} chemotherapy Il lesion(-)
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Suppl. Table 1. Standard treatment protocol of leprosy in Japan

MB with BI < 3

and administration

MB with Bl > 3 or fresh MB (less than 6 PB
or unknown BI months after the disease
onset) with Bl > 3
(WHO/MDT/MB) (WHO/MDT/PB)
Therapeutic drugs Rifampicin 600mg/Once a month Rifampicin 600mg

Clofazimine 300mg/Once a month

/Once a month

methods Dapsone 100mg/Every day Dapsone 100mg
Clofazimine 50mg/Every day /Every day

Standard duration 2 years 1 year 6 months

Condition af.ter Active lesion Act'ive

the completion of BI>0 BI=0 BI>0 BI=0 lesion

standard duration (+) )
MDT/MB for 1 year and Dapsone or
Maintenance follow up with 2 drugs | No drug, MDT/MB No drug, Clofazimine No
therapy or more until BI=0 and | follow up for 1 year | follow up until active drug
active lesion (-) lesion (-)
BI: Bacterial Index, MB: Multibacillary leprosy, PB: Pausibacillary leprosy
Definition of MB and PB cases is based on WHO/MDT (2010).
Japanese Leprosy Association, 2013
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Drug and Multidrug Resistance among Mycobacterium leprae Isolates
from Brazilian Relapsed Leprosy Patients
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Skin biopsy samples from 145 relapse leprosy cases and from five different regions in Brazil were submitted for sequence analysis
of part of the genes associated with Mycobacterium leprae drug resistance. Single nucleotide polymorphisms (SNPs) in these
genes were observed in M. leprae from 4 out of 92 cases with positive amplification (4.3%) and included a case with a mutation
in rpoB only, another sample with SNPs in both folPI and rpoB, and two cases showing mutations in folP1, rpoB, and gyrA, sug-
gesting the existence of multidrug resistance (MDR). The nature of the mutations was as reported in earlier studies, being CCC
to CGCin codon 55 in folP (Pro to Arg), while in the case of rpoB, all mutations occurred at codon 531, with two being a transi-
tion of TCG to ATG (Ser to Met), one TCG to TTC (Ser to Phe), and one TCG to TTG (Ser to Leu). The two cases with mutations
in gyrA changed from GCA to GTA (Ala to Val) in codon 91. The median time from cure to relapse diagnosis was 9.45 years but
was significantly shorter in patients with mutations (3.26 years; P = 0.0038). More than 70% of the relapses were multibacillary,
including three of the mutation-carrying cases; one MDR relapse patient was paucibacillary.

here is no doubt about the efficiency of the currently used

multidrug therapy (MDT) scheme for treatment of leprosy, as
demonstrated by the strong decrease in disease prevalence since its
implementation and the low number of reported relapse cases
(18). However, there has been a scarcity of in-depth studies of
relapse occurrences in recent decades (27). As is known, differen-
tiating diagnosis of relapse and reactional states poses some diffi-
culties in the field, being responsible for under- or overdiagnosis
of both disease stages. This is important because undiagnosed re-
lapse cases could contribute to continuing disease transmission.
In addition, hardly any data on the contribution of emergence of
drug-resistant strains of Mycobacterium leprae to leprosy relapses
exist.

Diaminodiphenylsulfone (DDS), also called dapsone, was the
first drug to be effective against leprosy worldwide, and the first
cases of resistance to dapsone were detected in 1964 and involved
two single nucleotide polymorphisms (SNPs) in the gene folPI,
located in codons 53 and 55 (8, 9, 14, 29). Rifampin is the key
component of the standard multidrug regimen used for treatment
of leprosy, and it has been shown that PCR-based DNA sequence
analysis of the rpoB gene of M. leprae was in full concordance with
rifampin susceptibility testing in the mouse footpad system (17,
30). Inaddition to dapsone and rifampin, ofloxacin is also used for
leprosy treatment and is a quinolone with an action mechanism
based on interaction with DNA gyrase (2); SNPs in gyrA and gyrB
confer resistance or hypersensitivity to quinolones (15). Although
there is not yet an official definition of multidrug resistance
(MDR) in leprosy, in parallel with tuberculosis, we adopt this
terminology when we encounter resistance to rifampin and one
other drug of the standard MDT regimen.

Emerging drug resistance has been observed among many dis-
eases caused by bacteria, and this could pose a challenge for the

1912  jem.asm.org
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treatment of leprosy, a neglected disease with a minimal therapeu-
tic arsenal (22). Brazilian studies show relapse rates below 1% (12,
26), and drug resistance does not seem to be an important prob-
lem in the country (10, 21). Nonetheless, a pilot project for opti-
mal detection of relapse and the contribution of drug resistance
among leprosy patients of five states in Brazil was started in 2006
(26), in parallel with the initiative of the World Health Organiza-
tion (WHO) to perform global surveillance of drug resistance in
leprosy in 2008 (36).

MATERIALS AND METHODS

Study design and patients. A prospective study for detection of relapse in
leprosy patients was designed for more accurate determination of the
frequency of relapse by drug resistance among Brazilian leprosy patients,
based on evaluation of DNA sequencing in samples from 145 leprosy
patients, collected during 2006 to 2008, in five states to which leprosy is
highly endemic, including Rio de Janeiro, Espirito Santo, Amazonas, Par4,
and Cear4 (26). All patients were examined by experienced dermatologists
in six state reference units in order to guarantee the quality and uniformity
of these procedures. Leprosy relapse detection was based on standardized
and optimized diagnostic procedures and criteria for definition of relapse
(4) and with inclusion criteria being suffering from active clinical lesions
of leprosy, as confirmed by smears and histopathological exams, being
considered cured from the first disease course after having undergone the
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Brazilian Leprosy Program treatment regimens. Regarding the official
treatment regimens from the National Leprosy Program, it is necessary to
clarify that Brazil, before adopting the WHO MDT treatment schermnes in
1986 (24 doses), used a scheme called DNDS that consisted of 90 daily
doses of 600 mg of rifampin, followed by daily doses of 100-mg dapsone
monotherapy, up to 5 years and until slit skin smears became acid-fast
bacillus (AFB) negative. For each relapse case, a control case, being a new
leprosy case of the same sex, clinical form, and municipality of residence
and belonging to the same treatment cohort, was selected from the Na-
tional Information System for Notification of Diseases (SINAN) and en-
rolled for clinical and laboratory examinations.

This study was approved by the Ethical Committee of Research of the
Federal University of Rio de Janeiro (HUCFF/UFR]J) (no. 019/06). Writ-
ten consent was obtained from individual subjects by having them sign a
standard Brazilian form before being admitted in the study. The epidemi-
ologic, clinical, and demographic data collected from each participant
center were stored and analyzed at the UFR], using the software program
Strata 9.0.

Slit skin smear and histopathology of skin biopsy specimens. As part
of the diagnostic procedure, slit skin smear samples were collected from
four different body sites at the time of diagnosis of disease relapse, and a
skin biopsy was done according to standard recommendations (4). After
being cut in half, one part of the skin biopsy specimen was prepared for
histopathology exam, and the other half was immersed in 70% ethanol for
genetic analysis. In order to standardize the histopathology procedureand
reporting of results, a consensus meeting was held with the histopatholo-
gists from the participating reference centers and a standard protocol was
elaborated.

Extraction of nucleic acids. For extraction of nucleic acids, the etha-
nol was removed from the biopsy specimen, and the latter was rehydrated,
cut into small pieces, and subjected to DNA extraction and purification
using the Qiagen DNeasy Blood & Tissue kit (Invitrogen do Brasil). In
brief, 180 wl of ATL buffer and 20 pl of proteinase K from the kit were
added to the biopsy specimen and subjected to vortex mixing, and after
overnight incubation at 56°C, DNA was purified using a spin column
from the kit as described by the manufacturer.

Amplification and sequencing analysis of part of rpoB, folP1, gyrB,
and gyrA. Part of the genes rpoB, folP1, and gyrA was analyzed by direct
sequencing of PCR products generated using conditions described previ-
ously, using the amplification primers MrpoBF and MrpoBR (31), folP1F
and folP1R (38), and gyrANF and gyrANR (5, 11, 23) and using touch-
down amplification conditions described previously (11). Each PCR mix-
ture contained at least one negative control, and after verification of PCR
product quantity and quality on a 3% agarose gel,amplicons were purified
using the ChargeSwitch PCR clean-up kit (Invitrogen do Brasil) and se-
quenced using the same primers as those for generating the PCR fragment
of each gene, using the ABI BigDye 3.1 Terminator ready reaction kit
(Applied Biosystems do Brasil). For characterization of the gyrA SNP at
position 297, we followed the approaches described previously (11). Se-
quences were generated on an ABI 3730 genetic analyzer (Applied Biosys-
tems) and compared with the M. leprae sequences NC002677 and 214314
(rpoB), AL023093 (folP1), and NC002677 (gyrA), available at GenBank
(http://www.ncbi.nlm.nih.gov/sites/entrez/), and for SNP analysis, se-
quences were introduced into SeqScape. Control DNAs were purified
from M. leprae NHDP-63 (kindly donated by Patrick Brennan, Colorado
State University), and the plasmids folP101, -102, and -103 (a gift from
Dianna Williams, Louisiana State University). Following the recommen-
dations of the WHO Global Surveillance of Drug Resistance in Leprosy
Protocol, samples with mutations suggestive for drug resistance as deter-
mined at FIOCRUZ were send for blind sequence evaluation to M. Mat-
suoka at the Leprosy Research Center, National Institute of Infectious
Diseases, Tokyo, Japan.

In order to verify the presence of inhibitors in the processed biopsy
samples, 23 biopsy samples that gave no PCR product in the gyrA system
were subjected to a reconstitution experiment to verify the presence of
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TABLE 1 Characteristics of relapse patients®

Value for

Variable patients
Sex [no. (%) of patients)

Male 105 (72.4)

Female 40 (27.6)
Clinical form [no. (%) of patients)

MB 102 (70.3)

PB 43%(29.7)
Treatment regimen of first disease course [no. (%) of

patients]

MDT MB 12* 22 (15.1)

MDT MB 24 57 (29.3)

MDT PB 31(21.3)

ROM® 2(1.3)

DNDS + MDT 24 7(4.8)

DNDS 14 (9.6)

Substitutive regimen? 12 (8.2)
Close contact with leprosy case [no. of patients/total (%)] 38/120 (31.6)
Age [median value, yrs (SD)] 47.5 (10.5)
Time from cure to relapse [median value, yrs (SD)]

All cases 9.45 (4.95)

DR-MDR cases 3.26 (2.62)
Bacillary index [median value (SD)} 2.85(1.87)

“n = 145 relapse cases.

b Multidrug therapy with the number of doses between 12 and 24.

“ ROM, rifampin plus ofloxacin plus minocycline.

4 Replacement of rifampin by ofloxacin or of dapsone by clofazimine or combined use
of rifampin and clofazimine without dapsone. Statistical analysis was performed using
Fisher’s exact test.

eventual PCR inhibitors. For this, these samples were submitted to the
PCR using the same conditions as described above, except for the addition
of 1.5 ng of NHDP-63 DNA to each PCR mixture. For evaluation of
inhibition, the PCR signal for reactions with biopsy sample was compared
to that for reconstituted samples without biopsy sample and two positive
controls (without reconstitution), as for the earlier PCR experiments. We
used three interpretation criteria, with results having either (i) similar or
(ii) less signal than the control samples or (iii) no amplification at all.

RESULTS

General patient data. Clinical data confirmed that 145 patients
suffered from leprosy relapse, and their characteristics are sum-
marized in Table 1. All of these patients presented the inclusion
criteria, having been considered cured after completing the official
treatment regimen (Brazil/ DNDS or WHO/MDT) and having de-
veloped a second course of active leprosy disease, as confirmed by
bacilloscopic and histopathological examination, also allowing
the classification of the clinical form. Most cases (70%) were mul-
tibacillary (MB), while the rest were paucibacillary (PB); among
the latter, the majority (88%) were borderline tuberculoid. The
bacilloscopy index (BI) of the MB cases ranged between 0.25 and
6.0, with an average of 2.85. The average incubation period from
cure to relapse diagnosis was 9.45 years, ranging between 1.5 and
25 years, and was significantly shorter in the four resistant cases
(3.26 years; P = 0.0038), ranging between 1 month and 6.6 years.
In addition, two of these cases had been subjected to more than
one treatment regimen. Gender analysis showed that males
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TABLE 2 Results of DNA sequencing and mutations in the folP1, rpoB,
and gyrA genes of M. leprae®

No. (%) of samples with conclusive No. (%) of
sequencing for IBCAT of’: samples with®:
P SNP
Gene 0 1 2 value®  present No SNP
folP1 4/60 (6.6) 22/41 (53.7) 31/44 (70.5) <0.001 3(5.3) 54(94.7)
1poB  5/60(8.2)  19/41 (46.3) 33/44(75.0) <0.001 4(7)  53(93)

grA  18/60 (29.5) 27/41(65.9) 32/44(72.7)
@ Total no. of relapsed cases: 145.

P IBCAT, categorized bacillary index (0, 1B = 0;1,IB > 0 and < 3+;2,IB > 3+).
¢ Bach P value is for the three groups as calculated with Fisher’s exact test.

4 SNPs are drug resistance related only.

<0.001 2(2.6) 75(974)

(72.4%) were more affected than females (26.4%), and the median
age of all cases at time of diagnosis of relapse was 47.5, ranging
from 13 to 96 years (Table 1).

Upon analyzing treatment regimens, we observed that most
of the MB first-disease cases had been treated with the MDT/
WHO scheme, having completed either 24 or 12 doses, as ad-
opted by the National Program; some MB cases, however, in-
stead of having received 12 doses, had been subjected to one of
the following: (i) a number of doses that varied between 12 and
24, as a consequence of the reduction of MDT treatment from
24 to 12 doses, as recommended by WHO, (ii) the DNDS reg-
imen only, or (iii) the DNDR regimen and 24 doses of the MDT
scheme. The last situation occurred in a considerable number
of cases (Table 1) and also in three of the cases with drug-
associated mutation (see Table 3).

Ampification and sequencing of rpeB, folP1, and gyrA. The
results of amplification and DNA sequencing of part of the genes
for folP1, rpoB, and gyrA are presented in Table 2. A total of 92
samples (63.4%) yielded sequence results for at least one gene
fragment, and informative sequences were obtained for 57 cases
(61.9%) for folP1, 57 cases (61.9%) for rpoB, and 77 cases (83.6%)
for gyrA. Drug-associated SNPs were detected among 3 of the 57
samples for folP1 (5.3%), 4 of the 57 samples for rpoB (7%), and 2
of the 77 samples for gyrA (2.6%). In addition, a statistically sig-
nificant difference was observed between BI and sequence results
(Table 2).

Among the 23 biopsy samples that were tested for the presence
of PCR inhibitors, 21 had positive Bl and 1 sample had a Bl of 0,
and for another sample we had no information on the Bl. Among
these samples, eight (35%) showed a PCR signal similar to that of

TABLE 3 Summary of drug-resistant relapse cases®

the positive controls, nine (39%) give weaker signals, and six
(26%) gave no PCR product at all (data not shown), meaning that
65% of this sample selection showed some level of PCR inhibition
for gyrA (data not shown). We did not test PCR inhibition in the
PCR systems for rpoB and folP1.

Regarding the nature of the SNPs, the three changes in folP!
were always a transition from CCC to CGC in codon 55 (Pro to
Arg); in the case of rpoB, all occurred at codon 531, with two
presenting a change from TCG to ATG (Ser to Met), one from
TCG to TTC (Ser to Phe), and one from TCG to TTG (Ser to Leu);
the two cases with mutations in gyrA presented a transition from
GCA to GTA (Ala to Val) in codon 91. On the patient level, mu-
tations suggestive of drug-resistant strains were observed in four
cases, including one patient with a mutation in rpoB only, suggest-
ing monoresistance to rifampin, one case with SNPs in both folP1
and rpoB, suggestive of multiple drug resistance (MDR) for rifam-
pin and dapsone, and two cases with mutations in folP1, rpoB, and
gyrA, strongly suggestive of MDR against the three main antile-
prosy drugs (Table 2). The sequence results obtained with the four
cases that presented SNPs at Fiocruz were confirmed by M. Mat-
suoka in the Leprosy Research Center, National Institute of Infec-
tious Diseases, Japan.

In addition to the drug resistance-associated SNP in gyrA, this
gene fragment also presented a synonymous SNP in position 297,
and as demonstrated in Table 2, among the 77 samples that were
sequenced, 57 (74.03%) presented the C allele, while 20 samples
(25.97%) had the T allele. The four cases with drug resistance-
associated SNPs presented the C allele.

Characteristics of patients with mutated strains. Table 3
summarizes the data from DNA sequencing and mutations
found in the four patients, three being MDR. The first three
cases were residents in former colonies for leprosy patients in
the Amazon region, and all were subjected to the aforemen-
tioned DNDS regimen in their first disease episode. Case one,
from the state of Para, presented the most characteristic resis-
tance features, since his treatment failed in a second treatment
course (first the DNDS/Brazil regimen and then two courses of
MDT/WHO). Hislast treatment course ended in 2007, while he
presented active lepromatousleprosy (LL) disease in the begin-
ning of 2008. The two cases from Amazonas had also under-
gone two complete treatment schemes before diagnosis of re-
lapse, and their clinical features provoked the suspicion of drug
resistance (DR). For the first of these two patients, a mutation
on gyrA was found, and we discovered that at the end of the

Result of DNA sequencing?
Case no. Age
(state’)  Sex® (yrs) CF BI His Treatment P folP1 rpoB oA
1(PA) M 49 IL 5 LL DNDS-MDT24 1mo 55, CCC — CGC (Pro ~> Arg) 531, TCG — ATG (Ser — Met) No mutation
2(AM) ‘M 63 LL 45 LL DNDS-MDT24 3.2yrs 55, CCC— CGC (Pro—Arg) 531, TCG — TTC (Ser —Phe) 91, GCA— GTA (Ala — Val)
3(AM) M 46 BL 35 LL MDT24 3.3yrs No mutation 531, TCG — TTG (Ser —Leu) No mutation
4 (ES) M 38 BT 66 BT MDTI2 6.6 yrs 55, CCC— CGC (Pro — Arg) 531, TCG — TTC (Ser — Phe) 91, GCA — GTA (Ala — Val)

4 CF, clinical form; BI, bacilloscopic index; His, histopathologic diagnosis; IP, incubation period of relapse; Pro, proline; Arg, arginine; Ser, serine; Phe, phenylalanine; Leu, leucine;

Met, methionine; Ala, alanine; Val, valine; MDT/MB 24 (WHO), rifampin (RMP) (600 m

g/month) + clofazimine (CLZ) (300 mg/month) (supervised) + DDS (100 mg) + CLZ

(50 mg/day), during a period between 12 and 18 months; DNDS (Brazil), rifampin (RMP) (600 mg/day, 90 days) + dapsone (DDS) (100 mg/day up to 5 years until AFB negative).

Case one received three treatment courses.

b PA, Par; AM, Amazonas; ES, Espirito Santo.
¢M, male.

4 Codon number, mutation.
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second scheme (MDT/WHO), this patient also had received
ofloxacin but not according to a standard treatment scheme.
Finally, the fourth and quite intriguing case from the state of
Espirito Santo, southeast Brazil, was diagnosed with borderline
lepromatous leprosy (BL) during first disease, presenting pos-
itive BI, but was negative in the second disease course, 7 years
later, and classified as suffering from the borderline tubercu-
loid leprosy (BT) form. Although this patient presented a
resistance-associated SNP in gyrA, we found no history of
treatment with ofloxacin, and eventual reinfection by an
ofloxacin-resistant strain acquired from his relatives could be
possible. Among the 145 patients, 31% informed that they had
relatives that were diagnosed for leprosy within 5 years before
relapse diagnosis (Tables 1 and 3).

DISCUSSION

The efficiency of the WHO MDT scheme for leprosy treatment is
supported by the dramatic decreases in disease prevalence and the
low relapse rates in short and medium time frames. Therefore,
relapse has not been considered a problem, and organization of
studies of this disease characteristic was somewhat neglected,
leading to the recent WHO initiative to organize a resistance sur-
veillance project for relapse cases, 26 years after having started
MDT. This was possible due to the development and standardiza-
tion of molecular genotyping procedures of genes associated with
drug resistance (5, 16, 23, 24, 38, 39).

After the introduction of relapse surveillance by the WHO,
many of the countries of endemicity reported leprosy relapses. In
addition, evaluation of the contribution of drug resistance under
an international network has been implemented, focusing on MB
relapse cases (36). For good-quality data on relapse rates, in addi-
tion to laboratory technology, uniformity of clinical criteria re-
lapse diagnosis is important and needs to be standardized within
and among countries. Although it not so difficult to diagnose lep-
rosy relapse during the late MB disease form, recognition of re-
lapse is not so easy during early disease, especially in the borderline
spectrum cases of disease and under field conditions (19, 20).

In the present study, 29.7% of the relapses were PB cases,
88.3% of these being BT, and this after clinical examination by
experienced leprologists and histopathological confirmation
by three different pathologists. This was also the case for the BT
patient that presented mutations in the M. leprae genes rpoB,
folP, and gyrA, and possibly this patient, although being MDR,
presented this disease form because he was diagnosed very soon
after developing relapse, had a better immune host defense
response, or had a different strain causing relapse, either by
reinfection or strain selection, as observed in a considerable
number of relapse cases in another study (11). On the other
hand, selection of a particular part of the M. leprae population
that caused first disease as being responsible for relapse is in
accordance with the work of Toman in 1981 (35) and Colston
et al. in 1987 (7), raising the possibility that “persistent” M
leprae could cause relapse in a large proportion of patients, the
persistent bacilli presenting a metabolic state that resists the
drug without the presence of drug-associated mutations, also
suggested by Pattyn (28) and Balagon et al. (1).

Suspicion of DR or MDR in leprosy is raised mainly because of
maintenance of clinical symptoms, with or without evaluation of
the presence of bacilli in skin smears and confirmation by growth
in the footpads of mice fed with antibiotics. Bacteriological anal-
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ysis by smear microscopy is not always reliable, however, and ad-
vances in the elucidation of molecular events responsible for drug
resistance in mycobacteria have allowed the development of alter-
native tools for drug resistance screening (6). However, due to the
need of technical expertise and specialized equipment, this tech-
nique is executed in a limited number of centers in Brazil (38).
Nonetheless, SNP detection seems to be more sensitive and is
certainly much quicker for detecting DR than the mouse footpad-
based technique (23, 33). In two very recent studies, sequence
analysis for DR in Latin American leprosy patients was reported,
the first report presenting two cases with SNPs in rpoB and one
case in gyrA, suggestive for resistance against rifampin and ofloxa-
cin, respectively, among 38 Mexican cases, suggesting the possible
reemergence of DR leprosy in a country where leprosy was con-
sidered eliminated (22). The second study included 230 mostly
new leprosy cases, two being from Uruguay, 10 from Bolivia, 23
from Brazil,.and 197 from Venezuela, Only two relapse cases pre-
sented SNPs in the three genes studied, one from Venezuela in
folP1 and one from Brazil in folP1 and rpoB (34).

The mutations observed presently all have been reported in
studies in other countries, including the changes in codon 531 of
rpoB, causing an amino acid change from Ser to either Met (n =
1), Phe (n = 2), or Leu (n = 1), the SNP observed in folPI in codon
55 (n = 3), causing the change of Pro to Arg, and the mutation at
codon 91 of gyrA (n = 2), leading to a change from Ala to Val.
These SNPs had been described earlier in several reports, includ-
ing those of Honoré and Cole (17), Williams et al. (37), Cambau et
al. (6), and Gillis and Williams (14). In addition to the nonsyn-
onymous SNP in gyrA, we observed the allele distribution in the
relapse cases of a recently observed synonymous SNP at position
297 of gyrA (11, 25), showing that 74% of the cases carried M.
leprae of the SNP type gyrA C at position 297. Our own previous
data (11) and the recently published data from Singh et al. (34)
showed the correlation of the synonymous SNP gyrA 297T type
with the SNP type 3 and of SNP gyrA C with type 1 or 4 defined by
Monot et al. (25). Previous data showed the higher frequency of
the SNP3 type in southeast Brazil (13) and Latin America (34),
and the prevalence of the SNP gyrA C could be due to sampling
from other regions of Brazil.

We did not obtain PCR products and good-quality sequences
from all samples, and this is due partly to the inclusion of samples
with low or zero bacterial counts and to the presence of PCR
inhibitors, as evidenced by the reconstitution experiment. Indeed
the presence of PCR inhibitors in skin biopsy samples has been
described before (32).

The significant difference between the period of time between
first disease and relapse between resistant and nonresistant cases is
in agreement with the work of Pattyn et al. (28), suggesting a
difference in the incubation period in these two kinds of relapses.
One MDR relapse case, however, showed such a short incubation
period (1 month) that we suspect that this patient had not really
been cured from his second disease course (Table 3). Our obser-
vation that all resistant cases were males is in agreement with
findings of other studies (29, 30) and could be associated with the
higher prevalence of males in MB leprosy and more frequent ir-
regular self-administered drug intake (including quinolones) in
males, causing mainly secondary resistance. This is supported by
the recent observation of Singh et al. (34) showing the absence of
primary drug resistance as demonstrated by the lack of drug-re-
lated mutations in strains from newleprosy patients. Indeed, three

jomasm.org 1915

- 250 -

nsjysung eweAeinjy ‘seseas|q sniosju| Jo aynsy| [eouneN Aq €10z ‘22 Aenuep uo /610 wsewol//:djy woly papeojumog



Rocha et al.

out of four of the DR patients are from leprosy colonies that had
received a previous Brazilian treatment regimen before MDT/
WHO. Possibly, these cases, despite receiving regular monthly
doses of the MDT/WHO scheme, might have been noncompliant
regarding the daily self-administered dose of combined dapsone
and clofazimine.

Although DR does not seem to be a problem in Brazil, one
should note that the three older DR cases had skin lesions typical
of leprosy and good access to a health unit and yet suffered from
late diagnosis, strongly suggesting the need of inclusion of ex-
colony areas as “loci” for epidemiological surveillance for relapse,
as per norms defined by the Ministry of Health (4). Also, the
observation of two cases of strains of M. leprae with MDR against
the three most common drugs for treatment is concerning and
could become a serious threat for leprosy control. In order to
comply with the Global Surveillance of DR in Leprosy, the follow-
ing had been recommended: (i) to provide a technical guideline
from the National Hansen’s Disease (Leprosy) Control Pro-
gramme (4) for establishment of relapse surveillance measures,
(ii) to include the study of drug resistance, (iii) to provide recom-
mendations for the management of suspected relapse cases, and
(iv) to design a specific investigation form for the cases reported as
relapse in the SINAN national information system (3). In addi-
tion, we suggest the implementation within the leprosy control
program of monitoring of DR and MDR patients and their close
contacts and organizing a reference framework.

Our data show that development of DR isolates of M. leprae is
contributing to leprosy relapse in Brazil but that the following are
alternative causes: (i) bacterial persistence, (ii) immunosuppres-
sion of the host, (iii) pregnancy, (iv) the presence of advanced
leprosy, (v) reinfection, and (vi) factors associated with failures in
operational health care, such as late diagnosis, inadequate or ir-
regular treatment of the disease, and misclassification of earlier
disease (11, 18, 19, 20). We admit, however, that a limitation of
this study is the use of PCR sequencing for SNP detection, with
limitations regarding the detection of eventual minor mutant
populations. In addition, mutations outside the part of the genes
that was sequenced could have been missed.
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Introduction from tuberculosis that relapse cases are at risk of drug resistance
[3]. However, in contrast to what we know for tuberculosis, the
prevalence of primary and secondary resistance is unknown for
leprosy. Consequently, the risk of resistance cannot be assessed
and re-treatment regimen cannot be appropriately design.
Mycobacterium leprae is one of the few bacteria that are not
growing i zitro. It multiplies only in the mouse footpad [4] and in
the nine-band armadillo [5]. The in vivo susceptibility testing
model, based on footpad inoculation of mice treated with
antibiotics, is available in only an handful of highly specialized

Leprosy, the second communicable disease due to mycobacteria
after tuberculosis, is still a preoccupying disease as 230 000 new
cases have been reported in 2010 (www.who.int/lep/). This
disease remains difficult to diagnose and treat in low- and mid-
developed countries, especially in rural areas. Global child rate has
remained consistently at around 10% of cases for the last years,
showing that transmission is still active [1]. Leprosy can be cured if
multidrug therapy (MDT) is properly implemented following
WHO recommendations: a 6 month regimen for paucibacillary

cases and a 12 month regimen (formerly 24-months) for laboratories and cannot be spread because it requires one year
multibacillary (MB) cases both combining rifampin and dapsone, lasting experiment (M. lprae doubling time is about 10 to 14 days)
plus clofazimine for MB cases [2]. The relapse rate ranges between ~ and expensive facilities [4,6]. Resistance to anti-leprosy drugs,
2% and 5% in leprosy depending of the country, and we learned such as dapsone, rifampin and fluoroquinolones, has been
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described since 1967 using this in vivo model [6]. Multi-drug
resistance, i.e. resistance to at least two of these drugs, has been
described in Africa [7], Asia [8] and South America (unpublished
data).

In the late 1990’s, thanks to PCR and determination of the A1
leprae genome [9), molecular methods detecting antibiotic resis-
tance have been set. Rifampin resistance was associated to
mutations in the 7poB gene encoding the B subunit of RNA
polymerase [10], dapsone resistance to mutations in the fo/P/ gene
encoding the dihydropteroate synthase [11,12] and fluoroquino-
lone resistance to mutations in the gi74 gene encoding the subunit
A of DNA gyrase [7]. Various methods have been described to
detect the mutations listed above such as PCR- sequencing,
heteroduplexes formation, and DNA array [13,14,15,16,17,18].
However, all these methods require specialized laboratories and
are not commercially available. No easy-to-use methods are
available in the endemic areas.

The DNA strip assay is a methodology widely used for
molecular detection of resistance in tuberculosis [19]. The test is
based on a classic PCR and reverse hybridization. Because this
methodology has been demonstrated to be simple and robust in
developing countries, we aimed to develop a new test based on this
technology that easily detect for drug resistance in leprosy.

Materials and Methods

M. leprae strains

Hundred and twelve skin biopsies containing M. lprae were
studied for the evaluation of the test. They have been sent for
leprosy diagnosis to the National Reference Center for mycobac-
teria (NRC-Myc, Paris, France) from 1989 to 2010 and were all
smear-positive for acid fast bacilli (AFB) with a minimum amount
of 5x10* AFB/ml. The samples were anonymized and the
collection was used under the IRB approval for diagnosis
specimens received at Assistance publique Hépitaux de Paris,
Biology laboratories of Pitie-Salpetriere Hospital. The selected
biopsies (54% of the collection) were consecutive biopsies for
which mouse culture was performed and for which enough
quantity of specimen was available for performing the molecular
studies. Skin biopsies were prepared as described previously for
mouse inoculation and molecular experiments [17,20].
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Molecular Test for Resistance in Leprosy

Eight M. leprae strains, which were previously described and
propagated in the nude mouse footpad, were taken as reference
strains [8,21].

DNA from several mycobacterial strains other than M. leprae
were tested for analytical specificity: 3 M. ulcerans, 5 M. marinum, 5
M. chelonae, | M. scrofulaceum, | M. kansasii, 1 M. intermedium, 1 M.
terrae, 1 M. malmoense, 1 M. fortuitum. In addition, ten biopsies
known to be negative for mycobacteria were also tested for
specificity.

GenoType LepraeDR probe description

The design of the mutated (MUT) and wild type (WT) probes
were based on the mutations reported in the literature for the
resistant strains: in the rifampin resistance determining region
(RRDR) in rpoB [10,17,22], in the region determining dapsone
resistance (DRDR) in folPI [11,12,20] and in the quinolone
resistance determining region (QRDR) in gird [7,23]. The probes
are listed in Table 1. Wild type probes, one to four according to
the gene, were chosen to span the region affected by drug
resistance mutations: WT1 to WT4 for rpoB (the 430-458 region,
numbering system of the M. leprae genome TN, GenBank n°NC
002677), WT folP! for the 53-55 region and WT gyr4 for the 89—
91 region. Some of the most prevalent mutations in 7poB (S456L
and H451Y), in folP! (P55L) and in gyrd (A91V) were included in
the strip as specific probes.

GenoType LepraeDR testing

Strips were coated at Hain Lifescience factory (Nehren,
Germany) with the different specific oligonucleotides (DNA
probes) using the DNA strip technology. Amplification, hybrid-
ization and interpretation were performed in a similar procedure
as for other GenoType tests [19]. Briefly, 35 pl of 5'-biotinylated
primers and nucleotide mix, 5 pl of polymerase buffer, 2 pl of
25 mM MgClj stock solution, 3 ul of water and 5 pl of total DNA
(20 to 100 ng) were mixed with 1 U of Hot Star Taq polymerase
(Qiagen) per reaction. The PCR run was comprised of 35 cycles.
After denaturation at 95°C for 15 min, ten cycles at 95°C for
30 sec and at 58°C for 2 min were followed by 25 cycles with a
first step at 95°C for 25 sec, a second step at 53°C for 40 sec and a

Table 1. Probes and primers used in the GenoType Leprae
DR test for molecular detection of antileprosy resistance.

Targeted
codon(s) or

Antibiotic Gene mutation*

Probe

WT4 456458

MUT2 H451Y

MUT P55L

na, non applicable.

*numbering system used in the M. leprae genome of strain NT (sequence NC
002677 in GenBank).

doi:10.1371/journal.pntd.0001739.t001
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