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31 HolE#H varchar 3
TR E AR varchar 2
—EES int

—H=)ERF int

Rt =t int

kB int

% 18.DPC_HEtRLO—FT7—% 7—7LEE
(e it &

FA varchar 8
L a—FERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L a— FERIEHR varchar 2
1 HDIER varchar 3
2 HOEBE®R varchar 3
3HOER varchar 3
4 HoIE#H varchar 3
5 HDIER varchar 3
6 HDIER varchar 3
7 HOE® varchar 3
8 HDOE®R varchar 3

25



9 HDIE#R

10 Ho 1538
11 Ho 153
12 Ho1E3R
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 153
18 H 153,
19 Ho 153
20 HD1E#R
21 HOIE#R
22 HOIE#R
23 HDIE#HR
24 HOI1E#R
25 HD1E#]R
26 HDI1E#]R
27 HO1E#R
28 HDI1E#HR
29 HD1E#]R
30 HD1E#R
31 HD1E#R

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

W W W W W W W W W W W W W W W W W W W W w w w

*£19.DPC a—FT 4 v/ F—4La—KFK5F—% T—T7ILEE

5% i) sy

FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
EreFAH varchar 7
B0l varchar 2
B &= int

TRBHEES varchar 3
Lt/ FBEMNEY X T LELO—F varchar 9
FEAZE float

BET—X int

26



BHfa—F varchar 3
[B1%% int

T LR E2RM ) varchar 255

% 20. DPC_@E N RAEBL I—F7—&% 7—7LER
slE= it} kX

FA varchar 8
La— FER varchar 10
L7 MBS varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L a— FERVIER varchar
ERS#EEEER varchar

DPCa—F varchar 14

#2l.MED_ Lt 7 EEBLI-FF—% T—7LEE
F% it kX
FA varchar 8
La—FKFIErF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L O— Ra#AIER varchar 2
L7 N EEES varchar 16
T 1((REREFELEI O FTFEHE) varchar 255
F1i5 2 varchar 255
F1i5 3 varchar 255
F1i5 4 varchar 255
F1i5 5 varchar 255
ZEFH varchar 5
£ 22. MED_EEEEERL I—FF—4% T—7ILTEE
Sl it e

FA varchar 8
La—FKFIErF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1

27



NE7770 varchar 1
L o— FERIBIH varchar 2
BB XL varchar 1
BT varchar 2
REER varchar 1
T LERHERE D — F) varchar 255
EEKE D — F(EatE) varchar 7
FiE 2(2ERIa—F) varchar 255
FRFA varchar 5
TIFRY 12— LERIER varchar 2
F23.MED L7 hHBELOI-FF—%X T—7LEE
&
(A il o

FA varchar 8
L a—FERF varchar 10
L7 M EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
T 1(Fiim) varchar 255
ID1 varchar 64
IDIN varchar 64
ID2 varchar 64
L7 bES varchar
L+ 7 hER| varchar
ZEFH varchar

BLX D varchar

T 2(EFR) varchar 255
e fTEE int

ABz# A H varchar
JRIRX 2 varchar
—EBaEE -  REERE - £ESBERESIEEX Y varchar

L+ 7 MFEEEE varchar 10
T 30RARE) varchar 255
SRR D — varchar 3
5| A varchar 2
T 4 varchar 255
i b varchar 255
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T 6(IHE2 R varchar 255
RRES varchar 255
SRR E BB varchar 5
FRIER varchar 255
ZER L - 2ER4A varchar 2
R - ANMEADERMIE varchar 3
SRR 1 - MRIE varchar 3
ZER L - EFRRLE varchar 3
ZER 1 - FERR varchar 3
R 2 - 2ERA varchar 2
R 2 - NMADERIE varchar 3
R 2 - MRIE varchar 3
ZER 2 - EFRINE varchar 3
R 2 - FFERR varchar 3
2R3 - 2ERA varchar 2
2R3 - AMAD BRI varchar 3
R 3 - MRIE varchar 3
ZER 3 - EFERAE varchar 3
R 3 - FFERR varchar 3
BOGAE B varchar 6
FipEEI—F 1 varchar 3
FHpEEI—F 2 varchar 3
T 6 ) varchar 255
EREE I — R 1 varchar 3
WFRPEE I — 2 varchar 3
£ 24 MED_RBEHEL I—RT—% T—7ILEE
H % it} Sy
FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBIH varchar 2
Fi5 LRREES) varchar 255
5 2(REEFS (FIER)) varchar 255
REEES (BELE) varchar 8
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ZEEHI int

BET R int

i 3 varchar 255
O#(REEE - £5EE) int

BREE(REEE - £5ESR) int

B FDEH varchar 1
ERRRE(BIESEH) varchar 9
B X5 (BIEEER) varchar 1
BEEE A (RIEERR) varchar 3
BEEERH(RIEER) varchar 6

®£25.MED_BF&L - RTF—&% T—7ILEE
5% it £
FA varchar 8
L a—FERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
(CICE=E varchar 7
Ll varchar 7
BRIBX 9 varchar 1
EEEE o — F varchar 80
EEEESE WNRZ 7 7 7 varchar 1
5 LUBRETN) varchar 255
5% varchar 2
FERREZ 77 varchar 1
FliE 2R A~ H) varchar 255
% 26.MED_2E(TALI—FT—% T—7ILEE
(A il £

FA varchar 8
L a—FlERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
B0l varchar 2

30



BBy

ZETA/I—F

HET— &
s
EIE%

XY ba=F1(ax>vh)
FiE 1XET—& 1(a X~ 1))
Xy ba—=F2(a X )
FlE2(XFET—& 2(a X 1))
XY ba—=F3(@xX>vh)
FiE3(XET—K 3(a X 1))

1 Ho1ER
2 HoE#R
3 HDIER
4 HDIER
5 HDIEHR
6 HDIEHR
7T HDER
8 HDIE#R
9 HDIE#R
10 Ho 1538
11 Ho 153
12 Ho1E3R
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 153
18 H 153,
19 Ho 153
20 H D15
21 HOIE#R
22 HO1E#R
23 HOIE#]R
24 HOIE#R
25 HD1E#HR
26 HDI1E#HR
27 HO1E#R
28 HDI1E#HR
29 HD1E#R

31

varchar
varchar
int
int
int
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

255

255

255

W W W W W W W W W W W W W W W W W W W W W W W W W W wWw w w



30 HolE#H varchar

31 HolE#H varchar

TR E AR varchar

—EES int

—H=)ERF int

Rt =t int

skl int

£2T.MED_EERLI—-KFKT—% T—7ILEE
(A il £

FA varchar 8
L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L a— FERIER varchar 2
B0l varchar 2
BEXS varchar 1
EEHI—F varchar 9
FEAZE float

=R int

B int

XY bha—=F1(axvh) varchar 9
FliE 1 (XET—K (X)) varchar 255
aXvha—=F2(3 X~ b) varchar 9
FlE 2(XFET—& 2(3 4> })) varchar 255
XY ha—=F3(aX>v ) varchar 9
FlE 3(XFET—%K 3(a X 1)) varchar 255
1 HDIER varchar 3
2 HOEB®R varchar 3
3HDOER varchar 3
4 HoIE#H varchar 3
5 HDIER varchar 3
6 HDIER varchar 3
7 HOE® varchar 3
8 HOE®R varchar 3
9 HOE®R varchar 3
10 H D 1E%R varchar 3
11 H DI varchar 3
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12 HOIER varchar 3
13 HOIER varchar 3
14 BHOIER varchar 3
15 HOI1ER varchar 3
16 HOIER varchar 3
17 BOIER varchar 3
18 HDIEHR varchar 3
19 HOI1ER varchar 3
20 HD1EH varchar 3
21 HOIEHR varchar 3
22 HDIEHR varchar 3
23 HDIEHR varchar 3
24 HDIEH varchar 3
25 HDIEH varchar 3
26 HDIEH varchar 3
27 HDIEHR varchar 3
28 HDIEHR varchar 3
29 HDIEHR varchar 3
30 HDIEHR varchar 3
31 HOIEHR varchar 3
TR E AR varchar 2
—EES int

—&JEF int

et =t int

kB int

#* 28. MED HEHML IA—FT—% T—7ILER
(e it] &

FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
B0l varchar 2
BiEXS varchar 1
BFEHSMI—F varchar 9
FEAZE float

=RE int
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125
Hfa—F
LSS

T 1B E 2R 2 HR)

FiE 2(AR AR UREX LY 1 X)
aAXvha—FR1l(ax>h)
FE3(XXFT—x% 1(ax> 1))
aXvha—=F2(3 X~ b)

FE 4(XLFT—x 204> 1))
XY ha—=F3(aX>v )
FES(XFT—x 3(a x> 1))

1 Ho1ER
2 HoE#R
3 HDIER
4 HDIER
5 HDIEHR
6 HDIEHR
7T HDER
8 HDIE#R
9 HDIE#R
10 Ho 1538
11 Ho 153
12 Ho1E3R
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 153
18 H 153,
19 Ho 153
20 H D15
21 HOIE#R
22 HO1E#R
23 HOIE#]R
24 HOIE#R
25 HD1E#HR
26 HDI1E#HR
27 HO1E#R
28 HDI1E#HR
29 HD1E#R

34

int
varchar
int
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

255
255

255

255

255
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30 BB varchar

31 HolE#H varchar
TR E AR varchar
—EES int
—&JEF int
Rt =t int
skl int

#29.MED aX> L O—FF—% T—7ILEH

5% it &

FA varchar 8
L a—FERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBH varchar 2
B0l varchar 2
BEXS varchar 1
aAXvha—F varchar 9
F5 1OCFET —4) varchar 255
TR E R varchar 2
—EES int

—&JEF int

% 30. MED_HitRLaA—FT—% T—7ILEH
(e it &

FA varchar 8
L a—FlERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
1 HOIEH varchar 3
2 HOEB® varchar 3
3HDER varchar 3
4 HoIE#H varchar 3
5 HDIEHR varchar 3
6 HDIEHR varchar 3
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7 HOE® varchar 3
8 HDOE®R varchar 3
9 HDOE®R varchar 3
10 H D 1E%R varchar 3
11 H DI varchar 3
12 H DI varchar 3
13 H D& varchar 3
14 H D18 varchar 3
15 H D 1E%R varchar 3
16 H D15 varchar 3
17 H 18R varchar 3
18 H DIE%R varchar 3
19 H IR varchar 3
20 HolE#H varchar 3
21 HolEH varchar 3
22 HolEH varchar 3
23 HolE#H varchar 3
24 HD'lEH varchar 3
25 HolEH varchar 3
26 HDIE#H varchar 3
27T BHolEH varchar 3
28 HlE#H varchar 3
29 HolEH varchar 3
30 HolE#H varchar 3
31 HolE#H varchar 3

% 31. MED fERH#SZEL I—FTF—% T—7ILEH

5% it &
FA varchar 8
L a—FERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar
L o— FERIBH varchar
TERFERE X varchar
T LREREFR T — %) varchar 255

# 32. MED_S#HEFHENRAERL I— K7 —% T—7ILEHE

36



slE= i) kX
FA varchar 8
La— FER varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L a— FERIER varchar
ERS#ExEEER varchar
DPCa—F varchar 14
XR33.PHALEZFEELIOI-FTF—% T—T7ILEE
slE= it R

FA varchar 8
La—FKFIErF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L O— F#BER varchar 2
L7 N EEES varchar 16
T 1((RBRE LRI O FT7EHE) varchar 255
F1i5 2 varchar 255
F1i5 3 varchar 255
F1i5 4 varchar 255
F1i5 5 varchar 255
AR FA varchar 5

& 34.PHA ERBEHRLI—FT—% T—7ILEE

Sl i) e

FA varchar 8
La—FKFIErF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L O— Ra#AIER varchar 2
BB XL varchar 1
BT varchar 2
REER varchar 1
FiE LGARER 3 —F) varchar 255

37



AFIER D — F(ERE)
FRER
T IFRY 12— LFERIER

varchar
varchar
varchar

F3B.PHA L7 hH@BELI—-FT—4 T—T7LEE

(A i) &
FA varchar 8
L a—FERF varchar 10
L7 MBS varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBIH varchar 2
T 1(Fiim) varchar 255
ID1 varchar 64
IDIN varchar 64
ID2 varchar 64
L7 bES varchar 6
L+ 7 hER| varchar 4
AR FA varchar 5
BLX D varchar 1
T 2(EFR) varchar 255
e fTEE int
L+ 7 MFEEEE varchar 10
#HER R (EREEATR - FTfEih) varchar 2
R FR(EEMEELR - FrEH) varchar 1
T 3(EREHEE (R - Frrei)) varchar 255
=R (R MBI 2 7T - FTTEh) (B 1biR) varchar 7
T 4 varchar 255
RRES varchar 30
SRR E BB varchar 5
FRIEIR varchar 255
—EEBEX S varchar
BOGAE B varchar
FhfEEI—F1 varchar
FhfEEI—F 2 varchar
T 5CHE ) varchar 255
EREE I — R 1 varchar 3
WFRPEE I — 2 varchar 3
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% 36.PHA REEL I—FT7—% T—7ILEE

il Al g

FA varchar 8
L a—FERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
T 1(RIREES) varchar 255
5 2(REEFS (FIER)) varchar 255
REEES (ELE) varchar 8
SLT5 2 A ZAT[EIEL varchar 2
BETRE int

i 3 varchar 255
B FDEH varchar 1
—iaiEs int

T 4 varchar 255
BREX N (BEeEE) varchar

BERE G (BEeEE) varchar
BEEERE(AEeE) varchar

F3T.PHAMAEAL O—RTF—4% T—7ILEE
ik Al R’

FA varchar 8
L a—FlERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
N o varchar 2
Hfza—F varchar 1
BiEa— FEE) varchar 3
T 1ERIE R (AR)) varchar 255
AT (BEAIEAEIR) varchar 7
E— B (EAEEAR varchar 7
BB (HEAEEAR varchar 7
E=NBE(HEAEEAIR varchar 7
FIOANE (AR varchar 7
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WhHEHS varchar
WHARNES varchar

& 38. PHA_SAFIERL O —F 7 —% T—T7ILESE

il i) £

FA varchar 8
L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
L5 A H varchar 7
FAF A H varchar 7
ALJ5 1 A ZAS[E] int

AR E int

BIEXHGAFIRD varchar 1
BEX 9 (FAFIK) varchar 1
B E S No(GAFIRL) varchar 2
a— FGERAARD varchar 9
=E(FREIRLD int

PEIX 2 (HEIFAH) varchar 2
gIlE £ TOH2(HEIFEH) int

SEERRL int

Fii 1 varchar 255
BBXH 1(NER) varchar 1
a— R 1(n&ER) varchar 9
BE1NER) varchar 4
BBX 5 2(NER) varchar 1
a— R 2(hn&EHR) varchar 9
B 2(hNER) varchar 4
BBX 5 3(NER) varchar 1
aO— R 3(hin&EHR) varchar 9
BE3(NER) varchar 4
BBX 5 4(NER) varchar 1
a— R 4(hn&EHR) varchar 9
BEANER]) varchar 4
BBX 5 5(NER) varchar 1
a— R 5(hn&EHR) varchar 9
B S(NER]) varchar 4

40



BBX 5 6(NER) varchar 1
a— R 6(hn&ER) varchar 9
B 6(NER]) varchar 4
BBX S 7T(NER) varchar 1
a— R 7(hn&EHR) varchar 9
SET(NERD varchar 4
BBX 5 s(NEH) varchar 1
O— R 8(hn&EH) varchar 9
BES(NER]) varchar 4
BBX 5 I(nER) varchar 1
a— R 9(hn&EHR) varchar 9
B INER]) varchar 4
BEXS 10(NER) varchar 1
a— K 10(&EH) varchar 9
B 100nER) varchar 4
—a{t B varchar 3
DEAFER varchar 1
giEZ co—aft A varchar 3
O— F(EEIDIERIC K 2 HEIFEH) varchar 9
DEIX 7 varchar 2
DENRAFHE varchar 3
PENR—a B varchar 3
DIEEERIE varchar 2
HEEEESZICHRIUAEAZH varchar 2
WHES varchar 5
WHRNES varchar 5
£ 39.PHA EEZ L I—FKTF—% T—7ILEE
H % it} e
FA varchar 8
L a—FlERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIB]H varchar 2
BiEXS varchar 1
EEHI—F varchar 9

41



FERAZE float
Fii 1 varchar 255
Fig 2 varchar 255
a— FCEEBRXD) varchar 1
KOCEAEX ) varchar 1
e & EX 5 varchar 1
1EAE float
WHES varchar 5
WAHRNES varchar 5

% 40. PHA BES®RML I—FTF—4% T—7LEE

slE= i) &

FA varchar 8
L a—FERF varchar 10
L7 M EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
BIEXnH varchar 1
BFEHSMI—F varchar 9
FEAZE float
BHfa—F varchar 3
==L int
T 1R E2RM ) varchar 255
WHES varchar 5
WHRNES varchar 5

Fx41.PHA OX v bLO—FTF—4% T—7LEH

5% it &

FA varchar 8
L a—FERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIB]H varchar
IXvbhba—F varchar
F5 1OCFET — &) varchar 255
WHES varchar 5



WAHRNES varchar 5
F42.PHA BEHELI—-FT—% T—7ILERE
il it} =&
FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar
IX>vbhba—F varchar
Fig 1(XF7T — &) varchar 255
F 43 PHA_EAR - BFEBRELI-FT—X% T—7LEE
il it} =&
FA varchar 8
L a—FERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE7770 varchar
L o— FERIBH varchar 2
Fii 1 varchar 255
5 AZAT[E varchar 2
BHEXS (AR EARR) varchar
a— F(FEFRIELRR) varchar
REGREIEAR varchar
Fig 2 varchar 255
BEXD 1RFEER) varchar 1
O—F 1(EFEER) varchar 9
A 1CEFEIRR) varchar 3
‘5*51 1EEFEER) varchar 4
BEXH 2(ERFEER) varchar 1
O— N 2(EFEER) varchar 9
[ 2(FEFEIRR]) varchar 3
RE2(FEFEER) varchar 4
BEXS 3(EFEER) varchar 1
O— N 3(EFEER) varchar 9
[ 3(FEFEIER]) varchar 3

43



REI(EFEER)
BEXD 4EFEER)

[ 10(FEFEER])
REI0CEFEER)
BEXS 11(EFEER)
O—F 11EFEER)
[ 11 (EFEER)
SE11CEFEERR)
BIBX 12(EFEER)
O— R 12(EFEER)
[ 12(EFERR)
R 12(ERFEER)
BIEX S I(BEERFEER)
O— N IBEERFEER)
% 1(HEEFEER)

44

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar
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S BRESEER)
218K 5 A(BEEFEER)
32— K 2(BBEFEER)
Bl 2(HEEPERR)
S 2 (BBESEER)
218K 5 REEFEER)
a3— K 3(BBEFEER)
Bl 3(HEEFEER)
S S BBEFEER)

AIEIFAAIF A B (RERFEER)
AR E (HERFEER)

BEXSD 1FEFERRNE)
J—F 1EAFEARRINE)
[E1% 1GRFEARRINE)
RE1GAFEARRINE)
BEXS 2(AFIEARINE)
O— F 2(FAFEARRINE)
[E1%% 2 GRFEARIINE)
RE 2GR EARRIE)
BEXS 3EEAERRIMNE)
O— F 3(ERFEARINE)
[E1% 3GRFEARIINE)
R GRFEARRIE)
BEXS AGEFIEARINE)
J— F AGRFIEARRINE)
[E1%% 4 GRFEARRINE)
REAGRFEARRIINE)
&KX sEEAIEARINE)
J— F 5(FAFEARRINE)
[E1%% 5 GRFEARIINE)
RS GRFEARRINE)
&KX 6EFIEARIMNE)
J— F 6(FAFIEARRINE)
[E1%% 6 GRFEARIINE)
RE 6 GRFEARRIINE)
XS 7TEEFIEARNE)
O— R 7TERFIEARRINE)
[E1%% 7 GRFEARINE)
RECTGRFEARRIE)
&KX sFEAIEARIMNE)

45

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar
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a— F‘ B(FAFIEARIINE) varchar 9
& 8(FAFIEARIINE) varchar 3

‘5*51 B(FAFIEAKIINE) varchar 4
BEX 5 IFEFIEARINE) varchar 1
O— F 9(FARIEARINE) varchar 9
[E% 9 GRAKIEARIINE) varchar 3
REIGAREARINE) varchar 4
BEX S 10GAFIEARLINE) varchar 1
O— F 10(FAFIEARINE) varchar 9
E# 10 GAFIEAREINE) varchar 3
REL0FAFIEARINE) varchar 4
SDIEEERIE varchar 2
EEKREZD 1?%&75‘@&11? varchar 2
O— F(EENDIERIC L 2025/ - AXEERRD varchar 9
a-— F\(Eﬁfﬁ@?eﬂ_‘\t: 2 EIFAA - %?E@M) varchar 9
O— F(EEIDIBRICK 2 02AK - MEEFEER) varchar 9

44, PHA DEIEMEILA—-FT—&2 T—7LER
il it} r&

FA varchar 8
wmE 1L varchar 10
w2 varchar 51
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
L5 A H varchar 7
FAF A H varchar 7
5 AZAT[E varchar 2
D ENFEREIEL varchar 2
N ENT R RE(RIR) varchar 7
D ENE R (IRE) varchar 7
DER R R BN EQD) varchar 7
PEBIB(REQD) varchar 7
DER R R B(AEQ) varchar 7
PERIB(REQ) varchar 7
DERRRB(AER) varchar 7
PERIB(RER) varchar 7
DER R DB ED) varchar 7
PERIB(RED) varchar 7

46



FA45. LT MBEELIO-FT—% T—T7LER
slE= it &

TTT — & varchar

FA varchar

La—FKFIErF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L O— Ra#AER varchar 2
L7 N EEES varchar 16
T 1((REREFELEI O FTFE#D) varchar 255
Fig 2 varchar 255
i 3 varchar 255
T 4 varchar 255
F1i5 5 varchar 255
ZEFH varchar 5
AR FA varchar 5

* 46, EEMEBERL I—FTF—% T—7ILEE
Sl it) &

TTT — & varchar 6
FA varchar 8
La—FKFIErF varchar 10
L7 MBS varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L O— F#BER varchar 2
BB X varchar 1
BT varchar 2
REER varchar 1
T LERHERE D — F) varchar 255
EEKE D — F(EatE) varchar 7
FiE 2(2ERIa—F) varchar 255
FRFA varchar 5
< ILFRY 12— LAFREER varchar 2

47



FKAT. L7 bHEBLO-FT7—% T—7LER
, &
(A Y N

TTT — X varchar 6
FA varchar

L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
T 1(Fiim) varchar 255
ID1 varchar 64
IDIN varchar 64
ID2 varchar 64
L7 bES varchar
L+ 7 hER| varchar
ZEFH varchar
BLX D varchar

T 2(EFR) varchar 255
e fTEE int

ABt# A B varchar
JRIRX 2 varchar
—BaEE - REERE - £ESBERESIEEX Y varchar

L+ 7 MFEEEE varchar 10
i 3 varchar 255
5| A varchar 2
T 4 varchar 255
i b varchar 255
T 6(IHE2 R varchar 255
L+ 7 MEFEX S varchar 1
B IE R 2L int
RRES varchar 255
SRR E BB varchar 5
FRIER varchar 255
ZER L - 2ERA varchar 2
ZER 1 - AMADERMIE varchar 3
SR - MRIE varchar 3
ZER L - EFRRLE varchar 3
ZER 1 - FERR varchar 3
BOGAE B varchar 6
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FhfEEI—F1 varchar 3
FhfEEI—F 2 varchar 3
15 7CHE#D) varchar 255
HERPEE D — F 1 varchar 3
FRPEE I — 2 varchar 3
T 3C0RARE) varchar 255
SRR D — varchar 3
R 2 - 2ERA varchar 2
R 2 - NMADERIE varchar 3
R 2 - MRIE varchar 3
ZER 2 - EFRRANE varchar 3
R 2 - FERR varchar 3
2R3 - 2ERA varchar 2
2R3 - AMAD BRI varchar 3
R 3 - MRIE varchar 3
ZER 3 - EFERNE varchar 3
R 3 - FERR varchar 3
T 6 ) varchar 255
AFFA varchar 5
#HER R (EREEETR - FrfEih) varchar 2
R FR(EEMEELR - FrEH) varchar 1
T (EREHEE (R - Frrei)) varchar 255
=L ES (R MBI 2 7T - FTTEh) (BE&1biR) varchar 7
—EEBEX S varchar 1
T 5CHE ) varchar 255
x4 REELI—FT—% T—T L
il it} Sl

TTT — X varchar

FA varchar

L a—FlERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
Fi5 LRREES) varchar 255
5 2(REEFS (FIER)) varchar 255
REEES (BELE) varchar 8
ZEEBA int
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AETRE int

i 3 varchar 255
O#(REHEE - £5EE) int
BREE(REEE - £5EE) int
B FDEH varchar 1
EERE(BIE2EH) varchar 9
BREX D (BEeEE) varchar 1
BERE G (BEeEE) varchar 3
BEEERE(AEeE) varchar 6
BREGEEH(EEESE - £75F8) int
BET7 27 varchar 1
SLT5 2 A ZAT[EIEL varchar 2
—iaies int
T 4 varchar 255

F49. AXPLA—FT =X T—TLERE

(i it} =&

TTT — & varchar
FA varchar
L a—FERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBH varchar 2
B0l varchar 2
B5iEXS varchar 1
aAXvha—F varchar 9
F5 1OCFET — &) varchar 255
TR E R varchar 2
—EES int
—&JEF int
WHES varchar
WHRNES varchar

£ 50. ERFELLI—FT7T—% T—T7LERE

il it Sy

TTT — X varchar
FA varchar
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L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBIH varchar
TERFEEX D varchar
T LREREFR T — &) varchar 255
x5l PWEDELI-—FT—% T—TILEE
(e it &
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBIH varchar 2
B EES varchar 14
SEIARRFAH varchar
SERBTFAH varchar
D P CEIRK 2 varchar
T 1(3EH) varchar 255
x£52. BELI—F7T—% T—T7ILER
5% it &
TTT — X varchar
FA varchar
L a—FlERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar
(CICE=E varchar
EaEE o — F varchar 80
EEEESE VNRZ 7 7 7 varchar 1
5 LUSRER) varchar 255
| CD10a—F varchar 5
(IEEZ %N varchar 2
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SEA varchar 1
FE2(ERa X~ ) varchar 255
FERREZ 77 varchar 1
X53. BRELLI—FT—% T—7ILER
5% it £
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
(CICE=E varchar 7
Ll varchar 7
BRIBX 9 varchar 1
EaEE o — F varchar 80
EEEESE VNRZ 7 7 7 varchar 1
5 LUBRETN) varchar 255
FER varchar 2
FliE 2R X~ ~) varchar 255
FERREZ 77 varchar 1
04 BEEELI-FT—XR T—TLER

(e il &
TTT — X varchar
FA varchar
L a—FlERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
FiE LIGRKRIER) (R oE &) varchar 255
— R BEUAN DO REEE OB FE (N RRER) varchar 1
FiE - BREARKX 2 (ARREER) varchar 1
BIELRREE A H (A EEER) varchar 7
BIEE— &R TDOARDE E(ARFTIER) varchar 1
A Bl in (R B IER) int
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HAERARE(ZEREIER) int
J C S (ZEREER) varchar 3
T 2(R2EEEIBR) varchar 255
Burn | nde x(ZEBEERBR) varchar 4
5 3(EEEEREREIER)) varchar 255
T 4(G A F (ZEEEER)) varchar 255
T 5 (AR A o (2 ER&EIER)) varchar 255

£ 55 PEFEELI-FT—X% T—T7LER

H % it e
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBIH varchar
ZETRI—F varchar
Xn&ES varchar 30
RHE(FE)ERH varchar 7
i 1 varchar 255
ZEXpa—F varchar 4
T 2(RoEE ) varchar 255
£56. AL I—FTF—% T—TLER
F% it =k

TTT — X varchar
FA varchar
L a—FlERF varchar 10
L+ 7 bBEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
ZEFH varchar 5
FRAEX D varchar 1
FASISE=2 varchar 31
M EES varchar 14
BRI B R 2K float
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2 A B AR () FEDEE varchar 1

&b57. SEHMEL - FT—% T-TLERE

F % it &
TTT — X varchar 6
FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
ZEFH varchar 5
ARAEX D varchar 1
Bt REEX 2 varchar 1
B5iEXS varchar 1
ABTHAE X 2 varchar 1
AP X 25l s 2 int
NG iSRS EIPNCA=E = int
SIE/INET R int
#*58. AFTAELI-—FT—% T—T7LEE
SlE= it &
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIB]H varchar 2
ZEFH varchar 5
FRAEX D varchar 1
Bt REEX 2 varchar 1
BiEXS varchar 1
N RHEE int
(RECE Rt int
FAEE S int
S A aEaFTRE int
B0l varchar 2
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ZEFEAB(RBEEE) varchar 7
FiE 1(XFET — % (REZEE)) varchar 255
x59. PETALI-—FT—% T—T7LERE

(A il £

TTT — X varchar

FA varchar

L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L a— FERIER varchar 2
%l varchar 2
B5iEXS varchar 1
Z2ETAI—F varchar 9
BET—X int

=R int

B int

XY bha—=F1(axvh) varchar 9
FliE 1 (XET—K (X)) varchar 255
aXvbha—=F2(3 X~ b) varchar 9
Flg 2(XFET—%& 2(3 4> })) varchar 255
XY ha—=F3(aX>v ) varchar 9
FlE 3(XFET—%K 3(a X 1)) varchar 255
1 HDIER varchar 3
2 HOEBE®R varchar 3
3HOER varchar 3
4 HoIE#H varchar 3
5 HDIER varchar 3
6 HDIER varchar 3
7 HOE® varchar 3
8 HDOE®R varchar 3
9 HOE®R varchar 3
10 H D 1E%R varchar 3
11 H DI varchar 3
12 H DI varchar 3
13 H DI varchar 3
14 H D15 varchar 3
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15 HOI1ER varchar 3
16 HOI1ER varchar 3
17 BOI1ER varchar 3
18 HDIEHR varchar 3
19 HOI1ER varchar 3
20 HDIEHR varchar 3
21 HDIEHR varchar 3
22 HDIEHR varchar 3
23 HDIEHR varchar 3
24 HDIEH varchar 3
25 HDIEHR varchar 3
26 HDIEH varchar 3
27 HDIEHR varchar 3
28 HDIEH varchar 3
29 HDIEHR varchar 3
30 HDIEHR varchar 3
31 HOIEHR varchar 3
TR E AR varchar 2
—EES int

—&JEF int

Rt =t int

kB int

£60. EERLI—FT—% 7=
(I il £

TTT — X varchar

FA varchar

L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIB]H varchar 2
B0l varchar 2
B5iEXS varchar 1
EEHI—F varchar 9
FERAZE float

=RE int

[B1%% int

Xy ha—=RFR1(@x>vh) varchar 9
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T L(XFT—% 1(3a X))
aXYbha—=F2(3 X~ }b)
T 2(XFT—%2(3 X 1))
aX¥ha—k3(@Xx>h)
T 3(XFT—% 3(a X))

1 Ho1ER

2 HoE#R

3 HDIE#R

4 HDIER

5 HDIEHR

6 HDIEHR

7T HDER

8 HDIE#R

9 HDIE#R

10 Ho 1538
11 Ho 153
12 Ho1E3R
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 153
18 H 153,
19 Ho 153
20 H D15
21 HOIE#R
22 HD1E#R
23 HOIE#R
24 HOIE#R
25 HD1E#HR
26 HDI1E#HR
27 HO1E#R
28 HDI1E#HR
29 HD1E#R
30 HD1E#R
31 HDIE#R

TR 2EH|

—EES
—&EF
TR

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
int
int

int

255

255

255

N W W W W W W W W W W W W W W W W W W W W W W W W W W wWw wWw w w w



skl int
Fii 1 varchar 255
Fig 2 varchar 255
I1— FCEERXSD) varchar 1
KOCEAEX ) varchar 1
e & EX 5 varchar 1
1EAE float
WHES varchar 5
WAHRNES varchar 5

x6l. BEHEMLI—FT—% T—

(e it] &

TTT — & varchar
FA varchar
L a—FERF varchar 10
L7 M EE varchar 10
BW7 77 varchar 1
NE7770 varchar 1
L a— FERIEHR varchar 2
B0l varchar 2
BIEXH varchar 1
BFEHSMI—F varchar 9
FEAZE float
=RE int
B int
BHfa—F varchar 3
==L int
Fi5 LT E 2R AR varchar 255
FiE 2(fERE R OBREXILT A X) varchar 255
XY bha—=F1(axvh) varchar 9
FliE 3I(XFET—K (X)) varchar 255
aXvbha—=F2(3 X~ b) varchar 9
Flig 4(XFET—% 2(3 4> 1)) varchar 255
XY ha—=F3(aX>v ) varchar 9
FliE5(XFET—% 3(a X 1)) varchar 255
1 HDIER varchar 3
2 HOEB®R varchar 3
3HDOER varchar 3
4 HoIE#H varchar 3
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5 HDIE#R

6 HDIEHR

7T HOER

8 HDIE#R

9 HDIE#R

10 Ho 153,
11 Ho 153
12 Ho 153
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 153
18 H 153K
19 Ho 153,
20 H D15
21 HOIE#R
22 HD1E#R
23 HDIE#]R
24 HDIE#R
25 HD1E#]R
26 HDI1E#]R
27 HO1E#R
28 HDI1E#HR
29 HD1E#R
30 HD1E#R
31 HD1E#R

TR 2EH|

—EES
—EJEF
TR R
TR AL
NFHES
WFHAES

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
int
int
int
int
varchar

varchar

N W W W W W W W W W W W W W W W W W W W W W wWw w w w w w

*62. HitkLO—FF5—% 7—7J)L

g

k<
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LT — &
FA

L a— NERF
L7 @&
BH7 77
NE770

L a— F#ERIE®R

1 Ho1ER

2 HoE#R

3 HDIER

4 HDIER

5 HDIE#R

6 HDIEHR

7T HoER

8 HDIE#R

9 HDIE#R

10 Ho 153,
11 Ho 153
12 Ho 153
13 Ho 153
14 Ho 153
15 H o153
16 H 153
17 Ho 1538
18 H 153,
19 Ho 153
20 H D15
21 HOIE#R
22 HO1E#R
23 HOIE#]R
24 HOIE#R
25 HD1E#HR
26 HDI1E#HR
27 HO1E#R
28 HDI1E#HR
29 HD1E#R
30 HD1E#R
31 HDIE#R

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

e
SO O 0 O

W W W W W W W W W W W W W W W W W W W W W W W W W W W W W wWw WwWwmN P -
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*63. I—T A4/ TF—4La—FTFT—4% T—TILEE
5% i) sy

TTT — & varchar 6
FA varchar 8
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBH varchar 2
EreFAH varchar 7
%l varchar 2
B &= int
TRBHEES varchar 3
Lt 7 FBEMNEY X T LELI—F varchar 9
FERAE float
BET—X int
BHfa—F varchar 3
B int
T 1R E2RM ) varchar 255

* 64, AEFEIENKAEBHL I—FT—4% T—7ILEE

slE= it) s
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIB]H varchar
ERS#EETEER varchar
DPCa—F varchar 14
%65 BRBEHRLI-—FT—% T—7LERE
Sl it) &

TTT — X varchar
FA varchar
L a—FERF varchar 10



L7 @&

BH7 77
NE7770

L a— FEBIIER
BEIEE
HEFR

REEE

e LGARIERa—F)

AFIERD— F(ELLE)

R4 A

TR 2 — LRI

R

varchar 10
varchar 1
varchar 1
varchar 2
varchar 1
varchar 2
varchar 1
varchar 255
varchar 7
varchar

varchar

#66. LAHEARLI—FT—R T—TLEE

Sl it) &

TTT — X varchar

FA varchar

L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L a— FERIER varchar 2
N o varchar 2
Hfza—F varchar 1
BiEa— FEE) varchar 3
T 1ERIE R (FAR)) varchar 255
AT (BEAIEAEIRD) varchar 7
E—RNE(HEMAEHR) varchar 7
EZRNBE(HEMAEFR) varchar 7
E=NE(BEMAEHR) varchar 7
FEIUNE (B AERAIRL varchar 7
WHES varchar 5
WHRNES varchar 5

xR67. ARABHRLI—FT—% T—TLERE
slE= it &

TTT — X varchar 6
FA varchar 8
L a—FlERF varchar 10
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L+ 7 bBEE
BW7 77
NE7 77

L 3— FERIIER
SvH B H
FAFIA H

A AZATE
EH%'J;&E
BHEXSFERRD
BEX 9 (FAFIK)
B E % No(FRFIRH
a— FGERAARD
=E(FREIRD
/\$|J|:/\(/\$| Dﬂﬁ] )
BIE £ TOHE(HEFHF)
SEERRD
15 1

BIEXS 1(NER)
a—F 1(n&ERD
SE1(NERD
BIBX 5 2(NEHR)
a—F 20n&ERh
s 2(NER
BIBX 5 3(NEHR)
a—F 3(n&ERD
S 3(NERD
BIEX 2 4(NEHR)
a— K 4(nERD
SEANERD
BIBX 5 5(NEHR)
a— R 5(nERD
SES(NERD
BIBX 2 6(INEHR)
a—F e(n&ERh
s e(NER
BIBX s T(NEHR)
a— R 7(nERD
SET(NER
BIBX 2 8(INEH)
a—F 8(&ERh

63

varchar
varchar
varchar
varchar
varchar
varchar
int
int
varchar
varchar
varchar
varchar
int
varchar
int
int
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

10

- NN e e

O N = -

255
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BES(MNER]) varchar 4
BBX 5 I(nER) varchar 1
a— R 9(hn&EHR) varchar 9
B INER]) varchar 4
BBXS 10(NER) varchar 1
a— K 10(&EH) varchar 9
B 100nER) varchar 4
—a{t B varchar 3
DEAFER varchar 1
A co—aft A varchar 3
O— F(EEIDIERIC K 2 0EIFEH) varchar 9
DEIX 7 varchar 2
DENRAFHE varchar 3
PENR—a B varchar 3
DIEEERIE varchar 2
HEEEESZICHRIUAEAZH varchar 2
WHES varchar 5
WAHRNES varchar 5
%68 WMEHMLO-—FT—% T—7ILEE
il it} Sl
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 MBS varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIBH varchar
X hba—F varchar
F5 1OCFET — &) varchar 255
69, HAR - HPEBRLO—-FF—% T—TILESE

Al e
TTT — X varchar
FA varchar
L a—FERF varchar 10
L7 b EE varchar 10
BW7 77 varchar 1



NETZ7ZT

L 3— FEBIIER
T 1

AT A ZATE
BB GAFIEAR)
O— F(FAREERR)
SEGARIEARD
%Fz

[ 1EFEER)
RELIEFEER)

[ 2 (P EER)
RER2(ERFEER)
BEXD I(EFEER)
O— K 3(EFEER)
[ 3(EFEER)
REI(EFEER)

B 5( S ERH)
B 5 (S EERY)

Bl 6 (EFEER])
RE6(EFEER)

65

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar

255

255
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BIHEX 5 9(E
a— K 9(K Sy
4 9(F =)

‘5*51 9(%& )

BIEX S 10(EFEER)

O— K 10(FEFEER)

[ 10CEFEER)

M 10(CEPEER])

BIEX 11(EFEER)

I— F 11(E2EER)

[ 11 (EFEER)

SEILEFEER)

BIEX S 12(ERFEER)

O— K 12(FEFEER)

[ 12(FEFEER)

S 12(EFEER)

BHEXS 1(HEEFEER)

aO—F 1(HBEERFEER)

B3 1(HERFEER)

SHIAEERFEER)

BHEXS 2(HEEFEER)

O— F 2(EERFEER)

B3 2(HEERFEER)

R 2(REERFEER)

BHEXS 3(HEERFEER)

O— F 3(HEERFEER)

B3 3(HEERFEER)

S IAEERFEER)
BIEIFAXIE R HHEEFEER)
IEA S E(REEREEER)

BiEX S 1GABIEARRINE)

J— N 1GARIEARRNE)

B35 1GARIEARINE)

s 1GARIEARRINE)

BIEX 5 2GAFIEARRINE)

O— F 2(FARIEARRNE)

55 2 GARIEARINE)

= 2 GARIEARINE)

BIEX 5 3GABIEARINE)

O— F 3FARIEARRNE)

)
SEE
T
T

}

}

66

varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar
varchar

varchar
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[E% 3GAKIEARKIINE) varchar 3
RE3EAREARINE) varchar 4
BEX S 4FEFIEARINE) varchar 1
O— N AGAFIEARINE) varchar 9
[E% 4 GRAZRIEARRIINE) varchar 3
R AGAREARINE) varchar 4
BEX 5 5(FAFIEARINE) varchar 1
O— F 5FAFIEARINE) varchar 9
[E%% 5 GAARIEARRIINE) varchar 3
RESGAREARINE) varchar 4
BEX 5 6(FAFIEARINE) varchar 1
O— F 6(FABIEARINE) varchar 9
[E%% 6 GAAIEARRIINE) varchar 3
RE6GARIEARINE) varchar 4
BEX S 7(E@EFIEARINE) varchar 1
O— N 7TAFIEARINE) varchar 9
[E% 7 GAKIEARRINE) varchar 3
RETGAREARINE) varchar 4
BEX 5 S(FAFIEARINE) varchar 1
O— N 8(FABIEARINE) varchar 9
[E% 8GAKIEAKIINE) varchar 3
RESGFARIEARIINE) varchar 4
BEX 5 IFEFIEARINE) varchar 1
O— F 9(FARIEARINE) varchar 9
[E% 9 GRAKIEARRIINE) varchar 3
REIGAREARINE) varchar 4
BiIBX 5 I0GRFEARINE) varchar 1
O— F 10(FAFIEARINE) varchar 9
E# 10 GAFIEAREINE) varchar 3
REL0FAFIEARINE) varchar 4
SDIEEERILE varchar 2
HEEEESZICHRIUAETAZH varchar 2
O— F(EEIDIERIC L 2 20BFEE - BEIELRRD) varchar 9
O— F(EEIDIERICK 2 02IFEH) - varchar 9
O— N (EEIDIERICE 2 08BE - BEEFEER) varchar 9
£70. DEFMAIL I-FT—& T—TILER
il r&

dl
>
I
X



FA varchar 8
mE 1L varchar 10
mE 2 varchar 51
BW7 77 varchar 1
NE7770 varchar 1
L o— FERIBIH varchar 2
L5 A H varchar 7
FAF A H varchar 7
5 AZAT[E varchar 2
D ENFEREIEL varchar 2
D BT R S (RE) varchar 7
DB RE(RR) varchar 7
DER R R AEQD) varchar 7
PERIB(REQD) varchar 7
DER R R BN EQ) varchar 7
PERIB(REQ) varchar 7
DERRRB(AER) varchar 7
PERIB(RER) varchar 7
DERRBB(NED) varchar 7
PERIB(RED®) varchar 7
x7l. BZe2ETALI—FT—4% T—7ILEE
il Al k&

TTT — X varchar 6
FA varchar 8
B{T varchar 8
=A== varchar 3
L a—FERF varchar 10
L7 @& varchar 10
BW7 77 varchar 1
NE770 varchar 1
L o— FERIB]H varchar 2
%l varchar 2
BEXS varchar 1
ZETRI—F varchar 9
BET—X int

=RE int

68



B int
XY bha—=F 13X~ }b) varchar 9
Flig 1L (XET—K (X })) varchar 255
aXvbha—=F2(3 X~ b) varchar 9
FlE 2(XFET—% 2(3 4> })) varchar 255
XY ha—=F3(aX>v ) varchar 9
FlE 3(XET—K 3(T X 1)) varchar 255
TR E AR varchar 2
—EES int
—H=)ERF int
et =t int
skl int

£72. BZLEERLI—FTFT—% T—7LEE

5% il sy

TTT — & varchar 6
FA varchar 8
B{T varchar 8
=A== varchar 3
L a—FERF varchar 10
L7 hEE varchar 10
BW7 77 varchar 1
NE770 varchar 1
L a— FERIER varchar 2
B0l varchar 2
B5iEXS varchar 1
EEHI—F varchar 9
FEAZE float
=R int
B int
XY bha—=F1(axvh) varchar 9
FliE 1 (XET—K (X)) varchar 255
aXvbha—=F2(3 X~ b) varchar 9
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ABSTRACT

Background: To provide a better healthcare system for patients with mitochondrial diseases, it is important to understand the
basic epidemiology of these conditions, including the number of patients affected. However, little information about them has

appeared in Japan to date.

Methods: To gather data of patients with mitochondrial diseases, we estimated the number of patients with mitochondrial
diseases from April 2018 through March 2019 using a national Japanese health care claims database, the National Database
(NDB). Further, we calculated the prevalence of patients, and sex ratio, age class, and geographical distribution.

Results: From April 2018 through March 2019, the number of patients with mitochondrial diseases was 3,629, and the
prevalence was 2.9 (95% confidence interval [CI], 2.8-3.0) per 100,000 general population. The ratio of females and males was
53 to 47, and the most frequent age class was 40—49 years old. Tokyo had the greatest number of patients with mitochondrial
diseases, at 477, whereas Yamanashi had the fewest, at 13. Kagoshima had the highest prevalence of patients with mitochondrial
diseases, 8.4 (95% CI, 7.1-10.0) per 100,000 population, whereas Yamanashi had the lowest, 1.6 (95% CI, 0.8-2.7).

Conclusion: The number of patients with mitochondrial diseases estimated by this study, 3,269, was more than double that
indicated by the Japanese government. This result may imply that about half of all patients are overlooked for reasons such as
low severity of illness, suggesting that the Japanese healthcare system needs to provide additional support for these patients.

Key words: insurance claim review; Japan; medical records; mitochondrial diseases; prevalence
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INTRODUCTION

Mitochondrial diseases are caused by nuclear or mitochondrial
DNA mutations, and patients vary in age of onset, sex, race,
affected organ, severity, and prognosis.!> While mitochondrial
diseases were long thought to be rare, recent reports*'® have
suggested that the prevalence of patients in the general population
is higher than originally thought. For example, prevalence is 23
per 100,000 general adult population in the northeast of England®
and 5.7 per 100,000 general adult population in Spain.'> While
there are few reports of mitochondrial diseases in Japan,'”'® a
questionnaire study reported a prevalence of 0.18 per 100,000
general population.!® However, this study was limited to
mitochondrial myopathy, encephalopathy, lactic acidosis, and
stroke-like episodes (MELAS), which comprise only a proportion
of mitochondrial diseases. Thus, the prevalence of overall
mitochondrial diseases in Japan remains unclear.

In Japan, mitochondrial disease was recognized as an
intractable disease under the designation of the Japanese Ministry
of Health, Labor, and Welfare (MHLW) in 2009, which brought

about various improvements in the treatment of these conditions.
However, several studies have identified issues related to the
treatment of mitochondrial diseases.?*?! First, diagnosis requires
a high degree of expertise. Definitive diagnosis requires an
integrated approach comprising imaging, pathology, electro-
physiology, genetics, and biochemical examinations, in addition
to the main clinical manifestation, and the number of well-trained
clinicians and hospitals equipped to perform these tests currently
appears insufficient for patient needs. Second, recent develop-
ments in treatment have increased the survival of patients; in
particular, the establishment of a system for transitional care from
childhood to adulthood is suggested to be a major factor.?! Third,
the prevalence of some DNA mutations that cause mitochondrial
diseases differs by geography.'” This can make it difficult for
patients to gain equal access to medical care, albeit that no reports
of geography-related problems have appeared in Japan to date.
Accordingly, to ensure that policy makers make informed
decisions and patients and their caregivers receive the best
possible care, it is essential to gather basic epidemiological
information on mitochondrial diseases, including the number of
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The Number of Patients With Mitochondrial Diseases

patients and their distribution by age, sex, and geographic
location.

Here, we used a nationwide Japanese health claims database to
estimate the number and other epidemiological parameters of
patients with mitochondrial diseases.

METHODS

Data source and patient selection

We used the National Database (NDB), run by the Japanese
MHLW,?>23 to extract data on patients with mitochondrial
diseases. The NDB contains information on almost all healthcare
claims made from April 2009 in Japan, including patient sex; age
class; numerical diagnosis code,?* which is compatible with the
International Statistical Classification of Diseases and Related
Health Problems 10th Revision (ICD-10); length of stay; costs;
procedures; and prefecture where the hospital is located, among
others. Data for both in- and outpatients were extracted from
April 2009 through March 2019.

The MHLW permitted our use of the NDB. The study was
approved by the Ethics Committee of Medical Research,
University of Occupational and Environmental Health, Japan
(approval number: H30-124).

Definition of mitochondrial diseases

The following diagnoses were defined as mitochondrial diseases:
Pearson syndrome (compatible ICD-10 code: D640); pyruvate
dehydrogenase complex (PDHC) deficiency (E744); mitochon-
drial disorders (E888); MELAS (E888); myoclonus epilepsy
associated with ragged-red fibers (MERRF) (E888); mitochon-
drial neurogastrointestinal encephalopathy (MNGIE) (E888);

mitochondrial cardiomyopathy (E888); mitochondrial hepatop-
athy (E888); mitochondrial diabetes (E888); Leigh syndrome
(LS) (G318); Alpers’ syndrome (G318); mitochondrial encepha-
lomyopathy (G713); mitochondrial myopathy (G713); Leber’s
hereditary optic neuropathy (LHON) (H472); chronic progressive
external ophthalmoplegia (CPEO) (H494); and Kearns-Sayre
syndrome (KSS) (H498).

These definitions were determined by a well-trained physician
and a researcher specializing in mitochondrial diseases. In
sampling for this study, patients who had primary or other
diagnostic positions were included, while suspected cases were
excluded.

Estimation of the number of patients

The primary outcome of this study was the number of patients
with mitochondrial diseases from April 2018 through March
2019. We identified affected individuals using one of the unique
identifiers generated by the MHLW and assigned to individuals in
NDB. This identifier consists of the health insurance number, date
of birth, and sex.

From this data, we also estimated the prevalence of
mitochondrial diseases. As the severity of mitochondrial diseases
varies widely among patients, and some patients undergo
outpatient examination only, we limited our analysis to patients
who experienced at least one episode of inpatient care as
representative of standard cases requiring clinical intervention
above a certain level.

We calculated the prevalence of mitochondrial diseases in
Japan by dividing the number of patients with mitochondrial
diseases from April 2018 through March 2019 by the total
population of Japan as of October 1, 20182 as follows:

(number of patients from April 2018 to March 2019) x 100,000

prevalence (per 100,000 general population) =

We calculated the prevalence of mitochondrial diseases in each
prefecture in a similar manner. Further, 95% confidence intervals
(CIs) of prevalence were calculated using the Wald method. We
also used the Wald method to calculate the 95% CI of the ratio of
female patients in Japan.

Additionally, we estimated the standardized prevalence ratio
(SPR) of patients in each prefecture using indirect stand-
ardization. SPR is defined as follows:

SPRi = Q x 100
Ei

Oi: Observed number of patients in i prefecture,
Ei: Expected number of patients in i prefecture

_ Z (prevalence of patients in Japan by age class)
- X (population by age class in i prefecture)

The SPR of i prefecture is obtained by dividing Oi, the observed
number of patients, by Ei, the expected number of patients. To
calculate Ei, we used the prevalence in Japan as a reference
population, and adjusted for age categorized into three age classes
(0-14, 15-64, or >65 years old). The 95% CIs of SPRs were
estimated using Fisher’s exact CI. For example, a prefecture with
an SPR of 100 has the same prevalence as Japan overall, while
one with an SPR smaller than 100 has a smaller prevalence than
Japan, and vice versa.
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general population on October 1, 2018

We also calculated the empirical Bayes estimator of stand-
ardized prevalence ratio (EBSPR) of each prefecture. EBSPR is
defined as follows:

0i +

EBSPRi = x 100

a, . estimator

We estimated the EBSPR using a Poisson-Gamma model.® We
expect that use of EBSPR should smooth out the influence of
different population sizes in each prefecture on SPR.

Data analyses were performed using Stata 16.0 (StataCorp,
College Station, TX, USA) and EB estimator for Poisson-Gamma
model Version 2.1.%

RESULTS

Number of patients and prevalence of mitochondrial
diseases

Within the study period, there were fewer male patients with
mitochondrial diseases than female patients (47 vs 53; 95% CI for
female ratio, 0.51-0.54), and the majority of patients fell within
the age class 0-9 years old (Table 1). A total of 3,629 patients
were diagnosed with mitochondrial diseases from April 2018
through March 2019, at a prevalence of 2.9 (95% CI, 2.8-3.0) per
100,000 general population.
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Table 1. Patients’ background (n = 3,629)?
n %
Sex, male, n (%) 1,712 47
Age class, years, n (%)
04 315 9
5-9 333 9
10-14 233 6
15-19 244 7
20-29 352 10
30-39 432 12
40-49 496 14
50-59 431 12
60-69 371 10
70-79 302 8
80 over 114 3

“This table shows the number of patients with mitochondrial diseases from
April 2018 to March 2019 identified in this study. Median age class was
30-39 years (interquartile range: 15-19, 50-59 years).

Table 2 lists the diagnosis codes and the corresponding
number of patients. The majority of patients had diagnosis codes
for mitochondrial encephalomyopathy and mitochondrial dis-
orders (1,786 and 1,370, respectively).

We also compared the number of patients identified as having
mitochondrial diseases in this study with the number using the
Japanese medical expense subsidy system, as reported by the

government.”® The number of patients identified in this study was
more than two times greater than the number using the medical
expense subsidy system (3,629 vs 1,504).

Number of patients and prevalence of mitochondrial
diseases in each prefecture

Table 3 and Figure 1 show the number of patients and prevalence
of mitochondrial diseases in each prefecture from April 2018
through March 2019 in Japan. The prefecture with the greatest
number of patients with mitochondrial diseases was Tokyo
(n =477/3,629, approx. 13%) while Yamanashi had the fewest
(n=13/3,629, approx. 1%). The prevalence of mitochondrial
diseases was highest in Kagoshima (8.4/100,000) and lowest in
Yamanashi (1.6/100,000).

We also compared the number of patients identified as having
mitochondrial diseases in each prefecture in this study with the
number using the Japanese medical expense subsidy system, as
reported by the government.”® The number of patients identified
in this study was greater than the number using the medical
expense subsidy system in all prefectures in Japan.

SPR and EBSPR of patients with mitochondrial
diseases in each prefecture

Table 4 shows the SPRs and EBSPRs of patients with
mitochondrial diseases in each prefecture. Similar to the
prevalence shown in Table 3, Kagoshima and Okinawa had the
highest SPRs of all prefectures, at 294 and 152.3, respectively. In
contrast, Yamanashi and Saitama had the lowest SPRs of all

Table 2. Number of patients with mitochondrial diseases with each diagnosis®

Total Female
ICD-10 Diagnosis code Diagnosis

n % n %
D640 8846217 Pearson syndrome — — — —
E744 8848412 PDHC deficiency 81 2 56 69
E888 8845613 Mitochondrial disorders 1,370 38 750 55
E888 8846079 MELAS 284 8 159 56
E888 8846080 MERRF 15 1 — —
E888 8846084 MNGIE — — — —
E888 8846224 Mitochondrial cardiomyopathy 174 5 86 49
E888 8846972 Mitochondrial hepatopathy 32 1 15 47
E888 8849469 Mitochondrial diabetes 62 2 39 63
E888 8849470 Mitochondrial diabetes with eye problems — — — —
E888 8849471 Mitochondrial diabetes with ketoacidosis — — — —
E888 8849472 Mitochondrial diabetes with coma — — — —
E888 8849473 Mitochondrial diabetes with neurologic symptom — — — —
E888 8849474 Mitochondrial diabetes with renal complication — — — —
E888 8849475 Mitochondrial diabetes with multiple diabetic complications — — — —
E888 8849476 Mitochondrial diabetes without diabetic complication — — — —
E888 8849477 Mitochondrial diabetes with diabetic complication — — — —
E888 8849478 Mitochondrial diabetes with peripheral circulatory disorder — — — —
G318 8840933 Leigh syndrome 212 6 108 51
G318 8842457 Alpers’ syndrome — — — —
G713 8841409 Mitochondrial myopathy 253 7 124 49
G713 8841410 Mitochondrial encephalomyopathy 1,786 49 932 52
H472 8848684 LHON 71 2 17 24
H494 8846059 CPEO 106 3 50 47
H498 8831018 Kearns-Sayre syndrome 19 1 10 53

CPEO, chronic progressive external ophthalmoplegia; ICD-10, International Statistical Classification of Diseases and Related Health Problems 10th Revision;
LHON, Leber’s hereditary optic neuropathy; MELAS, mitochondrial myopathy, encephalopathy, lactic acidosis, and stroke-like episodes; MERRF, myoclonus
epilepsy associated with ragged-red fibers; MNGIE, mitochondrial neurogastrointestinal encephalopathy; PDHC, pyruvate dehydrogenase complex.

2This table shows the number of patients with mitochondrial diseases with each diagnosis categorized by domestic diagnosis codes for healthcare claims in Japan.
According to the rules for publication of NDB data, we did not show the number of cases in categories with less than 10 patients (indicated by “—" in the table).
The sum of patients is not equal to the total number of patients because some patients are given two or more diagnoses.
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Table 3. Number of patients and prevalence of mitochondrial diseases in each prefecture in Japan from April 2018 to March 20192

NDB Government report
Prefecture n % Prevalence 95% CI n % Prevalence 95% CI
Hokkaido 169 5 32 2.7-3.7 62 4 1.2 0.9-1.5
Aomori 22 1 1.7 1.1-2.6 11 1 0.9 0.4-1.6
Iwate 43 1 3.5 2.5-4.7 18 1 1.5 0.9-2.3
Miyagi 79 2 34 2.7-4.3 29 2 1.3 0.8-1.8
Akita 19 1 1.9 1.2-3 8 1 0.8 0.4-1.6
Yamagata 29 1 2.7 1.8-3.8 13 1 1.2 0.6-2.0
Fukushima 33 1 1.8 1.2-2.5 20 1 1.1 0.7-1.7
Ibaraki 87 2 3.0 2.4-3.7 42 3 1.5 1.1-2.0
Tochigi 56 2 2.9 2.2-3.7 21 1 1.1 0.7-1.7
Gumma 54 1 2.8 2.1-3.6 26 2 1.3 0.9-2.0
Saitama 125 3 1.7 1.4-2 74 5 1.0 0.8-1.3
Chiba 162 4 2.6 2.2-3 64 4 1.0 0.8-1.3
Tokyo 477 13 3.5 3.2-3.8 182 12 1.3 1.1-1.5
Kanagawa 218 6 24 2.1-2.7 102 7 1.1 0.9-1.4
Niigata 56 2 2.5 1.9-3.2 28 2 1.2 0.8-1.8
Toyama 30 1 2.9 1.94.1 14 1 1.3 0.7-2.2
Ishikawa 36 1 3.1 2.2-44 15 1 1.3 0.7-2.2
Fukui 21 1 2.7 1.7-4.2 12 1 1.6 0.8-2.7
Yamanashi 13 1 1.6 0.8-2.7 1 1 0.1 0.1-6.8
Nagano 52 1 2.5 1.9-3.3 22 1 1.1 0.7-1.6
Gifu 44 1 22 1.6-3 16 1 0.8 0.5-1.3
Shizuoka 86 2 24 1.9-2.9 31 2 0.8 0.6-1.2
Aichi 174 5 2.3 2-2.7 52 3 0.7 0.5-0.9
Mie 39 1 2.2 1.6-3 11 1 0.6 0.3-1.1
Shiga 53 1 3.8 2.8-4.9 20 1 14 0.9-2.2
Kyoto 86 2 33 2.7-4.1 36 2 14 1.0-1.9
Osaka 263 7 3.0 2.6-3.4 115 8 1.3 1.1-1.6
Hyogo 162 4 3.0 2.5-3.5 63 4 1.1 0.9-1.5
Nara 44 1 3.3 2.4-44 19 1 1.4 0.9-2.2
Wakayama 29 1 3.1 2.1-4.5 15 1 1.6 0.9-2.7
Tottori 15 1 2.7 1.5-4.4 5 1 0.9 0.3-2.1
Shimane 22 1 3.2 2-4.9 13 1 1.9 1.0-3.3
Okayama 55 2 2.9 22-38 13 1 0.7 04-1.2
Hiroshima 73 2 2.6 2-3.3 34 2 1.2 0.8-1.7
Yamaguchi 24 1 1.8 1.1-2.6 13 1 0.9 0.5-1.6
Tokushima 16 1 2.2 1.2-3.5 7 1 1.0 0.4-2.0
Kagawa 19 1 2.0 1.2-3.1 10 1 1.0 0.5-1.9
Ehime 42 1 3.1 2242 17 1 1.3 0.7-2.0
Kochi 18 1 2.5 1.5-4 3 1 0.4 0.1-1.2
Fukuoka 183 5 3.6 3.1-4.1 58 4 1.1 0.9-1.5
Saga 23 1 2.8 1.8-4.2 12 1 1.5 0.8-2.6
Nagasaki 50 1 3.7 2.8-4.9 26 2 1.9 1.3-2.8
Kumamoto 45 1 2.6 1.9-34 27 2 1.5 1.0-2.2
Oita 39 1 34 2.4-4.7 23 2 2.0 1.3-3.0
Miyazaki 40 1 3.7 2.6-5 17 1 1.6 0.9-2.5
Kagoshima 136 4 8.4 7.1-10 59 4 3.7 2.8-4.7
Okinawa 68 2 4.7 3.7-6 25 2 1.7 1.1-2.6
Japan 3,629 2.9 2.8-3 1,504 1.2 1.1-1.3

CI, confidence interval; NDB, National Database.

“This table shows the number of patients and the prevalence of mitochondrial diseases from April 2018 to March 2019 identified in this study. The same
parameters reported by the government based on the number of patients using the Japanese medical expenses subsidy for intractable diseases including
mitochondrial diseases are shown as a reference. Prefectures are listed according to their geographic location from north-east to south-west. % values do not sum
to 100% because of rounding. Prevalence is prevalence per 100,000 population in each prefecture.

prefectures, at 56 and 59, respectively. Although it is important to
consider the effect of population size in each prefecture, in
Ishikawa and Okinawa, there were large differences in SPR by
sex. The SPRs of female and male patients were 75 and 148.8 in
Ishikawa, and 183.6 and 117.7 in Okinawa, respectively.
EBSPRs in each prefecture provided more conservative results
than normal SPRs, indicating that values were reaching closer to
100. Similar to results for normal SPRs, Kagoshima and Okinawa

4 | J Epidemiol 2022

had the highest EBSPRs of all prefectures, at 247.7 and 139.8,
respectively. In contrast, Saitama and Fukushima had the lowest
EBSPRs of all prefectures, at 61.8 and 71.3, respectively.

DISCUSSION

Using data from the Japanese NDB, we estimated that the number
of patients with mitochondrial diseases from April 2018 through
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Figure 1.

Estimated prevalence of mitochondrial diseases in each prefecture in Japan according to the NDB and government

report. Prefectures in this figure are listed according to their geographic location from north-east to south-west. Black
points represent the prevalence estimated by this study; solid black lines with caps on both ends represent 95%
confidence intervals of the prevalence estimated by this study; grey triangles represent the prevalence indicated by the
Japanese government; grey dashed lines with caps on both ends represent 95% confidence intervals of the

prevalence indicated by the Japanese government.

March 2019 was 3,629, with a prevalence of 2.9 per 100,000
general population. This study is the first to comprehensively
estimate the number of patients with mitochondrial diseases in
Japan, along with the distribution of patients by sex, age, and
geographic characteristics using health care claims data from the
past 10 years.

The Japanese government has established a medical expense
subsidy system for patients with intractable diseases, including
mitochondrial diseases. According to government statistics from

2018,%® 1,504 patients with mitochondrial diseases used this
system. This number is less than half the number of patients with
mitochondrial diseases identified in this study (n=3,629).
Similarly, the number and prevalence of patients in each
prefecture identified as having mitochondrial diseases in this
study were also greater than those using the subsidy system.
However, it may not be appropriate to compare the number of
patients identified in the present study with that in the government
report. This is because, while certification for the government
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Table 4. SPRs and EBSPRs of mitochondrial diseases in each prefecture in Japan from April 2018 to March 20192

Total Female Male
Prefecture n SPR 95% CI EBSPR n SPR 95% CI EBSPR n SPR 95% CI EBSPR
Hokkaido 169 114.3 97.7-132.9 113.2 96 119.7 96.9-146.1 116.9 73 107.6 84.3-135.3 106.6
Aomori 22 62.6 39.3-94.8 74.2 — — — — — — — —
Iwate 43 124.1 89.8-167.1 117.4 23 125.1 79.3-187.8 114.7 20 122.8 75-189.6 112.5
Miyagi 79 119 94.3-148.4 1159 43 123.0 89-165.6 116.6 36 114.5 80.2-158.5 110.3
Akita 19 71.4 43-111.5 82.2 — — — — — — — —
Yamagata 29 95 63.6-136.4 97.2 15 92.4 51.7-152.4 96.5 14 97.7 53.4-163.9 100.1
Fukushima 33 62.7 43.2-88.1 71.3 18 66.0 39.1-104.2 78.0 15 59.4 33.3-98 76.1
Ibaraki 87 105.7 84.7-130.4 105.1 39 91.7 65.2-125.3 94.0 48 121.1 89.3-160.5 115.6
Tochigi 56 100.1 75.6-130 100.4 29 100.1 67-143.8 100.4 27 100.3 66.1-145.9 101
Gumma 54 96.9 72.8-126.5 97.9 28 96.6 64.2-139.6 98.1 26 97.6 63.8-143 99.3
Saitama 125 59 49.1-70.3 61.8 67 61.1 47.4-77.6 65.7 58 57 43.3-73.6 63.2
Chiba 162 90.2 76.9-105.3 91.1 76 81.4 64.1-101.8 84.0 86 100.1 80-123.6 100.4
Tokyo 477 119 108.6-130.2 118.4 258 122.7 108.2-138.6 121.3 219 115.1 100.3-131.4 114.1
Kanagawa 218 81.9 71.4-93.5 82.9 115 83.4 68.8-100 85.0 103 80.4 65.7-97.6 82.9
Niigata 56 88.7 67-115.2 91.2 31 93.0 63.2-132 95.4 25 84 54.3-124 90.4
Toyama 30 101.6 68.5-145 101.7 13 83.5 44.5-142.9 91.9 17 121.8 70.9-194.9 111.3
Ishikawa 36 109.8 76.9-152 107.3 13 75.0 39.9-128.2 86.7 23 148.8 94.3-223.3 125
Fukui 21 94.8 58.6-144.8 97.6 11 94.1 47-168.4 97.9 10 95.5 45.8-175.6 99.6
Yamanashi 13 56 29.8-95.8 73.8 — — — — — — — —
Nagano 52 88.8 66.3-116.5 91.4 35 113.7 79.2-158.2 109.8 17 61.3 35.7-98.2 76.4
Gifu 44 76.9 55.9-103.3 82.0 25 82.6 53.4-121.9 88.5 19 70.6 42.5-110.2 82.4
Shizuoka 86 82.1 65.7-101.4 84.5 48 87.8 64.7-116.4 90.5 38 76 53.8-104.3 82.4
Aichi 174 78.6 67.3-91.2 80.0 97 84.8 68.8-103.5 86.6 77 72 56.8-90 76
Mie 39 76.1 54.1-104 81.8 19 70.4 42.4-109.9 81.0 20 82.5 50.4-127.5 90.4
Shiga 53 127.3 95.4-166.5 120.7 28 128.8 85.6-186.1 117.8 25 125.8 81.4-185.7 115.2
Kyoto 86 116.5 93.2-143.9 114.1 40 101.0 72.2-137.5 101.0 46 134.2 98.2-179 124
Osaka 263 103.9 91.7-117.3 103.8 136 100.4 84.2-118.8 100.5 127 107.8 89.9-128.3 107.1
Hyogo 162 102.9 87.7-120 102.8 77 90.9 71.8-113.6 92.4 85 116.6 93.1-144.1 114
Nara 44 116.1 84.4-155.9 112.1 19 92.0 55.4-143.6 95.7 25 144 93.2-212.5 123.9
Wakayama 29 110.6 74.1-158.9 107.5 15 105.6 59.1-174.2 103.4 14 116.3 63.6-195.2 108.2
Tottori 15 94 52.6-155 97.7 — — — — — — — —
Shimane 22 115 72.1-174.1 109.3 10 98.9 47.5-182 100.2 12 133.5 69-233.2 113.4
Okayama 55 101.3 76.3-131.8 101.4 33 114.2 78.6-160.4 109.9 22 86.5 54.2-130.9 92.6
Hiroshima 73 89.9 70.5-113.1 91.7 34 79.2 54.8-110.7 84.6 39 101.9 72.4-139.3 102
Yamaguchi 24 62.7 40.2-93.3 73.5 11 53.4 26.7-95.6 72.9 13 73.2 39-125.1 87
Tokushima 16 71.9 44.6-126.6 87.9 — — — — — — — —
Kagawa 19 69.6 41.9-108.7 80.8 — — — — — — — —
Ehime 42 110.4 79.6-149.2 108.0 23 112.2 71.1-168.3 107.7 19 108.3 65.2-169 105.4
Kochi 18 92.1 54.6-145.6 96.3 — — — — — — — —
Fukuoka 183 123.3 106.1-142.5 1214 99 123.5 100.4-150.4 120.2 84 122.7 97.9-151.9 118.8
Saga 23 96.9 61.4-1454 98.8 12 94.2 48.7-164.5 97.8 11 100.6 50.2-180 101.6
Nagasaki 50 131.2 97.4-172.9 123.0 25 121.2 78.5-179 113.0 25 142.5 92.2-210.3 123.2
Kumamoto 45 89 64.9-119.1 91.9 20 73.2 44.7-113 82.7 25 107.4 69.5-158.5 105.3
Oita 39 120.7 85.8-164.9 114.8 25 143.6 92.9-212 124.5 14 93.6 51.2-157.2 98.1
Miyazaki 40 129.1 92.2-175.8 120.3 19 113.2 68.2-176.8 107.7 21 147.5 91.3-2254 123.4
Kagoshima 136 294 246.6-347.7 247.7 79 314.2 248.8-391.6 237.3 57 268 203-347.3 196.5
Okinawa 68 152.3 118.3-193.1 139.8 43 183.6 132.9-247.3 152.4 25 117.7 76.2-173.8 111
Japan 3,629 100 96.8-103.3 100 1,917 100.0 95.6-104.6 100 1,712 100 95.3-104.9 100

CI, confidence interval of SPR; EBSPR, empirical Bayes estimator of standardized prevalence ratio; SPR, standardized prevalence ratio.
“This table shows SPRs and EBSPRs of patients with mitochondrial diseases in each prefecture from April 2018 to March 2019 identified in this study. SPRs and
EBSPRs were calculated for total, female and male patients. According to the rules for publication of NDB data, we did not show the number of cases in

categories with less than 10 patients (indicated by “—

subsidy system is typically based on Japanese clinical criteria,?
some patients with relatively mild disease severity may not use
this system, whose main purpose is to provide treatment-related
financial support to patients. Therefore, it may be that the
government-reported number of patients will inevitably be an
underestimate compared to that identified in the present study.
A previous study in Japan reported that 233 patients had
MELAS, with a prevalence of 0.18 (95% CI, 0.17-0.19) per

6 | J Epidemiol 2022

” in the table). Values were also concealed when the number of either of males or females was less than 10.

100,000 general population.'® In this study, we identified 284
patients with MELAS, with a prevalence of 0.22 (95% CI,
0.20-0.25) per 100,000 general population. Therefore, the
number of patients and prevalence of MELAS identified in this
study are comparable to those of the previous study. We expect
that this epidemiological information will contribute to improving
the health care system for patients with mitochondrial diseases
in Japan.
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We found that prevalence of mitochondrial diseases differed
among prefectures. While the reasons for this are unclear,
previous studies from other countries suggest that prevalence may
differ by geography.*®!1!1° For example, a study conducted in the
northeast of England reported that patients showing clinical
manifestations had a prevalence of 9.6 per 100,000 adult general
population,® which is about three times higher than that found in
this study (2.9 per 100,000 general population). Moreover, a
study in Finland suggested that geographical and cultural
isolation may cause differences in prevalence.'"'° Furthermore,
a study in Australia showed that the prevalence of mitochondrial
diseases among children whose mothers were born in Lebanon is
much higher than that for mothers born in other countries.'?
However, we were careful when comparing results obtained using
different methods for two main reasons. First, prevalence
estimated by a single expert clinical and laboratory referral
center can be a greater overestimation than that determined by a
study using national health database with large samples. Second,
patients extracted from NDB differ in diagnosis period. This
difference may affect the number of patients between studies
because clinical criteria and the diagnostic methods applied
depend on the diagnosis period.*°

To our knowledge, however, no meaningful report from Asian
countries has appeared to date. Further studies are needed to
examine the prevalence of mitochondrial diseases in Asia and to
compare the results obtained in this study with those in other
Asian countries.

We found differences in the prevalence of mitochondrial
diseases among prefectures, despite the fact that the genetic
background of the Japanese population is thought to be relatively
uniform across the country. In addition to genetic factors, the
variability in prevalence may be related to differences in health
care infrastructure among prefectures in Japan. That is, there may
be a concentration of patients in specific medical facilities that
are well equipped for diagnosis and treatment. For example,
within the Tokyo metropolitan area, the number of patients and
prevalence of mitochondrial diseases in Saitama (125, 1.7/
100,000), a densely populated prefecture with a population of
seven million, was lower than in other large prefectures like
Chiba (162, 2.6/100,000) and Kanagawa (218, 2.4/100,000),
which are also adjacent to Tokyo. We speculate that there are two
main reasons for this. First, there are fewer physicians and
specialists per prefecture population in Saitama than Chiba and
Kanagawa. Additionally, there are few large hospitals with the
ability to provide care for patients with mitochondrial diseases.
Second, residents of Saitama have easy access to large hospitals
in Tokyo. A similar phenomenon is thought to be occurring in
local cities outside the metropolitan area. To improve the
provision of health care for patients with mitochondrial diseases,
we suggest that, in addition to training healthcare workers and
improving clinical guidelines, there is a need to increase the
number of medical facilities with the competency to provide care
for patients with mitochondrial diseases. Additionally, geographic
factors may also be important. We found that patients in
Kagoshima and Okinawa had higher prevalence, SPRs, and
EBSPRs than all other prefectures. While the reason for the
higher values is unclear, these findings suggest that there may be
geographic effects because Kagoshima and Okinawa are located
in the southernmost part of Japan.

This study has several limitations. First, it is possible that some
patients included in this study did not actually have mitochondrial

diseases. While a definitive diagnosis of mitochondrial diseases
requires an integrated approach, including genetic testing, some
of these tests are not covered by the current health insurance
system in Japan, and the number of medical facilities with the
capacity to perform them is limited. Therefore, it is difficult to
determine whether the diagnoses used in this study are definitive
of mitochondrial diseases. However, we expect that few patients
would have been misdiagnosed because, unlike common or
frequent diseases, mitochondrial diseases are carefully and strictly
diagnosed by clinicians. Second, due to the nature of the NDB,
patients can be duplicated if they or their caregivers change their
health insurance scheme due to a job change, unemployment, or
employment, thus leading to a potential overestimation of cases.
A previous study using the NDB examined the effects of
changing health insurance schemes on the estimation of
prevalence.’! Using the method described in this previous
study,?! we calculated the maximum impact of changing health
insurance schemes to be about 6.6% by summing the proportion
of patients who were newly unemployed within a year (1.7%) and
the proportion who underwent a job change (4.9%) in 2018.%?
Therefore, the effect of changing health insurance schemes is
likely relatively small. Third, information on patients who receive
public assistance is not included in the NDB. The proportion of
people who received public assistance in Japan was about 1.65%
in February 2019.3% Thus, this is expected to have caused only a
small underestimation. Despite the above-mentioned limitations,
our study provides a valid estimation of the number of patients
and prevalence of mitochondrial diseases in Japan.
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Abstract: Patients with m.3243A>G mutation of mitochondrial DNA develop bilaterally symmetric
sensorineural hearing loss. However, it is unclear how fast their hearing loss progresses over time,
and whether they experience rapid progression of hearing loss. In the present study, we conducted
a long-term hearing evaluation in patients with MELAS or MIDD who harbored the m.3243A>G
mutation of mitochondrial DNA. A retrospective chart review was performed on 15 patients with this
mutation who underwent pure-tone audiometry at least once a year for more than two years. The
mean follow-up period was 12.8 years. The mean progression rate of hearing loss was 5.5 dB per year.
Hearing loss progressed rapidly to be profoundly deaf in seven patients during the observation period.
Heteroplasmy and age-corrected heteroplasmy levels correlated with the age of onset of hearing loss.
These results indicate that patients with m.3243A>G mutation have a gradual progression of hearing
loss in the early stages and rapid decline in hearing to be profoundly deaf in approximately half of
the patients. Although it is possible to predict the age of onset of hearing loss from heteroplasmy and
age-corrected heteroplasmy levels, it is difficult to predict whether and when the rapid hearing loss
will occur.

Keywords: hearing loss; dizziness; disequilibrium; diabetes; mitochondrial gene mutations

1. Introduction

Sensorineural hearing loss is frequently associated with mitochondrial disease; it
is observed in approximately half of the patients with three main syndromes—chronic
progressive external ophthalmoplegia (CPEO); myoclonus epilepsy associated with ragged-
red fibers (MERRF); mitochondrial encephalomyopathy, lactic acidosis, and stroke-like
episodes (MELAS) [1]. Hearing loss mainly involves the cochlea in mitochondrial diseases,
but it sometimes accompanies central auditory abnormalities [1-5].

Mitochondrial diseases are categorized into two groups: those characterized by ragged-
red fibers (RRF), including MELAS, MERREF, and CPEO, and those caused by mutations in
protein-coding genes, such as pure encephalopathy without RRF. RRF is a characteristic
microscopic appearance of the muscle stained with Gomori trichrome, which is due to
the accumulation of abnormal mitochondria below the plasma membrane of the muscle
fiber. Hearing loss is highly prevalent in the first group but rarely seen in the second
group. Oxidative phosphorylation is impaired in both types of encephalopathy; however,
mitochondrial protein synthesis is impaired only in the first group, suggesting that hearing
loss is caused by impairment of protein synthesis similar to RRF.
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An A-to-g transition mutation at nucleotide pair (np) 3243 in mitochondrial DNA
(mtDNA) has been documented in most patients with MELAS and a few patients with
CPEO. This mutation has been identified in pedigrees with maternal transmission of
diabetes and deafness among families of different racial backgrounds [6—10]. It has been
reported that patients with higher heteroplasmy levels of this point mutation exhibit
MELAS [11,12], while those with low heteroplasmy levels mainly develop hearing loss
and diabetes; those with a low heteroplasmy level have maternally inherited diabetes and
deafness (MIDD) [9].

In patients with MELAS and MIDD, hearing is generally normal at birth, and hearing
loss occurs eventually, appearing as early as in the teens or twenties and as late as the fifties.
Hearing loss, in general, is bilateral and symmetrical; a pure-tone audiogram shows a flat
type or falling type of sensorineural loss bilaterally in most cases [6,9]. Hearing loss mainly
involves the cochlea [6,13,14]; however, when the disease progresses, retro-labyrinthine
and central auditory pathways are also affected [15,16]. In addition to hearing loss, the
vestibular system is also involved, and patients eventually suffer from impairment of
balance and gait [6,17-19].

We previously reported that, when present for several years, patients with np3243
point mutation showed a slightly progressive decline in their hearing; the progression rate
of hearing loss ranged from 1.5 to 7.9 dB per year [7]. However, it is unknown how rapidly
their hearing loss progresses during the long-term period, and whether there is a rapid
progression of hearing loss. Therefore, in the present study, we evaluated their hearing
in the long-term period in patients with MELAS or MIDD who harbored m.3243A>G
mutation of mtDNA. We also investigated the relationship between heteroplasmy and
age-corrected heteroplasmy levels and the age of onset of hearing loss and the progression
rate of hearing loss, as well as the relationship between the age of onset of hearing loss,
diabetes, and balance disorder.

2. Materials and Methods
2.1. Patients

In total, 27 patients with hearing loss and an A-to-g transition at np 3243 in the mtDNA
visited the Department of Otolaryngology and Head and Neck Surgery, at the University
of Tokyo Hospital, between 1989 and 2021. Among them, 15 patients who underwent
audiological examinations for more than two years or until they became completely deaf
were enrolled. The patients consisted of four males and eleven females, and their ages
ranged from 22 to 66 years (mean: 40 years) at their first visit to our clinic. All patients had
hearing loss, with a pure-tone average (PTA) value being greater than 25 dB HL (hearing
level) on the initial audiological examination. They were interviewed regarding the onset of
hearing loss, balance—gait disorder, diabetes mellitus, and the presence of other signs and
symptoms. The presence of diabetes mellitus was confirmed by doctors in the Department
of Nutrition and Metabolism of our hospital or their affiliated hospital, and the blood
glucose and HbAlc levels were periodically measured in all patients. All procedures were
in accordance with the Helsinki declaration and were approved by the University of Tokyo
Human Ethics Committee (No. 2487). All patients gave informed consent for the use of
their clinical data.

2.2. Audiological and Neuro-Otological Evaluation

The patients were evaluated using pure-tone audiometry, in general, every three
months, to assess the longitudinal changes in their hearing thresholds. The pure-tone
average (PTA) values were calculated as the mean air conduction threshold at 0.5, 1, 2,
and 3 kHz. The pure-tone threshold at 3 kHz was obtained from the mean of 2 and 4 kHz,
as it is not routinely measured in Japan. For calculating the PTA values, the hearing
thresholds at the frequencies showing off-scale were calculated as 5 dB over the maximum
sound level generated by an audiometer. The patients were also evaluated using speech
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recognition test, tympanometry, acoustic reflex threshold test, auditory brainstem response,
and distortion-product otoacoustic emissions (DPOAEs), when necessary.

The patients also underwent a battery of neuro-otological evaluations consisting of
a physical examination, neurological examination, and neuro-otological examinations,
including caloric and cervical vestibular evoked myogenic potential ((VEMP) testing.

Caloric testing was performed with 2 mL ice water irrigation of the external auditory
canal for 20 s. This caloric stimulation method is easier to perform than bithermal irrigation
and has high sensitivity and specificity for detecting canal paresis [20]. Electronystagmog-
raphy was used to record the induced nystagmus while the subject lay supine with their
head raised at an angle of 30 degrees. The percentage of canal paresis was calculated as
100 x | (MSEVr — MSEVI)/(MSEVr + MSEV]) |, where MSEVr is the maximum slow-phase
eye velocity of the right side, and MSEVI is that of the left side. A value of canal paresis
>20% was regarded as abnormally reduced on the affected side [21]. When MSEVr and
MSEV1 were <10 degrees/s, it was regarded as a reduced response on both sides [22].

In the role of a stimulus for cVEMP, short tone bursts of 500 Hz (95 dB normal
hearing level; 135 dB SPL (peak value); rise/fall time, 1 ms; plateau time, 2 ms) were
presented through headphones (type DR-531; Elega Acoustic Ltd., Tokyo, Japan). Surface
electromyographic activity was recorded in supine patients from symmetrical sites over
the upper half of each sternocleidomastoid muscle (SCM), with a reference electrode on the
lateral end of the upper sternum. During recording, the patients were instructed to raise
their heads slightly to continuously contract the SCM. Background EMG was monitored
during recording to confirm that subjects maintained SCM activity at a sufficient level
(150 uV). We analyzed the first biphasic wave (p13-n23) from the ipsilateral SCM to the
stimulated side. For the evaluation of amplitude. The percentage of cVEMP asymmetry
ratio (c(VEMP AR) was calculated as 100 | (Ar — Al)/ (Ar + Al)|, where Ar is the amplitude
of p13-n23 on the right side, and Al is the amplitude of the p13-n23 on the left side. On
the basis of results from normal subjects, the upper limit of cVEMP AR was set to 34.0 [23].
We regarded it as an “absent” response when no reproducible p13-n23 was present in two
runs. We regarded it as a “reduced” response when a reproducible p13-n23 was present,
and the AR was greater than the predefined upper limit for normal subjects. We regarded
it as bilaterally abnormal responses when the response was absent on both sides.

2.3. DNA Studies

The invader assay contract by BML (Tokyo, Japan) was applied for the screening of mi-
tochondrial tRNA (Leu). Briefly, mtDNA isolated from the peripheral leukocytes of patients
and 1.2 pL of primary probe/invader oligonucleotides mixture (containing 0.5 umol/L
wild-type primary probes, 0.5 umol/L mutant primary probes, 0.05 umol/L invader
oligonucleotide, and 10 mmol/L 3-(N-morpholino) propanesulfonic acid) were poured
into each well of the plates. Fluorescent resonance energy transfer (FRET)/Cleavase mix-
ture (Hologic, Marlborough, MA, USA) was added to the probe/invader oligonucleotide-
containing plates. Subsequently, 3 uL of 5-100 mol/L synthetic target oligonucleotides
(positive control), 10 ug/mL yeast tRNA (no target control), and denatured genomic DNA
samples (>15 ng/uL) were added. Next, 6 pL of mineral oil (Sigma, St. Louis, MO, USA)
was overlayed into all reaction wells and incubated at 63 °C for 4 h. After incubation, the
fluorescence was measured using a Cyto Fluor 4000 fluorescent microplate reader. The het-
eroplasmy rate for mitochondrial mutations was quantified by the detection of fluorescently
labeled and digested PCR products through a fluorescence imaging system [24,25]. The
age-corrected heteroplasmy level in leucocytes was calculated using the following formula:
(leucocyte heteroplasmy)/0.977(@8¢*12). This correction was previously published by Grady
et al. [26]. The current paper refers to this value as the age-corrected heteroplasmy level
in leucocytes.
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2.4. Statistical Analysis

The correlation coefficients were calculated to assess the relationship between the
heteroplasmy and age-corrected heteroplasmy levels and the progression rate of hearing
loss and between the heteroplasmy and age-corrected heteroplasmy levels and the onset of
hearing loss, balance or gait disorder, and diabetes mellitus, using JMP 16 (SAS Institute,
Cary, NC, USA). The age of onset of hearing loss, diabetes, and balance disorder was
compared against each other using the Tukey—Kramer test. We performed the Shapiro—
Wilk W test to value the normality of the sample. The relationship between the two
continuous variables was analyzed by single regression analysis. R2 represented the
coefficient of determination, and the significance of the slope indicated the p-value. p < 0.05
was considered statistically significant.

3. Results

The patients” demographic characteristics of the patients are shown in Table 1. The
heteroplasmy levels ranged from 3% to 37%, with the mean being 23.9%. In terms of gender,
4 patients were male, and 11 were female. Most patients had bilaterally symmetric hearing
loss with a horizontal or sloping type of audiogram. The mean age of onset of hearing loss
was 28.6 years, with acquired hearing loss being perceived as early as 10 years of age in the
earliest cases and as late as 56 years of age in the latest cases. At their first visit, 13 patients
had diabetes mellitus, 3 had cerebellar atrophy or stroke on head MRI, and 1 had a cardiac
disease; two patients eventually developed diabetes during the follow-up period. Other
than hearing loss and diabetes mellitus, 11 patients did not show any symptoms or signs
suggestive of MELAS.

The observation period ranged from 2 to 22 years, with a mean of 12.8 years. Hearing
loss progressed in all patients during the observation period (Figures 1 and 2, Supple-
mentary Figures S1 and 52). In seven patients, hearing deteriorated rapidly to complete
deafness from 40 to 63 years of age (mean: 50 years). This episode was not associated with
the worsening of pre-existing signs such as diabetes or other symptoms or signs. Before
the rapid progression of hearing loss, their hearing level ranged from 56 to 80 dB HL. The
rapid progression occurred on both ears almost simultaneously in three patients and at
different times in two patients, with the periods between the ears being 1 and 7 years,
respectively, and only on one ear in two patients (Figure 3 and Supplementary Figure S3).
Although all these patients were treated with oral or systemic steroids, their hearing did
not show any improvement. The heteroplasmy level ranged from 9% to 30% (mean: 20%)
in seven patients, who showed rapid progression of hearing loss, and from 3% to 37%
(mean: 23%) in the remaining eight patients, with no significant difference between them.
The age-corrected heteroplasmy level ranged from 18.4% to 95.7% (mean: 68.6%) in seven
patients, who showed rapid progression of hearing loss, and from 20.2% to 81.6% (mean:
64.4%) in the remaining eight patients, with no significant difference between them.

The mean rate of the progression of hearing loss in all 15 patients was 5.5 dB per year.
In eight patients, who did not show rapid deterioration of hearing, the progression rate of
hearing loss was 3.0 dB per year, while it was 1.9 dB per year before the rapid deterioration
in seven patients. When the progression rate of hearing loss prior to the rapid deterioration
in the latter was added to the calculation, the mean progression rate of hearing loss was
2.5 dB per year in all patients. When the progression rate of hearing loss prior to the
rapid deterioration in the latter was added to the calculation, the mean progression rate of
hearing loss was 2.5 dB per year in all 15 patients and did not differ significantly between
the patients with and without rapid deterioration in hearing.

Caloric and cVEMP tests were performed in 13 out of 15 patients. In the caloric test,
4 (30%) out of 13 patients showed unilaterally decreased response, and 6 (46%) showed
bilaterally decreased response. In cVEMP, 6 (46%) out of 13 patients showed unilateral
abnormalities, and 7 (54%) showed bilateral abnormalities.
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Table 1. Demographic characteristics of the patients.
Age- Right HL Left Progression Rapid Onset of
Heteroplasmy Corrected O:mmwn of at First HL at w.ﬁm.om Decline Balance Caloric O.: set of
Level W_MM“M Gender HMM“MWH_MV Visit First Visit EMMMMW of cl Disorder Test cVEMP U_AMWOm.”mm MIDD/MELAS
Level (dBHL) (dBHL) (dBly) Hearing (y.0.)

37 81.6 F 15 313 58.8 42 NE NE 24 MELAS

36 95.7 M 15 38.8 43.8 2.5 y 31 UNI-H UNI-N.R. 22 MIDD

32 74.0 F 15 40 41.3 2.5 24 NOR UNI-N.R. 22 MIDD

30 93.8 F 32 438 55 48 y y 54 NOR UNI-N.R. 39 MIDD

30 81.6 F 30 53.8 55 1.1 33 UNI-H BI-N.R. 10 MIDD

29 82.6 F 31 33.8 36.3 9.7 y y 31 UNI-H UNI-N.R. 21 MIDD

29 71.9 F 22 62.5 32.5 2.1 13 BI-H BI-N.R. 26 MIDD

25 71.2 F 15 62.5 76.3 6.6 y 30 BI-H BI-N.R. 21 MELAS

21 81.0 F 45 57.5 50 4 y y 45 BI-H BI-N.R. 45 MIDD _.N
15 62.0 F 10 80 80 26.5 y y BI-H BI-N.R. 26 MIDD —
14 82.1 M 30 95 86.3 4.5 y 61 UNI-H UNI-N.R. 33 MELAS

14 438 M 37 25 25 23 y NOR BI-N.R. 31 MELAS

9 355 F 30 50 43.8 5 y 47 BI-H BI-N.R. 26 MIDD

5 20.2 M 46 31.3 25 3.25 NE NE 20 MIDD

3 18.4 F 56 66.3 68.8 3.95 BI-H UNI-N.R. 47 MIDD

BI-H: bilateral hyporeflexia; BI-N.R.: bilateral no-response; CI: cochlear implantation; cVEMP: cervical vestibular-evoked myogenic potential; F: female; HL: hearing level; M: male;
MELAS: mitochondrial encephalomyopathy, lactic acidosis, and stroke-like episodes; MIDD: maternally inherited diabetes and deafness; NE: not examined; NOR: normal; UNI-H:

unilateral hyporeflexia; UNI-N.R.: unilateral hyporeflexia; y: yes; y.0.: years old; yr: year.
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Figure 1. Chronological progression of hearing level from the first visit. The different color indicates
the different patient, and the same color indicates the same patient.
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Figure 2. Relationship between patients’ age and progression of their hearing loss. The different color
indicates the different patient, and the same color indicates the same patient.
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Figure 3. Chronological change in hearing level from the first visit in patients who showed a rapid
decline in hearing. The different color indicates the different patient, and the same color indicates the
same patient. The solid lines with the shaped mark: right ear. The dashed line with the triangle mark:
left ear. Two patients (light green and blue) only have one ear shown because the rapid decline was
only seen in one ear.
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The mean age of onset of hearing loss, diabetes, and balance disorder was 28.6, 27.5,
and 36.9 years, respectively (Figure 4). Based on the Shapiro-Wilk test, the p-values for the
age of onset of hearing loss, diabetes, and balance disorder were 0.269, 0.400, and 0.189.
The onset of balance disorder was delayed, compared with hearing loss and diabetes, but
the difference was not statistically significant. However, balance disorder did not manifest
in five patients until the end of the observation period; if we assume that the balance
disorder appeared in these five patients one year later than the end of the observation
period, the difference would be statistically significant (p = 0.0092 vs. diabetes; p = 0.0161
vs. hearing loss).

S0 =

30

bo4—{

20

Age of onset of symptom (y.o0.)
8

Diabetes Hearing loss Balance disorder

Figure 4. Age of the onset of diabetes, hearing loss, and balance disorder. Blue upper long bar, upper
whisker; blue upper short bar, upper quartile; blue center short bar, median; blue lower short bar,
lower quartile; blue lower long bar, lower whisker.

Figure 5a shows the relationship between the heteroplasmy level and the ages of onset
of hearing loss, diabetes mellitus, and balance—gait disorder and between the heteroplasmy
levels and the progression rate of hearing loss. The heteroplasmy levels showed a significant
relationship with the onset of hearing loss (p = 0.0095); hearing loss appeared at a younger
age in patients with higher heteroplasmy levels. Such a trend was also observed in the
relationship between the heteroplasmy levels and the onset of balance disorder. The
heteroplasmy levels were not associated with the onset of diabetes or the progression rate
of hearing loss.

Figure 5b shows the relationship between the age-corrected heteroplasmy level and the
ages of onset of hearing loss, diabetes mellitus, and balance—gait disorder, and between the
heteroplasmy level and the progression rate of hearing loss. Age-corrected heteroplasmy
levels showed significant correlations with the onset of hearing loss (p = 0.0291) and the
onset of balance disorder (p = 0.0334); balance disorder appeared at a younger age in
patients with higher age-corrected heteroplasmy. Age-corrected heteroplasmy level was
not associated with the onset of diabetes or the progression rate of hearing loss.
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Figure 5. (a) Relationship between heteroplasmy level and the onset of hearing loss, balance-gait
disorders, and diabetes mellitus and the progression rate of hearing loss; (b) relationship between
age-corrected heteroplasmy level and the onset of hearing loss, balance disorders, and diabetes
mellitus and the progression rate of hearing loss. The red lines: the regression lines.

4. Discussion

The current study evaluated the hearing in 15 patients with m.3243A>G mutation of
mtDNA in the long-term period from 2 to 26 years (mean: 12.8 years) after their first hearing
test. The mean age of onset of hearing loss was 28.6 years; hearing loss occurred between
10 and 56 years old. The age of onset of hearing loss was correlated with the heteroplasmy
and age-corrected heteroplasmy levels. Initially, from the start of their follow-up, their
hearing loss progressed gradually, but the hearing loss progressed rapidly to deafness in
seven patients during the observation period. The hearing level ranged from 56 to 80 dB
HL before the rapid deterioration of hearing. The progression rate of hearing loss before the
rapid deterioration in these patients did not significantly differ from that in the remaining
eight patients who did not show rapid hearing deterioration. All these results indicate that
it is difficult to predict the rapid hearing decline in patients with m.3243A>G mutation of
mtDNA. Oral or systemic steroid treatment was not effective in improving hearing loss.

Unlike m.1555A>G mutation, hearing loss caused by m.3243A>G mutation of mtDNA
is progressive. When we first reported the audiological findings of five patients with this
mutation in 1996, the progression rate of hearing loss ranged from 1.5 to 7.9 dB per year [8].
Since other studies have not reported the progression rate of hearing loss, it has not been
unclear how rapidly the hearing declines in patients with the m.3243A>G mutation. In
the current study, the progression rate of hearing loss ranged from 1.1 to 26.5 dB per year,
with a mean of 5.5 dB per year. The progression rate of hearing loss was 3.0 dB per year in
eight patients without rapid deterioration of hearing and 1.9 dB per year prior to the rapid
deterioration in the remaining seven patients. When only the progression rate of hearing
loss prior to the rapid deterioration in the latter was added in the calculation, the mean
progression rate of hearing loss was 2.5 dB per year in all patients. This progression rate of
hearing loss is more rapid than that seen in elderly subjects with age-related hearing loss.
Therefore, patients with m.3243A>G mutation should be informed that their hearing loss
will progress by an average of 25 dB after 10 years and advised to start wearing hearing
aids at an early stage and structure their future living environment.

In the current study, the rapid progression of hearing loss occurred in 7 out of
15 patients, in both ears almost simultaneously in 3 patients, at different times in 2 pa-
tients, and only on one ear in 2 patients. This finding is quite interesting since such a rapid
decline in hearing has not been reported except in one study. Oshima et al. (1996) reported
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the case of a 35-year-old woman with a complaint of right hearing loss and tinnitus in
whom the pure-tone audiogram demonstrated 40 dB flat-type sensorineural hearing loss
on the left and 85 dB saucer-type sensorineural hearing loss on the right ear [9]. Although
the hearing at middle frequencies on the right ear improved after oral administration of
steroids, it fluctuated and did not respond to oral administration of steroids or glycerol
thereafter. Since hearing did not improve by oral or systemic administration of steroids in
any of our patients, the pathophysiology of the fluctuating hearing in the case reported by
Oshima et al. [9] is likely different from that of rapid hearing progression in our patients.

In our case series, the rapid decline in hearing occurred after the hearing loss exceeded
55 dB HL. Prior to the rapid progression of hearing loss, their hearing level ranged from 56
to 80 dB HL. It is unclear why such a rapid decrease in hearing occurred. Since the rapid
decline in patients” hearing was not associated with worsening of the pre-existing signs and
symptoms or other signs and symptomes, it is unlikely that it was caused by a rapid decline
in systemic mitochondrial function, at least in the four patients who had rapid hearing loss
in both ears at different times or only in one ear. It is possible that the vascular supply to
the cochlea was compromised due to diabetes mellitus or the stroke-like episode seen in
MELAS. It is also possible that the endolymphatic potential was rapidly reduced due to the
acute impairment of energy production in the stria vascularis.

Human temporal bone histopathological studies in patients with MIDD and MELAS
showed that the stria vascularis most severely degenerated [27-29]; in a patient with MIDD,
there was marked degeneration of the stria vascularis and outer hair cells throughout the
cochlea, as well as a reduction in the number of spiral ganglion cells at the base [27]. Severe
degeneration of the stria vascularis and degenerative change in the spiral ganglion cells
were observed in two patients with MELAS, in whom quantitative DNA studies showed
that the proportion of mutant to wild-type mtDNA was similar in both histologically af-
fected and unaffected tissues within the inner ear. Long-term administration of germanium
dioxide causes renal failure, emaciation, and muscle weakness in humans [30,31] and body
weight loss, myopathy, and nephropathy in rats. The skeletal muscles of rats treated with
germanium dioxide showed numerous ragged-red fibers, cytochrome c oxidase-deficient
fibers, and the accumulation of electron-dense material in the mitochondria [30,32,33],
which resembles the pathological findings observed in patients with mitochondrial en-
cephalomyopathy. We previously reported that guinea pigs fed chows containing 0.5%
germanium dioxide for 2 months developed hearing loss, mainly due to the degeneration
of the stria vascularis and cochlear supporting cells, and exhibited decreased cytochrome ¢
oxidase activity in the skeletal muscles and kidney [34]. No apparent pathological changes
were observed in the utricle, semicircular canal, or the cochlear or vestibular nerve fibers,
indicating that germanium dioxide-induced mitochondrial dysfunction mainly affects the
stria vascularis and supporting cells in the cochlea, as in the skeletal muscles and kid-
ney, causing hearing impairment in the guinea pigs. This animal study also supported
the importance of mitochondrial function in the stria vascularis for the maintenance of
hearing function.

In the present study, patients noted balance—gait disorder later, compared with hearing
loss, and five patients were not aware of balance or gait disorder. Balance-gait disorder
tended to appear later, compared with hearing loss and diabetes mellitus. The use of
cVEMP is essential in the diagnosis of saccular dysfunction in patients with moderate-
to-profound sensorineural hearing loss [35]. The low metabolic rate of the vestibular
apparatus, compared with that of the stria vascularis, may make the vestibule more resistant
to mtDNA mutations, leading to a later onset of vestibular dysfunction [21]. However, in
13 patients who underwent caloric and cVEMP tests, 4 (31%) and 6 patients (46%) showed
decreased response unilaterally and bilaterally, respectively, in the caloric test, and 6 (46%)
and 7 patients (54%) showed abnormalities unilaterally and bilaterally, respectively, in the
cVEMP test. The caloric test evaluates the function of the lateral semicircular canal and
the superior vestibular nerve, and the cVEMP evaluates the function of the saccule and
the inferior vestibular nerve. Therefore, the vestibular systems, semicircular canals, and
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otolith organs are also frequently involved in patients with m.3243A>G mutation. Balance
and gait disturbances may not become apparent until the vestibular function is severely
impaired. It is interesting to note that seven patients with m.3243A>G mutation who had
abnormal findings in the caloric and cVEMP tests showed normal responses in the galvanic
VEMP test [18], which indicates that the peripheral vestibular end-organs are primarily
affected similarly to the auditory system.

Human temporal bone histopathological studies on MIDD and MELAS demonstrated
conflicting findings in terms of the degeneration of the vestibular systems. In a patient
with MIDD, the vestibular end-organs, including the utricle and semicircular canals, were
well preserved [6], whereas two patients with MELAS showed degenerative changes in the
vestibular end-organs and Scarpa’s ganglions [29]. In one of these MELAS patients, there
was a pathological collapse of the membranous wall of the saccule and significant hair
cell loss in the saccular macula, utricular maculae, and the cristae of all three semicircular
canals [29]. In another patient with MELAS, the hair cells in both cristae and maculae were
reduced, and the numbers of Scarpa ganglion cells were reduced to approximately 70% of
the mean counts of age-matched control samples [29].

It has been reported that the disease severity and the expression pattern of the im-
pairment across organs and tissues may vary in mitochondrial diseases, depending on the
heteroplasmy levels. In general, patients with a higher heteroplasmy level exhibit more se-
vere phenotypes, although the correlation may be weak [26,36-38]. Since the heteroplasmy
level in the inner ear cannot be assessed clinically, we adopted the heteroplasmy level in
peripheral leucocytes and found that the heteroplasmy level correlated with the onset of
hearing loss; hearing loss developed at a younger age in patients with higher heteroplasmy.
Previous studies also demonstrated that hearing loss developed earlier in patients with
higher heteroplasmy levels [7,11]. The onset of balance-gait disorder correlated weakly
with heteroplasmy level but significantly with age-corrected heteroplasmy level. The het-
eroplasmy level and age-corrected heteroplasmy level did not correlate with the onset
of diabetes mellitus. Iwasaki et al. (2011) reported no correlation between heteroplasmy
and onset of balance or gait disorder in 13 unrelated patients with m.3243A>G muta-
tion [18]. Other studies showed a negative correlation between the onset of diabetes and
heteroplasmy [11,39]. These discrepancies may be due to the small sample sizes, different
phenotypes, and different stages of disease among reports. For example, in the current
study, only patients with complaints of hearing loss were enrolled; therefore, there were
two patients who did not have diabetes mellitus at the time of initial examination. Such bias
in patient selection may have resulted in different correlations between the heteroplasmy
levels and the onset of diabetes mellitus or balance—gait disorder.

It is worthy to note that the heteroplasmy and age-corrected heteroplasmy levels did
not correlate with the progression rate of hearing loss or the presence of a rapid decline in
hearing in our cases. It is unclear whether such a trend is also observed in other organs
or tissues. De Laat et al. [36] scored disease severity using the Newcastle Mitochondrial
Disease Adult Scale (NMDAS), including SF-36 quality of life (QoL) scores, and measured
heteroplasmy levels in urinary epithelial cells, leucocytes, and saliva in 151 carriers of
m.3243A>G mutation of mtDNA; their results indicate a yearly increase in NMDAS score
of 0.47 point in the total group and that heteroplasmy levels in both leucocytes and urinary
epithelial cells were only weakly correlated with disease severity. They also observed
that physical QoL declined with age and that the most important determinants of QoL
decline were hearing loss, speech problems, exercise intolerance, gait instability, psychiatric
problems, and gastrointestinal involvement.

No medication is known to prevent or slow the progression of hearing loss associated
with m.3243A>G mutation of mtDNA. Since the hearing loss involves mainly the cochlea,
hearing aids are effective until the hearing loss becomes severe to profound. When hearing
aids become ineffective for oral communication, cochlear implantation, which directly stim-
ulates the auditory nerve, is recommended [40]. In the present study, six patients received
a cochlear implant at our department, and all patients except one who developed cerebral
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stroke 5 months after the cochlear implant surgery achieved good speech perception. As
mentioned above, temporal bone histopathological studies demonstrated that the spiral
ganglion cells were relatively well preserved in a patient with MIDD and degenerated
in patients with MELAS, whereas the stria vascularis was severely degenerated [26,28].
Since hearing thresholds mainly reflects the functions of the cochlear cells, such as the
hair cells and stria vascularis, it is presumed that the retro-cochlear auditory pathways,
including the spiral ganglion cells, are still relatively well preserved when patients become
profoundly deaf, which explains the high efficacy of cochlear implants. However, during
long-term follow-up in the patients who have cochlear implantation with mitochondrial
gene mutation, some patients who initially showed good speech perception exhibited
deterioration of speech perception [41]. Therefore, patients receiving cochlear implantation
should be carefully monitored over the long term.

5. Conclusions

This study evaluating the hearing in 15 patients with m.3243A>G mutation in mtDNA
in the long-term period demonstrated that hearing loss occurred from 10 to 56 years of age,
that the age of onset of hearing loss was correlated with heteroplasmy and age-corrected
heteroplasmy levels, that the hearing loss progressed gradually initially, and that the rapid
decline in hearing loss to profound deafness occurred in approximately half of the patients
during the observation period. The hearing level prior to the rapid decline ranged from
56 to 80 dB HL, and the progression rate of hearing loss prior to the rapid decline was
not significantly different from that in the remaining patients, who did not experience a
rapid decline in hearing. Heteroplasmy and age-corrected heteroplasmy levels did not
correlate with the presence of rapid progression of hearing loss or with the progression
rate of hearing loss. These results indicate that it is difficult to predict the rapid decline
in hearing in patients with m.3243A>G mutation of mtDNA. Neither oral nor systemic
steroid treatment was effective in improving hearing loss.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/1ife12040543 /s1, Figure S1: Chronological progression of hearing
level from the first visit, Figure 52: Relationship between patients” age and progression of their
hearing loss, Figure S3: Chronological change in hearing level from the first visit in patients who
showed rapid decline in hearing.
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Abstract: Clinical evidence of the effectiveness of cochlear implantation for hearing loss with mi-
tochondrial DNA mutation is limited. Most reports have only described short-term postoperative
speech perception, which may not reflect the limitations of cochlear implantation caused by progres-
sive retrocochlear dysfunction. The present study aimed to investigate long-term speech perception
after cochlear implantation in patients with severe to profound hearing loss associated with mitochon-
drial DNA mutation. A retrospective chart review was performed on patients with mitochondrial
DNA mutation who had undergone cochlear implantation at the Department of Otolaryngology
and Head and Neck Surgery at the University of Tokyo Hospital. We extracted data on causative
mutations, clinical types, clinical course, perioperative complications, and short-term and long-term
postoperative speech perception. Nine patients with mitochondrial DNA mutation underwent
cochlear implantation. The mean observation period was 5.5 + 4.2 years (range, 1-13 years), and
seven patients were followed for more than 3 years. Two of the seven patients who initially showed
good speech perception exhibited deterioration during long-term follow-up. The absence of an
acute progression of cognitive decline in patients, showing a gradual decrease in speech perception,
suggests that the deterioration of speech perception was caused by progressive retrocochlear de-
generation. Although most patients with mitochondrial DNA mutation maintained good speech
perception for more than 3 years after cochlear implantation, retrocochlear degeneration could cause
the deterioration of speech perception during long-term follow-up.

Keywords: cochlear implantation; retrocochlear dysfunction; mitochondrial gene mutations

1. Introduction

Mitochondria play an important role in intracellular adenosine triphosphate produc-
tion by oxidative phosphorylation, an essential energy source in nucleated cells. Muta-
tions in mitochondrial DNA (mtDNA) cause dysfunction, especially in tissues with high
metabolic demands. In patients with mtDNA mutations, organs that rely on aerobic energy
production, such as the visual pathway, heart, central nervous system, and skeletal muscle,
are primarily affected. The auditory pathway, including the cochlea, also has large energy
demand; therefore, the auditory pathway is an organ that can be profoundly affected by
mitochondrial disorders [1-3].
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More than half of the patients with mtDNA mutations are affected by a hearing im-
pairment at some time during the disease course [4—6]. Pathological mutations of the
mtDNA have been commonly found at the transfer RNAs (tRNAs). To date, more than
90 point mutations in 21 of the 22 mitochondrial tRNA genes have been reported [7,8].
Most of these mutations result in a decreased rate of mitochondrial protein synthesis,
causing a deficiency in the energy metabolism of the cell [9]. Approximately 50 muta-
tions of the tRNA genes have been associated with deafness [10]. Associated features of
hearing loss include encephalomyopathy, lactic acidosis and stroke-like episodes (MELAS
syndrome), diabetes (maternally inherited diabetes and deafness, or MIDD, syndrome),
ophthalmoplegia (chronic progressive external ophthalmoplegia, or CPEO, syndrome),
cardiac conduction abnormalities with retinopathy and ophthalmoplegia (Kearns-Sayre
syndrome), myoclonus epilepsy (myoclonus epilepsy associated with ragged-red fiber,
or MERREF, syndrome), ptosis, ophthalmoplegia, gastrointestinal dysmotility, cachexia,
peripheral neuropathy, and leukoencephalopathy (mitochondrial neurogastrointestinal
encephalopathy, or MNGIE, syndrome). Hearing loss is usually gradual at onset, initially
occurs at high frequencies, is predominantly bilaterally symmetrical, and progresses to pro-
found. Hearing loss in patients with mitochondrial diseases is mainly attributed to cochlear
dysfunction [11-15], but mitochondrial disorders can also affect the central nervous system,
including the central auditory pathway, and can cause psychomotor regression [4,16-19].
Roesch et al. [20] conducted a systematic review of knowledge on hearing loss in genet-
ically proven mitochondrial disease in children. A total of 75 patients from 23 studies
were included in the analysis. Retrocochlear hearing loss was found more often (33 out of
75 patients) than expected. Affected genes included OPA1 in 14 patients, FDXR in seven
patients, and MT-TL1 in six patients. The clinical courses of these patients, including the
age of onset and disease severity, showed diverse characteristics. Takahashi et al. [21]
reported histopathological examinations of human temporal bones in MELAS patients and
found severe degeneration of the stria vascularis and the spiral ganglion cells. There was
severe atrophy of the stria vascularis in all turns of the cochlea, and the remaining stria
cells showed vacuole formation and the presence of small, dark-staining, round, and ovoid
cells. Both the outer and inner hair cells were generally present, with scattered losses in the
lower basal turns. In addition to these findings, the total number of spiral ganglion cells
was reduced when compared with the mean values of normal newborn and age-matched
control samples, representing a mild neuronal loss. Many spiral ganglion cells showed
varying degrees of degenerative change, as evidenced by faint staining of the cytoplasm,
loss of cell membrane outline, and loss of nuclear definition. Other histopathological exami-
nations of the human temporal bone also demonstrated that mtDNA A3243G mutation can
involve not only the stria vascularis and hair cells but also the spiral ganglion cells [22,23].

A defect in the inner hair cells, the auditory nerve, the connection between them, or
the connection between the nerve and brain can lead to auditory neuropathy spectrum
disorder (ANSD). ANSD has been reported to be associated with head injury; infections
due to various viruses such as measles, mumps, and cytomegalovirus; and high fever and
is also caused by specific gene mutations, such as OTOF. ANSD is characteristic of relatively
mild hearing impairment with abnormal ABR response and poor speech recognition score,
while distortion product otoacoustic emission (DPOAE) is normal [24,25]. In a report
from Leruez et al. [26], 8 out of 19 patients with OPA1 gene mutation were reported to
have suspected ANSD. Sakai et al. [27] reported a patient with normal DPOAE who had
fluctuation of hearing threshold measured by ABR; because the peak latency of wave I
and wave V and the intervals of waves I-V were markedly delayed, the existence of a
retrocochlear problem was speculated to be a cause of hearing loss.

Cochlear implantation (CI) for patients with severe to profound hearing loss associated
with mtDNA mutations has been reported [19,21-23,28-35]. Howes et al. [36] reported a
case of MIDD with a speech score of 67% at one-month follow-up. Yasumura et al. [37]
reported a case of MELAS with a speech score of 72% at 3-month follow-up. Li et al. [34]
reported a case of MNGIE with a speech score of 56% at 3-month follow-up. All of these
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reports emphasized that CI is generally effective for patients with mtDNA mutations, but
most of them only described speech perception in the short-term postoperative period.
Therefore, it is unclear whether the effectiveness of CI is limited by the progression of
retrocochlear dysfunction and/or cognitive decline associated with mitochondrial disorder.
In fact, a patient has been reported to show poor postoperative speech perception associated
with cognitive problems in relatively long-term follow-up [38].

In the present study, we investigated not only short-term but also long-term speech per-
ception after CI in patients with profound hearing loss associated with mtDNA mutation.

2. Materials and Methods

A retrospective chart review was performed on patients who had undergone CI at the
Department of Otolaryngology and Head and Neck Surgery at the University of Tokyo Hos-
pital from 1991 to 2019. Nine patients were diagnosed with mtDNA mutations via genetic
testing, and the additional information extracted included the causative mutations, clinical
types, clinical course, perioperative complications, and postoperative speech perception.
The Fukuda version of the monosyllabic speech perception test was used to evaluate speech
perception before and after CI. Speech performance in noise was evaluated in four patients,
including two patients examined twice, using a CI-2004 Japanese open-set sentence test.
Tests were performed in quiet, SN20 and SN10. A DPOAE test and a promontory stim-
ulation test were performed to differentiate between retrocochlear and cochlear hearing
loss. Cases with obvious decline in attention, executive function, learning/memory, lan-
guage, perceptual /motor functions, and social cognitive functions during the examination
or as reported by family members were considered to have cognitive deterioration. The
present study was approved by the Regional Ethical Standards Committee of the Faculty
of Medicine at the University of Tokyo (application number 2487) and was conducted in
accordance with the tenets of the Declaration of Helsinki. Written informed consent was
obtained from the patients for publication of this study.

3. Results
3.1. Patient Characteristics

The characteristics of the nine patients with mtDNA mutations who underwent CI
are shown in Table 1. The mean age at CI was 45.0 &= 11.5 years (range, 22-64 years), and
the mean observation period was 5.5 &+ 4.2 years (range, 1-13 years). A3243G mutation
was identified in seven patients and RRM2B mutation and A8296G mutation were each
identified in one patient. Of the seven patients with A3243G mutation, six patients were
diagnosed with MIDD, and one was diagnosed with MELAS. A patient with the RRM2B
mutation was diagnosed with CPEQ, and a patient with the A8296G mutation only had
hearing loss. Among the subjects, there were no suspicious findings of cognitive decline
preoperatively. No patients showed any response in DPOAE tests, indicating that hearing
loss involved the cochlea. All patients except one (patient 7) showed good response in
promontory stimulation tests, which indicates that the retrocochlear auditory pathway was
markedly involved in patient 7 but not in others.
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Table 1. Summary of patients.
. . Causative Age of O.n set Age (?f Age at CI ObserYatlon Associated
Patient Disease Mutations of Hearing Becoming (vears) Period Svmptoms
Loss (years)  Deaf (years) y (years) ymp
1 MIDD A3243G 30 53 53 34 diabetes
2 MIDD A3243G 32 46 46 13 diabetes
3 MIDD A3243G 38 44 44 12.2 diabetes
4 MIDD A3243G 27 64 64 1.2 diabetes
5 MIDD A3243G 10 50 51 6.2 diabetes
6 MIDD A3243G 14 36 37 3.1 diabetes
myopathy, lactic
7 MELAS A3243G 10 44 46 4.0 acidosis, stroke-like
episode
8 - A8296G 7 21 22 45 -
9 CPEO RRM2Bs 5 43 43 2.2 mild external
ophthalmoplegia
Abbreviations: MIDD, maternally inherited diabetes with deafness; MELAS, mitochondrial myopathy, en-
cephalopathy, lactic acidosis, and stroke-like episodes; CPEO, chronic progressive external ophthalmoplegia;
CI, cochlear implantation.
3.2. Surgical Findings
No complications were observed during the surgery in any patient. A CI24M (Cochlear®,
Lane Cove, Australia) electrode was used in patients 1, 2, and 3; a CI24RE (Cochlear®)
electrode in patients 4, 5, 6, 7, and 9; and a CI422 (Cochlear®) electrode in patient 8. As
there were no malformed cochlear cases in this series, we chose the latest electrode at
surgery. All patients received CI only in the unilateral ear. Full insertion of CI electrodes
was achieved in all patients. Electrically evoked compound action potentials were detected
in all electrodes in all patients.
3.3. Postoperative Speech Perception
Postoperative speech perception results within 14 months after CI are shown in
Figure 1. Seven patients achieved scores of >50% in the Fukuda version of the mono-
syllabic speech perception test after CI, whereas two patients achieved scores of <50%
(patients 1 and 3).
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Figure 1. Short-term results of postoperative speech perception. Seven patients (B,D-I) achieved
scores > 50% after CI, and two patients (A,C) achieved poorer outcomes. CI, cochlear implantation.

The results of long-term postoperative speech perception are shown in Figure 2. Of the
seven patients who were followed for more than 3 years, three patients (patients 2, 3, and 5)
were followed for more than 5 years. Three patients (patients 2, 3, and 7) showed a decrease
in postoperative speech perception of 20% or more. Patient 2 had no identifiable reasons
for an acute deterioration in the first year and a gradual deterioration during the long-term
follow-up. There was no sign of device failure, such as increasing impedances, an increase
in clinical threshold level, or a reduced number of available electrodes in the course of
deterioration of speech perception. In patient 3, a temporal shift in speech perception
improved after mapping modification, and thereafter, no changes were observed during
the long-term follow-up period. In patient 7, an acute deterioration in the first year was
attributed to high-order brain dysfunction caused by cerebral infarction, but this episode
did not cause the limited usage of the implant or make it difficult to conduct a speech
perception test. After this episode, she showed a progressive decline in speech perception,
despite the absence of an additional central episode or cognitive decline. There was no
sign of device failure, such as increasing impedances, increases in threshold level by NRT,
increases in clinical threshold level, or a reduced number of available electrodes in the
course of deterioration of speech perception.

The results of sentence recognition tests in noise in four patients are shown in Table 2.
Noise significantly influenced speech perception in one patient (patient 4), showing a poor
score even in quiet conditions; this patient showed a progressive decline in the monosyllabic
speech perception test. The other three patients maintained good scores under noise
exposure, and two of them, who were examined twice using a sentence recognition test in
noise, showed stable performance for more than three years; these patients also showed
stable performance in long-term monosyllabic speech perception tests.
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Figure 2. Long-term results of postoperative speech perception. Postoperative speech perception for
seven patients. * Three patients with speech perception reduced by 20% or more.

Table 2. Results of speech in noise test.

Patient Tested Year (Years after CI) In Quiet (%) S/N20 (%) S/N10 (%)
4 5.2 45 20 -
5 1.3 95 95 58
3.9 100 95 78
6 1.5 98 97 73
8 1.5 98 100 57
3 100 92 -

A CI 2004 speech test was conducted in four patients at some point after CI. CI, cochlear implantation.

4. Discussion

In the present study, we investigated the short-term and long-term postoperative
speech perception in nine patients who underwent CI for profound hearing loss with
mtDNA mutation. Seven patients exhibited a good score of >50% in the Fukuda version of
the monosyllabic speech perception test during the first postoperative year, but two of the
seven patients showed deterioration during the long-term follow-up period. The short-term
results in the current study agree with those in previous reports. Sinnathuray et al. [6] com-
pared the results of postoperative speech perception in 12 patients with mtDNA mutations
from 1997 to 2002 and reported good results irrespective of disease type, severity, and
duration of hearing loss. Nawal et al. [39] conducted a systematic review of cochlear im-
plantation outcomes in patients with mitochondrial hearing loss. In that study, 13 patients
from 11 studies performed speech perception tests, and 10 out of 11 patients scored more
than 50% in either speech, word, or phoneme recognition tests.

Deafness associated with mtDNA abnormalities is mainly attributed to dysfunction
of the inner ear [11-15], but the retrocochlear auditory pathway may also be
involved [4,16,17,21-23]. Short-term improvements in speech perception after CI may
wane during long-term follow-up due to the degeneration of the spiral ganglion cells
or cognitive decline due to progressive mitochondrial disorder. In a recently reported
retrospective case series of five patients with mitochondrial diseases, including MELAS and
MIDD, speech perception was preserved during the long-term follow-up period in four
patients, but one patient could only use implants for several hours per day and could not
conduct the speech perception test within 2 years of surgery [38]. In that report, the authors

192



Life 2022, 12, 482

8of 11

speculated that cognitive decline from the disease made the patient unable to recognize the
importance of using the implant for the establishment of speech perception.

In the current study, two patients who initially achieved good speech perception ex-
hibited a decrease in speech perception during the long-term follow-up period. In patient 2,
neither cognitive decline nor deterioration of the device itself, such as a decrease in the
number of available electrodes or an increase in the impedance of electrodes, were observed;
therefore, progressive retrocochlear dysfunction was considered as the cause of the dete-
rioration in speech perception. In another patient (patient 7), the initial decline in speech
perception was associated with cerebral infarction, but the absence of additional central
episodes, cognitive decline, or deterioration of the device itself thereafter suggests that the
decline in speech perception during the long-term follow-up after cerebral infarction may
be associated with progressive retrocochlear impairment associated with mtDNA mutation.

Previous studies [22-37,40,41] and short-term observations in the present study indi-
cate that patients with mtDNA mutations are good candidates for CI. Notably, however,
the long-term observations in the present study also suggest that retrocochlear dysfunction
may be responsible for the long-term deterioration of speech perception after CI in pa-
tients with mtDNA mutations. Several reports [42-44] have investigated long-term speech
performance in patients receiving CI and have observed no decline in speech perception
performance. For example, Hilly et al. [42] examined 87 cochlear implant recipients, includ-
ing 22 patients over 70 years of age, with a mean follow-up of 6.8 years, and found that
most patients had a stable outcome during the follow-up period. Even in patients who are
older, 13.6 percent improved and none had a reduction in score of more than 20 percent.
Dillon et al. [43] followed 14 cochlear implant recipients aged 65 years and older for at least
10 years and found that consonant-nucleus—consonant word scores were stable between
6 months and 1 year of listening experience, improved significantly between 1 year and
5 years, and were stable between 5 years and 10 years. Hearing in Noise Test sentence
scores in quiet and in noise showed a similar pattern, with stability in performance between
the 6-month to 1-year and 5-year to 10-year follow-up intervals, and significantly improved
performance between the 1-year and 5-year follow-up intervals. Therefore, diagnosis of
mitochondrial diseases will have an impact on long-term performance of CI as well as
future progression of hearing loss. Although CI has the potential to improve the quality
of life in these patients, surgeons need to provide information about the possibility of
gradual deterioration of speech perception in the long term after CI, so that patients and
their families can prepare their future living environments and support. At our institution,
we evaluate for mitochondrial genetic abnormalities at the time of initial consultation in
patients with symptoms and signs suggestive of maternal inheritance.

Because no objective assessment data were available to confirm the progression of
retrocochlear dysfunction, there were no clear predictors of the deterioration of speech
perception during the long-term follow-up period. Preoperative diagnosis of retrocochlear
involvement may have some impact on long-term performance of CI. All patients in our
case series showed an absence of DPOAE response, indicating cochlear involvement. Ab-
sent or poor response in promontory stimulation tests indicates retrocochlear dysfunction.
In the present study, two patients showed deterioration of speech performance during
follow-up; one of them (patient 7) showed poor response in the promontory stimulation
test, but the other (patient 2) showed good response. Therefore, it is unclear if preoperative
retrocochlear involvement can predict the decline in speech perception in the long-term
period. Breneman et al. [45] reported a long-term outcome of cochlear implantation in
patients with auditory neuropathy spectrum disorder (ANSD). In that study, 35 patients
with a follow-up period of more than six years on average showed as good a response as
children with non-ANSD SNHL, which suggests that diagnosis of retrocochlear disease is
not sufficient to predict the long-term benefit of CI. Superficial hemosiderosis is also known
to present retrocochlear deafness. In a systematic review by Chaudhry et al. [46], 31 out
of 44 patients showed improved hearing outcomes following CI, and 22 implants had
sustained benefit at the last follow-up. They concluded that longevity of benefit was diffi-
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cult to predict because of the progressive nature of the disease and a lack of preoperative
prognosticators. Pijl et al. [41] used electrically evoked auditory brainstem response (EABR)
and middle latency response (MLR) data derived from two patients with Kearns—Sayre
syndrome and found that EABR and MLR were useful for distinguishing between cochlear
and retrocochlear hearing loss and for predicting outcomes after CI. Rosenthal et al. [40]
reported EABR and MLR data derived from a patient with MELAS syndrome who had sig-
nificant central nervous system deficits, and proposed prioritizing MLR testing rather than
EABR to evaluate the integrity of the auditory pathway. Introduction of these examinations
may be useful for the prediction of future performance.

There have been several reports that older adult cochlear implant users have poorer
performance of speech in noise compared to younger adults. This may be due to the fact
that listening in noise is more susceptible to retrocochlear auditory pathway damage [47,48].
Although the present study could not provide sufficient data, it may be possible to predict
the deterioration of speech performance with progression of retrocochlear dysfunction by
repeated evaluation under noise conditions.

Generally, central nervous system symptoms, such as stroke-like episodes in MELAS
patients, progress slowly [49,50]. Therefore, retrocochlear dysfunction after Cl is also likely
to progress slowly. Long-term observation may reveal deterioration of speech perception
in our patients followed for less than 5 years.

It should be noted that heterogeneity of the presented samples may affect the inter-
pretation of the results because of the relatively small number of cases. Although the time
from deafness to surgery was around one year in most cases, there was diversity in the
onset of hearing loss and the age of surgery. Heteroplasmy is also known to affect disease
severity and the expression pattern of the impairment across organs and tissues [51,52], but
was not analyzed in this study.

5. Conclusions

We retrospectively reviewed short-term and long-term speech perception after CI
in nine patients with deafness associated with mtDNA mutations. Two of the seven
patients who initially achieved good speech perception scores exhibited a deterioration in
speech perception during the long-term follow-up. The absence of acute progression of
cognitive decline in conjunction with the gradual decline in speech perception suggests
that retrocochlear dysfunction associated with mitochondrial disorder could be responsible
for the deterioration of speech perception.
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Abstract

Purpose: To investigate walking ability in Japanese patients with Rett syndrome (RTT).

Methods: Walking ability was assessed in 100 female Japanese patients with RTT using univariate and multivariate analysis in all
age groups, and in patients over 10 years of age. We analyzed walking ability and confounding factors including prenatal-perinatal
histories, developmental milestones, somatic and head growth, anthropometric data, body mass index, age of loss of purposeful
hand use, age at onset of stereotypic hand movement, history of autistic behavior, age at regression, presence or absence of seizures,
and the results of MECP2 genetic examination from the Japanese Rett syndrome database.

Results: Univariate analysis revealed that acquisition of walking in all age groups was significantly correlated with the acquisi-
tion of meaningful words, microcephaly, and crawling (P < 0.0001, P = 0.005, P < 0.0001, respectively). Univariate analysis revealed
that walking ability over 10 years of age was significantly correlated with acquisition of meaningful words, microcephaly, and body
mass index (P < 0,0001, P = 0.005, P = 0.0018, respectively). MECP2 mutations R306C, R133C, and R294X were significantly asso-
ciated with different acquisition of crawling (P = 0.004) and walking (P = 0.01). Multivariate analysis revealed that only acquisition
of meaningful words was significantly correlated with walking ability over 10 years of age. This trend excluded the genetic effects of
R306C, R133C, and R294X.

Conclusions: Meaningful word acquisition was robustly associated with walking ability over 10 years. Prognosis of walking abil-
ity may be predicted by the acquisition of meaningful words. This information is potentially useful for early intervention and the
planning of comprehensive treatment for young children with RTT.
© 2020 The Japanese Society of Child Neurology. Published by Elsevier B.V. All rights reserved.

* Corresponding author.
E-mail address: toyojiro@st-mary-med.or.jp (T. Matsuishi).

https://doi.org/10.1016/j.braindev.2020.06.012
0387-7604/© 2020 The Japanese Society of Child Neurology. Published by Elsevier B.V. All rights reserved.

197


https://doi.org/10.1016/j.braindev.2020.06.012
mailto:toyojiro@st-mary-med.or.jp
https://doi.org/10.1016/j.braindev.2020.06.012
http://crossmark.crossref.org/dialog/?doi=10.1016/j.braindev.2020.06.012&domain=pdf

706 T. Saikusa et al. | Brain & Development 42 (2020) 705-712

Keywords: Rett syndrome; Univariate analysis; Multivariate analysis; Motor function; Ambulation; Methyl-CpG binding protein 2 mutation;

Japanese database

1. Introduction

Rett syndrome (RTT) (OMIM #312750) is a neu-
rodevelopmental disorder primarily affecting females.
Most cases of RTT are caused by de novo mutations
in the gene encoding methyl-CpG binding protein 2
(MECP2) [1]. Approximately 90%-95% of typical RTT
cases exhibit loss-of-function mutations in the MECP2
gene of the X-chromosome [2].

Clinical manifestations include microcephaly, loss of
psychomotor abilities, intellectual disability (ID), autis-
tic behaviors, and hand stereotypies. Recent large
cross-sectional studies revealed substantial clinical vari-
ability in MECP2 mutations [2]. It has been reported
that girls and women with the mutations p.Arg270*
(R270X) or p.Arg255* (R255X) present with more sev-
ere motor disability, whereas those with mutations p.
Arg306Cys*, p.Argl33Cys*, and p.Arg294* (R306C,
R133C, R294X, respectively), and C-terminal deletions
exhibit a milder phenotype, and, in most cases, acquire
the ability to walk [3-7]. However, it is difficult to esti-
mate genotype-phenotype correlations because of the
role of X inactivation. In the present study, we utilized
the Japanese Rett syndrome database (JRSD), which
was established in October 2012 and contains clinical
data from over 102 RTT patients. Walking ability is
important for family counselling and planning for the
provision of care for young children with RTT. In the
current study, we investigated factors related to ambula-
tion ability in young children over 10 years of age with
or without genetic effects, based on the JRSD.

2. Patients and methods
2.1. Japanese Rett syndrome database and subjects

The JRSD is operated by management officers con-
sisting of child neurologists and RTT family associa-
tions, and is supported by the Japanese government.
The registration document is completed with a combina-
tion of parents’ questionnaire responses and doctor’s
examination data after children’s diagnosis with RTT
with clinical criteria and/or genetic abnormality [2]. A
total of 102 female patients with RTT were registered
from October 2012 to December 2015. For the current
study, we obtained informed consent from all RTT par-
ents and ethical approval from each institution. The
JRSD registration document contains prenatal/perinatal
history, developmental milestones, somatic and head
growth, anthropometric data, growth status (body mass

index [BMI]), age at regression, age at development of
stereotypic hand movement, loss of purposeful hand
function, history and age of onset of autistic behavior,
eating and swallowing ability, vocalization/verbaliza-
tion, periodic breathing, hand and foot temperature,
dystonia, tremor, seizures, scoliosis, muscle tonus, den-
tal and oral problems, and genetic examinations.

2.2. Gene testing

Total genomic DNA was prepared from peripheral
blood leukocytes according to standard procedures. Par-
ticipants in this study underwent complete MECP2
mutation analysis, including exon 1 and evaluation for
large DNA rearrangement, by Southern blotting or by
multiple ligation-dependent  probe amplification
(MLPA) analysis. Whole exome sequencing (WES)
was performed in some patients, as previously described

(8.
2.3. Sentinel surveillance and statistical analyses

The Kaplan—Meier method was used to estimate sur-
vival curves and the log-rank test was used to compare
estimated survival curves. In addition, univariate and
multivariate logistic regression models were employed
to test the relationships between walking ability over
10 years of age and other factors. All variables were
visually inspected to assess their distribution. When
variables were judged to be skewed and the normality
assumption was not tenable, non-parametric tests,
Spearman’s rank correlations and Mann-Whitney U-
tests were employed. x> test and Fisher’s exact test were
used to examine the relationships between categorical
variables. P-values less than 0.05 were considered to
indicate significant differences. JMP Pro 13 (SAS insti-
tute, Cary, NC, USA) was used to perform all data anal-
yses. The research protocol was approved by the Ethics
Committees of National Center of Neurology and Psy-
chiatry, and the Ethics Committees of each participating
institution.

3. Results

Two patients were excluded from the study because
of incomplete data for RTT diagnosis, according to
recent clinical diagnostic criteria [2]. We analyzed regis-
tered data from 86 typical and 14 atypical RTT patients.
All patients were female, and ages ranged from 1 year to
43 years of age (mean + SD; 14.5 4+ 11.2 years of age;
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Table 1
Clinical distribution in Japanese Rett Syndrome Database.

707

Symptoms Age at registration
1-5 yrs 6-10yrs 11-15yrs 16-20yrs >21yrs Total
Number of patients 19 25 18 6 32 100
Main criteria
Partial/complete loss of acquired purposeful hand skills 19(100) 23 (92.0) 14 (77.8) 5(83.3) 25 (78.1) 86 (86)
Partial/complete loss of acquired spoken language 10 (52.6) 13 (52.0) 12 (66.7) 4 (66.7) 21 (68.8) 60 (60)
Gait abnormalities 17 (89.4) 22 (88.0) 17 (94.4) 6 (100) 30 (93.8) 92 (92)
Stereotypic hand movements 19 (100) 24 (96.0) 18 (100) 6 (100) 32 (100) 99 (99)
Supportive criteria
Breathing disturbances when awake 11 (57.8) 17 (68.0) 13 (72.2) 6 (100) 18 (56.3) 65 (65)
Bruxism when awake 14 (73.6) 20 (80.0) 13 (72.2) 5(83.3) 18 (56.3) 70 (70)
Impaired sleep pattern 11 (57.8) 14 (56.0) 8 (44.4) 6 (100) 22 (68.8) 61 (61)
Abnormal muscle tone 19 (100) 19 (76.0) 15(83.3) 6 (100) 29 (90.6) 88 (88)
Peripheral vasomotor disturbances 18 (94.7) 24 (96.0) 18 (100) 6 (100) 28 (87.5) 94 (94)
Scoliosis/kyphosis 3 (15.7) 12 (48.0) 14 (77.8) 6 (100) 29 (90.6) 64 (64)
Inappropriate laughing/screaming spells 18 (94.7) 20 (80.0) 15 (83.3) 6 (100) 20 (62.5) 79 (79)
Autistic behavior with intense eye communication 16 (84.2) 16 (64.0) 13 (72.2) 6 (100) 24 (75.0) 75 (75)
Epilepsy 7 (36.8) 16 (64.0) 13 (83.3) 6 (100) 26 (81.3) 68 (68)

N = number of patients; yrs = years.

Table 2
Distribution of MECP2 mutations in Japanese Rett Syndrome
Database.

Number of patients per total

92/102 (90.2%)
88/92 (95%)

MECP2 mutation examination
MECP2 mutations, identified

Typical 86/102 (84%)
Genotype N(%)
R168X 11 (11.8)
T158M 8 (8.6)
R255X 8 (6.4)
R270X 5(5.4)
R294X 5(5.4)
R133C 5(5.4)
R306C 4(4.3)
R306W 3(3.2)

median; 11.4 years of age). Table 1 shows the age distri-
bution and frequency of symptoms and signs. Of 100
RTT patients, 92 (92%) underwent genetic examination
by Southern blotting, MLPA, or WES.

Of these patients, 88 (95%) exhibited various MECP2
mutations (Table 2). MECP2 mutations included
R168X (11 patients) (12.5%), T158M (eight patients)
(9%) and R255X (six patients) (6.8%) (Table 2). All
patients developed head control (median; 4 months of
age). Ninety-seven patients acquired the ability to roll
over (median; 6 months), while three were never able
to roll over (3%). Seventy-nine patients were able to sit
unassisted (median; 8 months) (79%). Fifty-six patients
acquired the ability to crawl (median; 11 months)
(56%). Forty-nine patients did not acquire the ability
to walk without support (median; 18 months) (49%).
The age of acquisition of walking ranged from
11 months to 72 months (median: 18 months). Forty

patients did not develop the ability to produce meaning-
ful words (40%). Among the other patients, the age of
first meaningful words ranged from 10 months to
72 months of age. Fifty-eight patients exhibited a
severely small head circumference (56%).

3.1. Correlation of acquisition of walking ability,
meaningful words and microcephaly

We hypothesized that walking ability over 10 years of
age may be related to a range of factors highlighted in
previous studies, as follows: acquisition of meaningful
words, presence or absence of microcephaly, dystonia,
abnormal muscle tone, breathing abnormalities, age of
onset of stereotypic hand movement, age of regression
of hand function, and presence or absence of scoliosis
[9-12].

First, we analyzed all data related to motor function,
then examined acquisition of walking ability in all age
groups. The Kaplan—Meier method was used to assess
the relationships between acquisition of head control,
sitting alone, crawling, meaningful words, microcephaly
and acquisition of walking. Fig. 1 shows the estimated
mean proportion of patients who acquired walking at
all ages, for 100 patients. The proportion of patients
who acquired the ability to walk increased until
100 months, then tended to flatten. Patients who
acquired meaningful words showed a significantly
greater rate of acquiring walking than those who did
not acquire meaningful words, for all age groups
(P < 0.001). Patients with absence of microcephaly
exhibited a significantly greater rate of acquiring of
walking than those with microcephaly (P = 0.005).
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Fig. 1. Relationship between walking ability, acquisition of meaningful speech and microcephaly Walking ability was significantly different between
patients who acquired meaningful words and those who did not acquire meaningful words, P < 0.001 (A). Walking ability was significantly different
between patients with and without microcephaly, P = 0.005 (B), Kaplan-Meier method.

3.2. Acquisition of walking and effect of MECP2
mutation type (R306C, RI33C, R294X)

Genotype MECP2 mutation severity was categorized
into mild (R306C, R133C, R294X) and other, based on
previous reports [13]. To assess acquisition of walking,
we also excluded R306C, R133C, R294X gene muta-
tions, because an increasing number of patients with
RTT did not undergo MECP2 gene testing in recent
years. Fig. 2 shows an analysis of the acquisition of
crawling (Fig. 2A) and walking (Fig. 2B) in relation to
gene mutations, including R306C, R133C, R294X and
other mutations. The rate of acquisition of crawling

increased with age, until 30 months (Fig. 2A), and the
number of patients that acquired walking increased until
40 months of age, then tended to flatten (Fig. 2B).
Patients with mild phenotype mutations (R306C,
R133C, R294X) exhibited significantly higher rates of
acquiring crawling and walking (P = 0.004, P = 0.01,
respectively).

3.3. Analysis of walking ability over 10 years of age
Age distribution was observed and analyzed in two

age categories: over 10 years old, and all ages [12,13].
According to previous studies of motor symptoms

Fig. 2. Crawling and walking ability were significantly different between patients with MECP2 mutations of R306C, R133C, R294X and other
mutations Crawling ability and walking ability were significantly different between patients with MECP2 mutations of R306C, R133C, R294X and
other mutations. P = 0.004 (A), and P = 0.01 (B), respectively, Kaplan—-Meier method.
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including walking, we divided patients into four groups,
as follows: those currently able to walk, those who were
previously able to walk then lost walking ability, those
unable to walk at over 10 years of age, and those with
unknown walking status (Fig. 3). Of 56 patients over
10 years old, 31 were currently able to walk, 17 patients
never learned to walk, six patients had lost the ability to
walk, and two patients had unknown walking status. We
divided participants into two groups depending on
walking prognosis, as follows: participants who were
still walking after 10 years of age, and a group of partic-
ipants who were able to walk previously then lost the
ability to walk, or who had never walked (Figs. 3, 4).
The Kaplan—Meier method was used to assess the rela-
tionships between acquisition of crawling, acquisition
of meaningful words, and walking ability over 10 years
of age. The results shown in the figures indicate that
walking ability was related to the acquisition of crawling
(Fig. 4A), and the acquisition of meaningful words
(Fig. 4B) over 10 years of age. As shown in Fig. 4, the
proportion of patients with the ability to walk over
10 years of age was significantly related to the acquisi-
tion of crawling, and the acquisition of meaningful
words (P < 0.001, P < 0.001, respectively).

Univariate analysis and multivariate analysis were
used to assess the relationships between walking ability
and early clinical signs. Univariate analysis revealed that
walking ability was significantly correlated with mean-
ingful word acquisition, microcephaly and BMI
(P <0.0001, P=0.005, P =0.0018, respectively). Lower
BMI was negatively correlated with walking ability
(Table 3). Walking ability was not related to dystonia,
abnormal muscle tone, presence of breathing abnormal-
ities, stereotypic hand movement, regression of hand
function, or scoliosis. Multivariate analysis revealed that
walking ability was only significantly correlated with

meaningful words (P = 0.0003; odds ratio = 15.872).
Even when we excluded gene effects, acquisition of
meaningful words was the only robustly significant fac-
tor associated with walking ability over 10 years of age.
Microcephaly, BMI, dystonia, scoliosis, and crawling
were not correlated with walking ability over 10 years
of age (Table 4).

4. Discussion

RTT, a neurodevelopmental disorder predominantly
affecting females, has been characterized by apparently
normal initial development followed by frank regression
of fine motor and communication skills, typically
between 6 and 18 months of age [13]. Our univariate
analysis revealed that walking ability was correlated
with crawling, meaningful word acquisition, micro-
cephaly, MECP2 mutation type, and BMI. Multivariate
analysis revealed that only meaningful word acquisition
was robustly related to walking ability when patients
were over 10 years old. A previous study reported that
walking was delayed in 30/38 RTT patients (79%); of
these, 18 patients could not crawl until 4 years of age
[14]. Furthermore, 55% of patients began to walk with-
out having acquired the ability to crawl [14]. Another
study reported that patients that had obtained meaning-
ful words began crawling and walking significantly ear-
lier than those without meaningful word acquisition,
using univariate analysis [15]. Never acquiring the abil-
ity to walk is reported to be related to the early loss of
language [11]. The abnormal acquisition of early skills
is reported to be in accord with a marked decrease in
head size beginning in early postnatal life [16], and the
current data support these previous findings. In the cur-
rent study, acquisition of meaningful words was a
robust factor related to various symptoms or functions,

m still walking = never walking = previous walking = unknown

Fig. 3. Division of patients into four groups based on acquired and sustained walking abilities over 10 years of age We divided patients into four
groups based on acquired and sustained walking abilities over 10 years of age: currently able to walk, previously able to walk but cannot walk at
present, never able to walk, and unknown. Of 56 patients over 10 years old, 31 were currently able to walk, 17 patients never learned to walk, six
patients had lost the ability to walk, and two patients had unknown walking status.
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Fig. 4. Relationships between walking ability, crawling ability, and acquisition of meaningful words over 10 years of age For patients over 10 years
old, walking ability was significantly different between those who acquired crawling and those who did not acquire crawling (P <0.001) (A). Walking
ability was significantly different between patients who acquired meaningful words and those who did not acquire meaningful words (P < 0.001) (B),
Kaplan—Meier method. We divided participants into two groups depending on walking prognosis, as follows: participants who were still walking
after 10 years of age, and participants who were either able to walk then lost walking ability or who were never able to walk (Fig. 3).

Table 3

Univariate analysis of walking ability and other factors over 10 years of age.

Factors All patients with RTT Excluding the patients with R306C, R133C, R294X variants
Odds ratio P-value Odds ratio P-value

Meaningful words 7.125 <0.0001 7.959 0.0001

Microcephaly 0.265 0.005 0.261 0.0071

Dystonia 0.833 0.7357 0.831 0.7617

Scoliosis 0.778 0.6572 0.786 0.6905

BMI 1.279 0.0018 1.372 0.0019

Walking ability was significantly correlated with the acquisition of meaningful words, microcephaly and BMI; P < 0.0001, P = 0005, P = 0.0018,
respectively. Lower BMI was negatively correlated with walking ability. BMI: Body Mass Index

Table 4

Multivariate analysis of walking ability and other factors over 10 years of age.

Factor All patients with RTT Excluding the patients with R306C, R133C, R294X variants
Odds ratio P-value Odds ratio P-value

Meaningful words 15.872 0.0003 16.506 0.0015

Microcephaly 1.366 0.7132 1.706 0.5877

Dystonia 0.526 0.4024 0.685 0.6623

Scoliosis 0.758 0.7357 0918 0.921

BMI 1.192 0.1186 1.257 0.1452

Walking ability was significantly correlated with the acquisition of meaningful words (P = 0.0003; odds ratio = 15.872). Although we excluded the
effects of genes, meaningful word acquisition was significantly correlated with walking ability.

including cortical ability (microcephaly), growth/nutri-
tion (BMI), motor ability (crawling), and genotype.
Witt-Engerstrom et al. reported that, on the basis of
acquired and sustained walking ability, patients with
RTT aged 22-44 years could be divided into three
groups: currently walking, previously walking, and
never able to walk [12]. Dystonic signs were most com-
mon among patients who were previously able to walk
then became unable to walk. Early progression of scol-
iosis and weakness were most prevalent among patients
who were never able to walk [12]. Extrapyramidal signs,

including stereotypic hand movements, gait disturbance,
bruxism, bradykinesia, hypomimia, scoliosis, rigidity
and dystonia, have been observed in almost all patients
with RTT, affecting the daily lives and walking ability of
patients [17,18]. We divided patients over 10 years of age
into four groups (Fig. 3). Walking ability was related to
meaningful words, but dystonic signs and scoliosis were
not related to walking ability. The discrepancy between
the current findings and the previous report may have
arisen because the diagnosis of dystonia was not
reported in our study [12]. Data regarding dystonia were
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collected in 67 of 100 cases (67%). Among these 67 cases,
the presence of dystonia in patients with RTT was
reported in 20 cases (29.9%). Over 10 years, data regard-
ing dystonia were collected in 42 of 56 cases (75%).
Among these 42 cases, dystonia was reported in 14 cases
(33.3%). It is possible that the diagnosis of dystonia is
difficult in some cases, and our database did not include
the detail of the neurological examination of extrapyra-
midal signs. Unfortunately, we also did not evaluate the
severity of scoliosis in the current study.

Our study confirmed the importance of genotypes
associated with severe and mild phenotypes [3-5]. Tar-
quine et al. reported that typical RTT was associated
with more severely affected growth (height, weight, head
circumference, and BMI) than atypical RTT. Decreased
growth, including body weight, height and micro-
cephaly, was associated with more impaired develop-
ment, higher disease severity, and specific MECP2
mutations (pre-C-terminal truncation, large deletion,
T158M, R168X, R255X, and R270X) [16]. In previous
reports, the mutations T158M, R255X and R168X,
and R270X have generally been associated with more
severe phenotypes, while R306C, R133C, R294X and
3’ truncations have been associated with less severe dis-
ease [3-5]. Patients with R306C, R133C, R294X and 3’
truncations are reported to acquire more gross motor
skills and lose fewer skills, particularly in fine motor
and expressive language abilities [6,7]. However specific
mutations may not be the only determinant of severity
within specific individuals due to the existence of other
factors, such as X-chromosome inactivation, genetic
background (the interplay of other genetic variations),
and distribution of abnormal genes in specific brain
regions [3,5,19.20]. Mutation type has some effect on
the phenotypic manifestation of RTT, and the pattern
of X inactivation is thought to determine phenotypic
severity [21]. MECP2 interacts with a wide variety of
cofactors. The intrinsically disordered nature of MECP2
permits a high degree of structural flexibility, allowing
MECP?2 to interact with many diverse protein partners.
MECP2 utilizes a variety of mechanisms to regulate
gene expression, which is dependent on the proteins with
which it interacts at any given time. The clinical variabil-
ity of these mutation suggests that it plays a major role
in the function of MECP2 protein [22].

The database used in this study included information
provided by parents and caregivers of RTT patients,
with confirmation by a pediatric neurologist. Further-
more, 92 of 100 (92%) RTT participants underwent gene
testing. Using a Japanese database, our results revealed
that acquisition of meaningful words was the only factor
that was robustly and significantly correlated with walk-
ing ability over 10 years. However, microcephaly, dysto-
nia, scoliosis and BMI were not correlated with walking
abilities in the multivariate analysis.
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5. Limitations of this study

Several limitations of this study may should be con-
sidered in interpreting the results. The principal limita-
tion was the relatively small sample size of the study,
limiting the generalizability of the results. Our study also
used a cross-sectional design. However, our study also
had several unique features, including collaborative
study of parents or caregivers, and direct examination
by a pediatric neurologist. In most previous studies,
data were derived from questionnaires without direct
assessment of participants by clinicians experienced in
the diagnosis of RTT. In addition, we performed multi-
variate analysis, because many factors may be tightly
linked with other factors.

In conclusion, our findings may be useful for inform-
ing the development of early intervention methods, and
the planning of comprehensive treatment for young
infants with RTT. The acquisition of meaningful words
was only significantly correlated with walking ability
over 10 years of age among patients with RTT.
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Abstract

Background: Rett syndrome (RTT) is a neurodevelopmental disorder that predomi-
nantly affects girls. Its causative gene is the X-linked MECP2 encoding the methyl-
CpG-binding protein 2 (MeCP2). The gene comprises four exons and generates two
isoforms, namely MECP2_el and MECP2_e2. However, it remains unclear whether
both MeCP2 isoforms have similar function in the brain.

Methods: We report a case of a boy with typical RTT. Male cases with MECP2 vari-
ants have been considered inviable, but somatic mosaicism of the variants can cause
RTT in males. Whole-exome sequencing was performed to search for the genetic
background.

Results: A novel nonsense and mosaic variant was identified in exon 1 of MECP2,
and the variant allele fraction (VAF) was 28%. Our patient had the same level of
VAF as that in reported male cases with mosaic variants in MECP2 exon 3 or 4, but
manifested RTT symptoms that were milder in severity compared to those in these
patients.

Conclusion: This is probably because the variants in MECP2 exon 3 or 4 disrupt
both isoforms of MeCP2, whereas the variant in exon 1, as presented in this study,
disrupts only MeCP2_el but not MeCP2_e2. Therefore, our findings indicate that
MeCP2_e2 may partially compensate for a deficiency in MeCP2_el.

KEYWORDS

male with Rett syndrome, MeCP2 isoform, MeCP2_e1, MeCP2_e2, somatic mosaicism

X-chromosome inactivation (XCI), approximately 50% of the
cells express the variant MECP2 and the other half express

Rett syndrome (RTT) is a neurodevelopmental disorder
primarily occurring in girls. It is caused by a loss-of-func-
tion variant in one copy of the X-linked gene MECP2
(OMIM #300005) that encodes methyl-CpG-binding pro-
tein 2 (MeCP2). In females with typical RTT due to random

the wild-type MECP2. Males manifesting the symptoms of
typical RTT also have an MECP2 variant that is found in
females with typical RTT. These males have either an extra
X-chromosome (Klinefelter syndrome) or somatic mosaicism
of the variant (Kleefstra et al., 2004; Schonewolf-Greulich
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et al., 2019; Schwartzman, Bernardino, Nishimura, Gomes,
& Zatz, 2001; Topcu et al., 2002; Villard, 2007; Zhang et
al., 2019). Evidence can be obtained from male RTT patients
with somatic mosaicism of the MECP2 variant to better un-
derstand the relationship between variant allele fractions
(VAFs) and the clinical severity of RTT, because the effect
of XCI on the phenotype does not need to be considered in
male cases.

MECP2 comprises four exons and generates two iso-
forms: MECP2_el and MECP2_e?2 as a result of the alterna-
tive splicing of exon 2. MeCP2_el is translated from a start
site in exon 1, and exon 2 is skipped through alternative splic-
ing, whereas MeCP2_e2 is translated from a start site in exon
2 (Mnatzakanian et al., 2004). In this study, we sought to in-
vestigate the case of a male RTT patient mosaic for nonsense
variant in exon 1 of MECP2 that disrupts only MeCP2_el
but not MeCP2_e2. To examine whether MeCP2_e2 can
ameliorate some neurological symptoms due to the affected
MeCP2_el functions, we compared the clinical severity of
the present case with those of other reported male cases car-
rying the mosaic variants that affect both MeCP2_el and
MeCP2_e2.

2 | MATERIALS AND METHODS
2.1 | Patient background and informed
consent

The patient was a young boy with typical RTT phenotype
who fulfilled the diagnostic criteria for the disorder (Neul
et al., 2010). He and his parents gave informed consent to
participate in this study. The experimental protocols were
approved by the Committee for Ethical issues at Asahikawa
Medical University.

2.2 | Mutation analysis of the MECP2

For Sanger sequencing, their DNA was used as the template
for polymerase chain reaction (PCR). Appropriate prim-
ers were used to yield DNA fragments spanning the en-
tire MECP2 coding region and the intron—exon boundaries
(Takahashi et al., 2008). The PCR fragments were analyzed
using automated sequencing. Whole-exome sequencing
of the DNA was performed on a HiSeq2000 sequencer
(Illumina) with 101 bp paired end reads and 6 bp index reads.
Exome data processing, variant calling, and variant anno-
tation were performed as previously described (Itoh et al.,
2018). To confirm the variant identified in the Sanger and
whole-exome sequencing, the DNA fragment encompass-
ing the variation site was amplified by PCR using the prim-
ers 5'-CATCACAGCCAATGACGGGC-3" (forward) and

5’-CATCCGCCAGCCGTGTCGTC-3’ (reverse), and it was
subsequently digested with restriction endonuclease Dde 1.
The reaction products were then visualized through ethidium
bromide staining after electrophoresis on a 2% agarose gel.

2.3 | RNA isolation and RT-PCR

To examine the expression levels of MECP2_el and MECP2_
e2 isoforms, total RNA was extracted from the peripheral
blood cells using the PAXgene Blood RNA Kit (QIAGEN
GmbH). Reverse transcription (RT) was performed using
the SuperScript First-Strand Synthesis System (Invitrogen
Corporation) for generation of cDNA using 1 pg of total
RNA in a 20 pl reaction. Primers were designed for simul-
taneous amplification of both isoforms: a forward primer in
exon 1 (exonlF, 5-GAGAGGGCTGTGGTAAAAGC-3")
and a reverse primer in exon 3  (exon3R,
5’-GATGGAGCGCCGCTGTTTGG-3’), which generated
a 328-bp product for MECP2_el and a 452-bp product for
MECP2_e2. As an internal control, glyceraldehyde-3-phos-
phate dehydrogenase (GAPDH) was used as described (Itoh
et al., 2012). The PCR products were visualized by ethidium
bromide staining, following electrophoresis on 2% agarose
gels. The optical densities of the bands were quantified using
an image analysis system and Image] software (National
Institutes of Health; Bethesda, MD). The obtained PCR prod-
ucts were purified from an agarose gel and directly sequenced
on an ABI 3130 Genetic Analyzer (Applied Biosystems).

3 | RESULTS

3.1 | Casereport

The 9-year-old male patient was born after 39 weeks of un-
eventful pregnancy without asphyxia. His birth weight and
head circumference were 2,865 g (—0.7 SD) and 33.0 cm
(—0.4 SD), respectively. He acquired head control at 3 months
of age, walked alone and spoke meaningful words at 9 months,
and had no apparent developmental delay until he was about
2 years old. Thereafter, his development stagnated, and it was
followed by a period of regression. He became less interested
in his toys and hardly had any speech. At 3 years and 6 months,
he was diagnosed with autism spectrum disorder and intellec-
tual disability. At 4 years, his purposeful hand skills began to
regress, and stereotypic movements such as hand wringing
appeared. At 6 years, he lost his minimal spoken language,
his gait became unsteady and wide based, and his head cir-
cumference was only 47.8 cm (—2.2 SD), making his postnatal
microcephaly more evident. He developed epilepsy at 7 years,
but his seizures were eventually controlled following treat-
ment with carbamazepine and topiramate. The chromosomal
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analysis revealed normal 46,XY karyotype. No abnormal find-
ings were observed in brain MRI and various tests related to
congenital metabolic disorders.

3.2 | Molecular studies

We performed the Sanger sequencing of MECP?2 for genetic di-
agnosis, but the initial analysis failed to identify the pathogenic
variant of this gene. Subsequently, we performed whole-exome
sequencing and identified a novel nonsense and mosaic vari-
ant in exon 1 of MECP2, NM_001110792.1: ¢.31G>T;
p-(Gly11%¥). Deep sequencing confirmed the presence of the T
allele uniquely in the patient sample at a ratio of 25 mutant T
allele reads to 63 G allele reads, a VAF of 28%. The reexamina-
tion of the MECP?2 variant using Sanger sequencing confirmed
the wild-type sequence, with only a small amount of the vari-
ant allele, suggesting somatic mosaicism (Figure 1a). This non-
sense variant created a new Dde I restriction site. Consequently,
PCR-restriction digestion analysis of the DNA obtained from
the patient and his parents revealed novel fragments in addition
to the estimated wild-type fragment only in the patient sample,
further confirming that the mosaic variant occurred de novo
(Figure 1b). RT-PCR results revealed that the variant did not

FIGURE 1

Open Access,

affect the expression levels of both MECP2_el and MECP2_e2
(Figure 2a). Analysis of cDNA showed the presence of an ab-
normal transcript with the nonsense variant of exon 1 in a mo-
saic state (Figure 2b).

3.3 | Compensatory role of MeCP2_e2 for
lack of MeCP2_el

The nonsense variant identified in the present case affected the
coding sequence of MECP2_el but not of MECP2_e2. Based
on this finding, we further examined whether MeCP2_e2 is
able to ameliorate the affected MeCP2_el function by compar-
ing the clinical severity of the present case with those of six
previously reported RTT males carrying MECP2 mosaic vari-
ants that affect both MeCP2_el and MeCP2_e2 (Table 1). This
comparison revealed that the median VAFs and the age at onset
of regression of the reported male patients were 25% (range
9-36) and 13 months (range 8—18), respectively, whereas in the
present case with 28% VAF, the developmental problems were
not noticed until the patient was 2 years old. At 9 years, he was
already able to walk independently, although his balance was
poor. Among the six previously reported cases, only three were
able to walk with or without support.

A novel mosaic variant of MECP2 in a male patient with typical Rett syndrome. Electropherogram shows the nonsense variant in

exon 1 of MECP2 [NM_001110792.1: ¢.31G>T: p.(Gly11%*)] in mosaicism (a). Dde I digestion of the PCR product encompassing the variation site
shows additional fragments (143 and 215 bp), which resulted from the G-to-T transition creating a new Dde I restriction site in the patient but not in

his parents (b). These additional fragments are observed together with the 358 bp wild-type fragment, confirming the mosaic variant in the patient

FIGURE 2 Equal amounts of
MECP2_el and MECP2_e2 mRNA and
abnormal transcript with the nonsense
variant in a mosaic state. RT-PCR results
reveal that both MECP2_el and MECP2_e2
mRNA amounts are unaffected in the
patient. Glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) was used as an
internal control (a). Sequencing analysis
of the obtained PCR products shows the
presence of abnormal transcript with the
nonsense variant in a mosaic state (b)
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TABLE 1 Relationship between variant allele fractions and the clinical severity in males with typical Rett syndrome associated with mosaic
MECP?2 variants
Variants
Age at evaluation Nucleotide Predicted effect on Onset of Hand
(Authors) change protein sequence VAFs* regression skills Language  Gait Stereotypy
9 years (Present case) c31G>T p-(Glyl11%) 28% 24 months Poor Lost Poor Present
12 years (Topcu et al.,  ¢.808C>T p-(Arg270%) 36% 11 months Lost Never Never Present
2002)
11 years (Kleefstraet ~ ¢c.473G>T p.(Thr158Met) 25% 13 months Lost Lost Lost Present
al., 2004)
2 years (Zhang et al., c.316C>T p.(Argl06Trp) 26% 18 months Never Never Never Present
2019)
2 years (Zhang et al., ¢.353G>A p.(Gly118Val) 20% 13 months Poor Lost Poor Present
2019)
8 years (Schonewolf- c.1308dupT  p.(Glnd37Serfs*50) 9% (15%) 18 months Poor Lost Poor Present
Greulich et al., 2019)
9 years (Schonewolf- c.808C>T p-(Arg270%) 36% (45%) 8 months Lost Never Poor Present

Greulich et al., 2019)

*V AFs, variant allele fractions in blood lymphocytes (in fibroblasts).

4 | DISCUSSION
We present clinical and molecular findings in a male RTT
mosaic for a novel nonsense variant of MECP2. Deep se-
quencing with a next-generation sequencing method revealed
the small amount of the variant allele ¢.31G>T; p.(Gly11%)
with 28% VAF, which the initial Sanger sequencing failed
to identify. The PCR-restriction digestion analysis fur-
ther confirmed the somatic mosaicism of the variant. RT-
PCR results revealed that both MECP2 el and MECP2 _e2
mRNA amounts were unaffected in the patient, suggesting
that the nonsense variant in exon 1 of MECP?2 likely escapes
nonsense-mediated mRNA decay (NMD) and does not af-
fect transcription of MECP2_e2. The level of sensitivity of
a premature-termination codon (PTC) - containing mRNA
to NMD is multifactorial. It has been shown that mRNAs
carrying PTCs in close proximity to the translation initia-
tion AUG codon escape NMD, called the “AUG-proximity
effect” (Silva, Ribeiro, Inacio, Liebhaber, & Romao, 2008).
Consequently, this variant may lead to translational reinitia-
tion at a downstream AUG codon producing an N-terminally
truncated protein functionally distinct from wild-type
MeCP2_el, but does not affect the translation of MECP2_e2.
The majority of the RTT-associated MECP2 variants are
located in exons 3 and 4, which simultaneously disrupt both
the MeCP2_el and MeCP2_e2 isoforms. RTT associated
with exon 1 variants of MECP?2 is rare, and its detection rate
is 8.1% in patients with typical or atypical RTT (Saunders,
Minassian, Chow, Zhao, & Vincent, 2009). However, exon
2 variants that exclusively affect MeCP2_e2 have never been
identified in RTT, suggesting that MeCP2_e2 does not have

an essential function in the brain. Supporting this notion,
a mouse model with a deletion in MECP2 exon 2 failed to
recapitulate the neurologic symptoms characteristic of RTT
(Itoh et al., 2012). In this study, we presented the nonsense
variant in exon 1 of MECP2 that disrupted MeCP2_el but
not MeCP2_e2. Notably, however, we examined the variant
using DNA extracted from peripheral blood leukocytes, so
that it is uncertain whether the VAF in brain will be equiv-
alent to that observed in the present study. Nonetheless, this
study demonstrated that a male carrying an MECP2 exon 1
mosaic variant and expressing 28% less MeCP2_el in blood
than normal individuals exhibited the typical RTT pheno-
type, indicating that even a mild reduction of MeCP2_el is
sufficient to cause RTT.

In a previous study using the isoform-specific knockout
mice in which Mecp2_el was lacking while the expression
of Mecp2_e2 was preserved, the neurologic deficits of RTT
were recapitulated (Yasui et al., 2014). The study implied that
an RTT phenotype may occur even in the presence of MeCP2_
e2, which is unable to compensate for the lack of MeCP2_el.
Nevertheless, recent animal studies have revealed the partial
rescue of Rett-like symptoms in Mecp2-null mice through the
reexpression of Mecp2_e2 (Jugloff et al., 2008; Kerr et al.,
2012). However, there had been no clinical evidence whether
MeCP2_e2 is able to ameliorate some neurological symp-
toms due to the affected MeCP2_el functions. Genotype—
phenotype correlations are difficult to make in female RTT
patients because of the differences in XCI. Examination of
male RTT patients with somatic mosaicism of the MECP2
variant allowed us to assess the relationship between VAFs
and clinical severity. Comparison of the clinical severity of
the present case involving the MECP2_el-specific variant

208



TAKEGUCHI ET AL.

Molecular Genetics & Genomic Medicine_wl LEYm

with those of other reported male cases with mosaic variants
that affect both MeCP2_el and MeCP2_e2 revealed that the
present case had a milder phenotype even though the VAFs
were almost the same (Table 1). In conclusion, this study
is the first to present clinical and molecular evidence that
MeCP2_e2 may partially compensate for the deficiency of
MeCP2_el, although further functional studies are needed.
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