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M OE OBA BTESEWEREERERAER A, R B E BE B R B BB B X AR (transient
receptor potential vanilloid 1, TRPV1) J& % MR # £ ¥ (dorsal root ganglion, DRG) 28 i 4/ - 4 - 4 S 4% 35 K
(sodium-potassium-chloride co-transorter 1, NKCC1) X H a6 B (v 5 B Kk BRIy bty . Fik: %
SD KRR MM A: EFHA (72 =24). RMEL (72 =36) FoHME + W EMEBA (12=06). B RIKN
1 Western blotting F A3 NKCC1 #1 p-NKCC1 & B oA K &4k 32 JE R 8RR GABA #
EBG AN ZAAHEFRAEAI DRG AN AH THRE RN, ER: %EIELERET TRPVI
#1NKCC1 7 iFE % KB DRG 40 £ &5, BAME 2 NKCCI fo p-NKCC1 % A8 E & TIEH4, 1THF
BRI B A R RBRDN . A% R R AT R BIIEK, 4T NKCC1 #1877 A7 2 1 B,
AP G, T Bk 3 451280 . Western blotting 45 R I 78 #M 2 41 NKCC1 01 p-NKCC1 ¥y & & kA A5, #
R & R BT BN 4L GABA BUE BT A B3 An, A7t T 4R IER ORI ER B E 4
DRG 4 WA E TWRIEH n, 4T 2B DRG @i+ A% TIRE KK, &it: SMNEMRE TRPVI
JE 3t T NKCCI1 #h k38 fnfnzgy g R 14, #&7 NKCC1 55 T #7E TRPVI 5| A2 & TH.
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Effect of TRPV1 activation on expression and function of sodium-potassium-chloride co-transporter in
dorsal root ganglion *
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Abstract Objective: To investigate the effects of activation of transient receptor potential vanilloid receptor
(TRPV1) on the protein expression and function of sodium-potassium-chloride co-transporter 1 (NKCC1) and its
phosphorylated protein in the dorsal root ganglion (DRG) in capsaicin-induced acute neurogenic inflammatory
pain. Methods: Male SD rats were randomly divided into control group, capsaicin group and bumetanide group.
The distribution of NKCC1 and p-NKCC1 were detected by immunofluorescence and the changes of NKCC1
and p-NKCC1 were detected by Western blotting. The patch-clamp technique was used to detect the activation

of GABA current. The chloride ion fluorescence probe was used to detect the change of DRG intracellular
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chloride concentration. Results: Immunofluorescence revealed that NKCC1 and TRPVI were co-expressed

on DRG in the normal rats, and the fluorescence intensity of NKCC1 and p-NKCC1 were higher in capsaicin

group than that in normal group. Behavioral results showed that thermal withdrawal latency was decreased,

and cold withdrawal latency was prolonged in the capsaicin group, which could be reversed by pretreatment
with bumetanide, an inhibitor of NKCC1. Western blotting showed that the protein expression of NKCC1 and
p-NKCCI in the capsaicin group was increased. The results of Patch clamp showed that the GABA activation

current of capsaicin group was significantly increased. After pretreatment with bumetanide, the effect could be

reversed. The fluorescence probe showed an increase in the chloride ion concentration in the DRG of capsaicin

group. The concentration of the chloride ion concentration in DRG neurons was reduced after administration

of bumetanide. Conclusion: Activation of the TRPV1 promotes the increase of expression and the changes of
function in NKCC1, suggesting the involvement of NKCC1 in the pain caused by TRPV1.

Key words Pain; Capsaicin; Dorsal root ganglion (DRG); Sodium-potassium-chloride co-transorter 1
(NKCC1); Transient receptor potential vanilloid 1 (TRPV1)

PEITAE NFE B RO S8R B, A SRR
HIVE RINLEI 28 208, HON TR A 3T AR AL
W IR 7 B oG . BRI 2 8 AL B R 524 1
(transient receptor potential vanilloid 1, TRPV1) &
— PP RGP B PH B T IE, Tz A T LB
HIER S0, JCH R 5 A R C3k
YRR Ay D BERE G AS R4, B EM,
FEAF K S Al BT TRPV L (805 2 18 5 S A5
Mte N3 2, R4 P, TRPVI A
N2 520, TRPV S & T 5875 K B
BOM 2 RS, SRR B R AEE DI, B
AWFRI, PR LITTH, TRPVI B
T J P [R) IR O 5 O B SRS T, I e
TRPV 1S 51 R 2k, 3817 i e i & A 10,
KW Cr 5 7w sl -9 - L His ik
(sodium-potassium-chloride co-transporter 1, NKCC1)
RN EE CCr R, FERIRMAERG T Y
KCC2 LR 4 Rp e 22 40 i b 1) CL R AR A . T
%A G KB DRG | #R1K NKCC1, LY Fr 4
M CLRAS T AR B 4L 1 5256 R B CCI A
#J5 NKCC1 7£ DRG _Ef#s B i . 554 i
FORR W, Gl NS B S, T RAZEAR YT B
FREY AR NKCC1 R IL BT, DAERFSTSS
RIYPLR NKCC1 Z 5 Zi 4, Al ek oA
ST PRI BE pe BRIk, AWFIE 3 H R A
WG 22 T0 T HRAH £ 1T (dorsal root ganglion,
DRG) b, fE K2R THMBEREIE TRPVI %
5, NKCC1 2RIk M)y RE B AR AL LA K 70 H 52
Me, 3 T B A 9 R K AR IE NKCC L AT R A I L bl
i, il R IE T AR A R AR 3E 5 R BEHVR T
Bl R,
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1. SIS B e 4340

200 R HEYE SD K ERE B H7 5EEE B R B 5k
Brpay (U ES 5 SCXK New 2003-0001) . 4
FREMN: 12 h BRAZE, =E 20C~25C, BE
60%~70%, HHKEK, @RI, 180~250 g
KERPESLIRAE T, (2 A, Seid & BEME: 1 R
BRBBEI D N EWH (72=24). BWEH 2=
36) MBI + MmEME 4 (72 = 6).

2.0, AR

P41 NKCC1 £ v fEHifk (3£[E, Cell Signal-
ing A7) Pl p-NKCC1 £ B ik (£ H,
Merck A7) ; /NEHL TRPVI BLTLEHA (FH,
Abcam A#]) 5 NKCCI P4l e (EHE,
Abcam A ) 5 BR B AR L L BT R 1gG. FITC
Fric il 2% IgG. TRITC FRid £ 9T/ B 1gG
(P2 arr) , HREFIAE =i aialn. 4
B AR 5 A (UGO BASILE 37370 Plantar Test
Apparatus, Italy); . HKG BREAC (AL,
ANACER) ) LSMS10 B R A B s (fE
[, Carl Zeiss AH]) ; JHEEEE Type 1. i 5 B
Type IA. B EIREHIHI7). DMEM #5774 (£,
Sigma /A ®)) ; Multi Clamp700B i Fr 4 Ok 2% (3
[, Axon A &) ; P-2000 1 H # Fz il A% (£,
Sutter A F]) ; Digidata 1550A F¥E REE RS (GEH,
Axon A H]); MP-225 MY (3£, Sutter A 7)) .
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(1) BRI & CRRIRMIMZE M Ly R H,
ARHIF T Tk O B AR TR VR S RO A A S e R YR
RIEAAL P, W L, AT EARBIE N . 7

(T

2020/10/25 9:44:13 ’7



rh [E & 5 2 2k 7 Chinese Journal of Pain Medicine 2020, 26 (10)

4% -CIRUBE BRI T, KB 70 M2 JR B T 3 S A 3%
(3 mg/ml) (APExBIO, A3278, ZE[H) Ll &t
YRR, BDZI AT DUBLEE 2K B R 145, {4t
RIEERT RN, FF20mRicse 4 fF R g3k,
PEA AT LA SRORBR[EI RS . FE L . £5 K R BRI R i
Ja, HHATRSE.

Z 8 Pogatzki %5 " [ 7ik , EIEH KR & 147
BN EEAR, KRR S IFENG 2. & 1E Lo
AT, KR EHL, A PE-10 S T
MEMIRR, #5752 R 5 s, FRAE
AR, T e S8, &R N REE T 3L
HhiEE 2 om AT e, K RRIE IR, I S EER 2%
FIZ R 10 wl, FHLEFES G 30 s P9 H B0 JE
SIET 30 min NPKEE, T B A AT

(2) JEAT R SHSBIEARF 1T he R
J& 10 min. 30 min. 60 min. 120 min FEHLAHEL 6 H
K BRFEAT ARG I AR V4 I (R0 B0 5 o AR Je o) L Ak 4
Hargreaves % " {7 VAT AR . fE 2B IR S,
P TR BB BON JIG 308 325 A 1 AL 38 B A6 P 44 T 3
JE IR EE 10~ 15 min J5,  FH R S R1ECRIR 2 B
FEL SRRV S RO O 1 52 B, 30 3% MRS T s 22 K R
RIS TE], K 1A 30 s, 30 s B A 5 ol g e
AHIE. AR S EE W e 3k, ik E DR
5min, B3 KFIIE G 2 R ST AR I (thermal
withdrawal latency, TWL) "”, TWL fE# %, Fmx K
BRUXF A 5 ) o o B ™

A9 BB AR 3% Norcini 25 U (9 51%, K KR
BEAAMIEN, FrH2EE, 0.1 ml PKEERH 2
K RVE S B 0 A e R Rk b, R RN T .
0K BRIA 2 20K SR TR R 1], R K B PR A
Ba Rw R BB S EENE 3k, BIRE
A TE B S min,  BU 3 RSFIIE V8 4 2 s 5 AR
(cold withdrawal latency, CWL). CWL {HE, F~
R BRXT VA S8 1) 9 i e R ™

(3) RIETN: MEIEATES 1% L E L Z 8 R
FERRIE R, BEEONE, FEFI LS i 72 AL
B A =RENTE RS K, KA 0. H
Az B AR KE VR A U R ARV, SR 4% 1)

5 Rk AT VE L, 5 3 KRR DY B R Sk 3
ERE N IE . BRI RMRKIK B M, REAH,
TEREE MR S IR B8 LF Y DRG
BT 4% 2 KRB 5T 12 h, BKE AR,
FIEARE IR (5 pm)o AU U1 R BEAT 5 R0 %) FE 0 »
MG RATHUREE, BE, 5% BSA M 1 h,
—PLA4CHEBEE: HLFEPEE N RPTTRPVI (1:50)
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A4 L NKCCI (1:100), F Al 0% 5 % H1 p-NKCC1
(1:100). K&, PBSEYE 3 K, 37 CREJLIE E XM
=Pt 1 h: TRITC bric i EHi/N R IgG. FITC #x
LA %R 1gG, I PBS &R 3 Wk, Nk
PEORE R FIATE B, R R WS EOE
PR Fro 3% Tmage-J PG 50 BT 844 330 47 P 14 40
KA R St

(4) Western blotting: K BRI S5 A0FE, B Ly T
BYEFE, BT A LECAW (aCSF):1.3 mmol CaCl,-2H,0,
2.6 mmol KCI, 0.9 mmol MgCl,, 21 mmol NaHCO,,
2.5 mmol Na,HPO,-7H,0, 125 mmol NaCl, 3.5 mmol %
HBE, pH72~74 1, fERHME T 5 &AM DRG,
BURE JE NN, $RIVAEH, F BCA LT
F R B HEAT I E, 100°C, 10 min {25 (A28 P, HL
— B B AR BET SDS-PAGE Bt FL K, L
% 0.45 nm PVDF JE )5, 5% i fi5 4958 2 he
— P 4CRRRE I E . TBST ¥ 3 7k, H —¥i:
B F AL BRI )L 2T 1gG, R E 2 h,
U TBST Hefi 3 7%, IMAHH L H] ECL ¢t & .
K F Image-J B BEAT 45 ¥ .

(5) 2453 DRG #4I0: S AL =T
KRR, KRR G AbAE S, B L, 15 BOA
TN B A S AT ) 41 B AR ¥ A (NaCl 150 mmol/L,
KCI 5 mmol/L, MgCl, 1 mmol/L, HEPES 10 mmol/L,
D-glucose 10 mmol/L, Sucrose 20 mmol/L, CaCl, 3.32 mmol/L,
pH N 7.2~7.4, Bi&EEN 320~350 mOsm). ¥
Y 7 B R 22 5% 5 B 12 89 DRG, ¥ DRG 784 8§
e, FHIEACEE (S AR Type 1T 0.24 mg/ml Al
J5 1§ TypelA 0.6 mg/ml, 5% DMEM £5773%) 7
37°CARIGEA T WAL 3~4 min. THALEE LRI I
b iR A B &R A . B B AN A B
RIS BE 78 23 Ja 5 N S LRI R 40 A

(6) WEqgl: B PEBUBEREDEE. B, R
A R IFH B AR 30~50 um 1) DRG 41 i {F Jy 526
X5 U B FEAG 9 2~ 8 MQ [T LA, 7o i
L P9 (K-Gluconate 130 mmol/L, NaCl 10 mmol/L,
MgCl,-6 H,0 1.2 mmol/L, CaCl, 2 mmol/L, EGTA 5 mmol/L,
HEPES 10 mmol/L, D-Glucose 7.5 mmol/L, pH{E N 72~7 4,
BB RN 320~350 mOsm), K 78 7 U 41 At P 1
BT O A R b B ERIR, B
M AR vty 2 fuk 20 B, 2 ik 200 P % ) T DA MR 3K o
IR Z2 2] e AT FE LS AR T v IR 5 T 1 LA P
5 L, R ERE ) HAE P R T AR -60 mV,
Rl iR 55 B AR () FEZ A GO 42 i, FFY W R A i v B
[ e e B DA PR T i VR A P . SN, PEAELOT 4R 5
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£ GQ P R4 p T S290 . 75 BB T il sk 4 i
HAA. FTHZW: v& 5T’ (y-amino-butylic acid,
GABA)(10™* M), BiHUE (10 uM), LPLEZ5¥ I HEZ,
ERY), RS D EATLRIE 100 pm. TE3R
552 Multi Clamp 700B i Jy #HBCR &8 80K, 451
10 kHz €3 J5, 1 AxonDigidata 1550A %A%/
B e s e i, RAFESIZN 10~20 kHz.

(7)) BT RIERE (MQAE): )R T Bt
% 60 min J5, S BS54 KR DRG, HIIRFRFEY
BIRE. Y4k, B0, FEETE, N 96 fLER . 4
HIF7 L0 B A Al JE (10 uM) 30 min, PR S EEIIN
FTHAFEAMEN MQAE i, 37CH¥E 30min, 2%
MREDE, POt RMEEIE . & E TIRES AR,
MQAE (175 5 P i 255 5 25 VR P52 (1) 389 I i P

4. Gt S0 Hr

W as Rt E RS 5 + bR % (X £SD)
FKow, SIS HHE I H GraphPad Prism 7.0 #0443k
1741, RH SPSS 23.0 AT i1t o #r, %
2 9¢ ). Western blotting £ 2H [R] 72 7 K H B R R
Ji ZE AT, I PRIRAT 2 bR B & 22
SHT. P<0.05 NERE G EE L.

& R

1. TRPV1 Al NKCC1 7£ DRG _E 53 fii

DRG ] AR AN B A2 4 A/ NI (< 25 pm),
FRYIf (25 um < B4R <40um) , K4HA ( = 40 pm).
DAAE IR F00IE SEE DRG M udi i, %180 5%
PEIRSZ A5 5 B2 R TR 1) C REF4E R0 A BE 8 10
A 4, TR 2R RN " e
FeeE R EIR, 1EIEH KR DRG £ 0 b nl W %2 3

A +—&—i Control —=— Capsaicin + Bum +—e— Capsaicin

T T T
10 30 60 120
Time (min)

2 RV ECR 5 EIRAT N (2= 6, X £SD)
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TRPVI1 FEAE /N F3RIA, 1) NKCC1 AY
TERA I B Rk, fErh /N o i bt
HEiL, IFHMELR TRPVI M NKCC1 78 /N
ZdMifAEILRE (WE D

2. JRJRVES AN 5 K RIEIRAT N5

JERESH R, RIOKE TWL B, i
CWL B2 K, 60 min /£ 4 1] WK BAG 2. T2
B[R] B 2 38 00 T3 N 45 T NKCC1 #1570 A7 55 Atk
Jé (5 ng/ul) J545 THIE, KE TWL #1 CWL 5FH
FrikE (ILE2) .

3. 45 7 B & J5 DRG _E NKCC1 % p-NKCC1
) H A AR

TR RN (WK 3D, BER A NK-
CC1 fEH /NI IR L RIS R £, 1 p-NK-
CC1 fEH/NR R A E3RIAHE 2 . Western blot-
ting Z5 R~ (WL 4) , BifE4] DRG I NKCCl
A p-NKCC1 fJEAFRIE RN, 7E 60 min B RIA
B, EHTR ST RN

4. GABA 305 LI

1k BUE 42 K /N N 30~50 um DRG 40 g,

50 pnt

Gu3% 7% TR IEH 41 TRPVI A NKCC1 &3k 4y fii
&0l R =50 pm

Fig.1 Immunofluorescence showing distribution of TRPV1
and NKCC1 in the DRG  Scale bar = 50 pm

E1

B —e—i Control +—®— Capsaicin +—&— Capsaicin + Bum

25 &&&

CWL (s)

T T

T
10 30 60 120

Time (min)

#xP < 0.001, “““P<0.001, HIEHE4MLIL: ™P<0.001, **P<0.001, HHMELMLL
Fig. 2 The change of pain behavior after plantar injection of capsaicin (72 = 6, X £5D)
##kP < 0.001, “““P < 0.001, compared with the control group; ““P < 0.001, **P < 0.001, compared with the capsaicin group.
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A p-NKCCl1

Control

Capsaicin

PARTI

B [ Control M Capsaicin
40 -

30+

20 4

10 1

Fluorescence density

NKCCH1 p-NKCC1

08- NKCC1

0.6 -
0.4 1

0.2 1
0

Control Capsaicin

B3 (A %REFICERE T HINE G NKCC1 Al p-NK-
CCl RIEHEW (72=3, x£SD) F R =25 um;
(B) IE % 2 A2 41 NKCC1 F1 p-NKCC1 (1) 5%
JEEFELLEL (C) IEH HMBNER A NKCC1 f1#%
JR SR T AE 240 ML B A5
*P<0.05, ***P<0.001, 5IEH4HMLL

Fig. 3 (A) Immunofluorescence showing the expression of
NKCC1 and p-NKCCI1 after capsaicin administration.
(72 =3, X =8D). Scale bar = 25 um; (B) Fluorescence
density of NKCC1 and p-NKCC1 in the control
group and capsaicin group; (C) Proportion of nuclear

Proportion of nuclear
membranes in cell membranes

membrane expression on the cell membrane of
NKCCI1 in the control group and the capsaicin group.
*P <0.05, **P < 0.001, compared with the control group.

HE Y T B R (10 uM) J5 A I Y GABA TR
HLJAH LU IE R 0 B8 n; ER B E iR E
fi 2 4ih JE (10 uM)15 min, GABA H 303 % ik
N I GABA BUIE LR K /MK IR IEHE A
(151.93£18.50) pA. HH#l 2 4 (540.774+45.91) pA.
iR 4H (211.43+24.36) pA (WL 5) .
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A Time (min)

Control 10 30 60 120

NKCet [ B . !:l
GAPDH ~m|

B 1.0

0.8+ ook

0.6

041 . z

NKCC1/GAPDH

0.2

0

Control 10 30 60 120

sfolok
0.8 1

0.6 1
ol olok

0.4 4

p-NKCC1/GAPDH

0.2

Control 10 30 60 120

B4 LR S OB M K A [ TR 5D NKCCL A
p-NKCC1 KL MFM (72 = 6, X £SD)
#REP <0.001, HIERHMLL

Fig. 4 Effect of plantar injection of capsaicin on the expression
of NKCC1 and p-NKCCI1 in rats at different time
points (72 =6, X =5D)
*#%kP < 0.001, compared with the control group.

5. AR 5 KB DRG M4 ot h &8 TR ¥
1Az 4,

AT ROCIREN 45 B R B E 41 DRG fif
ZICM N &S FIRE L I H A B E, fidsih
JEHAE FIREAFTEE (LK 6 .

15 .

HRERMNHZ R 2R, HhEF@EEmw
U R TG R O SRR R B R R 22—,
AT AT R 2 45 B R B R 41 TWL B&1I
CWL K, Tgh T4 Sefth e AL # 5 TWL T+ 5.
CWL 4i%H; 7 )61 western blotting /87 1IEH
KB DRG #4 5t F TRPVI M NKCC1 £ 5 # 5 #
KK, /N DRG M4t BILERIE, 3% TRPVI J&
NKCCI1 fERZ I B fRiAE %2, 1 p-NKCC1 7EHu /i
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A B C
Control Capsaicin Bum + Capsaicin
=2 2=
oz I I
-‘r - T
I Capsaicin
#2555 GABA (10°M) 100 pA

25s

B5  JEAHHCT (A) IEFL (B) MR (C) Bl
FHA LB AL GABA BUE KN (72 = 6)

Fig. 5 Patch clamp recording of GABA currents (72 = 6) in
the control group (A); the capsaicin group (B); the
bumetanide group (C).

A

Control

Capsaicin

Capsaicin + Bumetanide

Fluorescence density

stek
T

Capsaicin Capsaicin + Bumetanide

6 ABE TR B (A) IEF A BB A
WM, KR DRG 40 A& 1
WREARM (72=3) L =100 pm; (B) %45
FEI EAL
4P <0.01, SIEWMAME: P <005, SHME
ZHARLE

Fig. 6 Chloride ion fluorescent probe shows (A) changes

Control

in intracellular chloride ion concentration in DRG of
control group, capsaicin group, and bumetanide group
(72 =3). Scale bar = 100 um; (B) statistical diagram of
fluorescence density of each group.
**P < (.01, compared with the control group; P < 0.05,
compared with the capsaicin group.

HHER A AR B RGN SO IREN 45 R TR BN
#21 DRG #&uH CUIREH RGN, 4 Tk
JETALHLJE Cl R EPRAR, X2k JIHEIR TRPVI
S T LA S NKCC e AR,  JFin & 25 sh
I -

AW RN, fE1E% K DRG #1147t F NK-
CCl mRNA 5 TRPVI1 fEH, /NRIMZ 0 B AFAE S
A U, Galan &5 " AR /N BRI S04 I N 45 T R

——
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# 10 min J5, KIEHEE A POER T p-NKCC1 22
th, FEHSTAEMESE, 7T CABHBBER 51 R &
Jii. Modol %5 UV R EIE AL #5115 2 G, AT A
FAt e AT CAR I s B L. AR SR
B T S OE SR TRPVI @IS, 6 K&
Ca™ Wi, B0O% ERK/OSRI 28, #E1Mflf NKCC1
W EWFRIL P, BRGSO
Ca”"/CaMKII f{HHEEE, # NKCC1 RAEMIRIL. 2
Fe A MRG0 0 NKCC1 BT AL 75 7] LAFE
Thee F345% TRPVL 5121090, HEEARHT .

AWFFREE R ER, KREIRS T HREBOE
TRPVI 5, AT feid i J % £ 1 1 BH 2 73 18 e il
Ca™ P, ] B S fh 4 e 4 B P Y Ca®/
CaMKII B AH B 13, fff NKCC1 Fil p-NKCC1 )
EEFREB N, FRE NKCCI #iE & FiEth. &
s IR KB, B Z Y] NKCC1 7E DRG #1£7T
A2 - ZRIE N &, 1 p-NKCC1 7 41 i 5 F1
Yi i bR IA I N 2, XAl 85 TRPVI 0%
Ji NKCC1 4% s A B g 5, ¥ s NKCC1 3,
[ I A 12l R AL 5 ) p-NKCC 1 H % IR 6 35 45 4 i I
BT 0 I A A BRI RE A 0%

AL, AT A A RN, BRER
21 DRG #1276 GABA 36 Ly W S 38 o, [R) A 4
BT R CREN 4 R EIR, B E 4L DRG M4 T
S TR B R v, (E TIA A SE A B Y e T
MR BOE TRPVL JETER, 3mSR IS
TRPV1 J&, NKCC1 AMUKEEH N, W H#%iE Cr
fIEE S B B GE, fl DRG #4870 AR 5 85 w7k
SFH) ClU K. DRG #4876 N 1Y CL R B T s o]
S LM IS TRPV J 2 I 2 4 m] &g
PR R 36—, TERIIB AR N 1 A0 8 b
H T TRPV1 A 0% &0 B E M B e &, 4
DRG #£ o CI RS2, TRPVI BUE 5 51
)45 G S I E T, CU AR A T 10 2 ik
1E S F nsik, R T 56 471 J) 98 6 52 2% 30 o T 4%
SR SIERAL, FEAKRE. B, ERIZEEE
N RS, WA N B2 75 21 H B8 1 A B80S S i
PR fR oG, ORISR GABA, 1EH B GABA
Re A 22 Je A R v TR 0 1 4 48 0 2 5 9 R R v A 328
FIE S, AIIEIT GABA RE 4 41 4k 5 41 4 1t R
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