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WE BN HIPESARMEZE 2 (CB2R) S5/ B0 s AL x sl 25 BEME ORI BUR A Sl e, Jrvk R
FBEMALEF, (SNL) Fikgsr sz i, 60 @Rt C57/BL /NRBENLT N 6 4. FAR4. SNL
24 . SNL+CB2R ¥zl ( AM1241) #H . SNL-+/INKE 5T 48 B 30 i ) (OKR3#EFF ) 44 . SNL+CB2R /M T4 RNA
(siRNA ) #H ( SNL+siRNA #H ) . SNL+CB2R /NT3 RNA+/NEEFRANMIM A FIZH ( SNL+siRNAKIEFHREH ) , HH
10 Ho SR FHER A 0T B g A /s BB BEZH 40 CB2 R RI/INIE T 40 M % AL S 5 28 A5 B8 P25 5 1 7 1 (IBA-1) 1)
ML, Von Frey 422 /NEAIPER B, GRRsotWEEHET M IBA-1 e EKIL, qRT-PCR ME /M
BREBMHP RN TROOKT, B ARUZE CB2R BEhFI A 36T M IG5 5 i i (sIPSC) MR, 45
R OS5BRFRMAME, SNL 4/NFESEHLH CB2R £k (P<0.008 3) , JFEIFEAL (P<0.008 3) , IBA-1 Z6E
FHE A FAEE (P $4<0.0083) , KM T TNF-o. IL-1p, IL-6 mRNA FiEE8h (P #<0.008 3) . Hpy 5t
CB:R #ah# AM1241 SN BRAMMIIHIFIKREIRESE, 5 SNL AL, SNL+AMI241, SNL-Ki# R 4/ B IR
e (P 1<0.008 3) , IBA-1 98G5E I H 5 MK (P $4<0.008 3) , TNF-o. IL-1B. IL-6 mRNA #iky
W/ (P #4<0.008 3) , siRNA T#i CB2R #ikJ5, 5 SNL 4AH ., SNL+siRNA £H /)N BUAY 9 B A% ( P<0.008 3) ,

IBA-1 %G5 f AR 268488 in (P $<0.008 3) , TNF-a., IL-1B. IL-6 mRNA Fik¥hn (P ¥<0.008 3) , Ti#y
NSRRI T siRNA Tt CB2R Rk F8UW LA {E (P #4<0.008 3) o HHNTEST AM1241 BBAEIETR/NERE
BETTf sIPSC MR MIRME, SEFATAH L2 R A G ERE L (P ¥<0.008 3) , i K H ZFFLLE R0 H T
AM1241 X} sIPSC MHSRAN . 2516 CB2R 3 3 100 585 /)N B ot 200 e 35 AR 0 bl 28 R E SN . Y4 S A1 ol 12 L T B0
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Cannabinoid receptor 2 alleviates hyperalgesia in neuropathic pain by inhibiting
spinal microglia activation

KONG Er-liang! , WU Fei-xiang? , BAI Yun-hu?, ZHANG Yang', ZHONG Cheng-yue', FENG Xu-dong! ™

(1. Department of Anesthesiology, the No. 988 Hospital of Joint Logistic Support Force of PLA, Zhengzhou 450042, China;

2. Department of Anesthesiology, Eastern Hepatobiliary Surgery Hospital, Naval Medical University (Second Military Medical University), Shanghai
200438, China;

WA . 2019-11-30
HEEWHE: HFEEARESE (81671082)
EZ AN FL5, Wid, EIREINT. E-mail:kell992@126.com

Fund: Supported by National Natural Science Foundation of China (81671082)
W% e it iE) . 2020-04-27 13:27:30 g iy & Huhk.  httpi//kns.cnki.net/kems/detail/31.1001.R.20200427.1304.010.htm



2 BT RRE R

3. Department of Hepatobiliary Surgery, the No. 988 Hospital of Joint Logistic Support Force of PLA, Zhengzhou 450042, China)

Abstract Objective To investigate the effects of spinal cannabinoid receptor 2 (CB2R) and microglia activation on
hyperalgesia in neuropathic pain mice. Methods Neuropathic pain model was established by spinal nerve ligation (SNL), and
sixty C57/BL mice were randomly divided into six groups: sham, SNL, SNL+CB2R agonist AM1241 (SNL+AM1241),
SNL+microglia inhibitor minocycline (SNL+minocycline), SNL+CB2R small interfering RNA (SNL+siRNA),
SNL+siRNA+minocycline groups. The expression of spinal CB2R and microglia-specific protein ionized calcium-binding
adapter molecule 1 (IBA-1) were determined by Western blot, mechanical pain thresholds were measured by Von Frey, spinal
microglia activation was observed by IBA-1 immunofluorescence, and the releases of inflammatory factors in spinal cord
were determined by gRT-PCR. Electrophysiology was applied to observe the effect of CB2R agonist on spontaneous inhibitory
postsynaptic currents (sIPSC) in spinal dorsal horn. Results Compared with sham group, SNL mice acquired significantly
decreased CB:2R expression, decreased pain thresholds, enhanced microglia activation and increased mRNA expression of
inflammatory factors TNF-a, IL-1f, IL-6 (all P<0.05). After intrathecal injection of CB2R agonist AM1241 or microglial
inhibitor minocycline, SNL+AM1241 and SNL+minocycline groups acquired increased pain thresholds, weakened microglia
activation and decreased mRNA expression of inflammatory factors TNF-o, IL-1f, IL-6 compared with SNL group (all
P<0.05). Through interfering CB:2R expression by siRNA, SNL+siRNA group got significantly decreased pain threshold,
enhanced microglia activation and increased mRNA expression of inflammatory factors TNF-a, IL-1B, IL-6 compared with
SNL group (all P<0.05), while minocycline intrathecally reversed these changes. Electrophysiological results showed that
AM1241 significantly enhanced the frequency and amplitude of SIPSC in spinal dorsal horn, while minocycline perfusion
inhibited the effects of AM1241 (all P<0.05). Conclusion CB:2R reduces neuroinflammatory responses and enhances
inhibitory electrical activity in spinal cord by inhibiting spinal microglia activation, thereby alleviating hyperalgesia in
neuropathic pain.

Key words Cannabinoid receptor 2; microglia; neuropathic pain; inflammatory response; spinal cord

1 22 9 B A A B R RX I Rl o 0 R A 5 R G g AR R B O A M PN 1E - R T - B0
PR G R R R, KRR R AR . RRE RN Y MR R RS R i T R
25 5y A R0 1) 2 1 76 e 20005 PR PR O E R b R B AR Y, (L E AT M T BB IT . BT
FE NI S AL b gk ul, 3BT B A A FAE ANFIZ T PR (S B AT N . N 2 1
ETERE A, HEENSREE T s FE . A 55 R RO B3 #4870 R sk 1Y) 45 /4 A
Thie 12 . KIRZE 24k 2 (cannabinoid receptor 2, CB,R) FERIA THMNAGEMM, 55581,
81 R Fz 87 A0 4 AT B 4 A B AR, WEFTIESE CBoR 1EG B/ N B ANM T fE e 2RIk, NS AR
PR EY R A T RE, H CBoR Bsh 7 BEWE 15 38 2 Ml sl T s B 6 M5 S5 it ik i, (R
HU A TG 48 130 . AHF st B2 454 (spinal nerve ligation, SNL) 7 AR #3741 2 95 FH 1 9 /)N
AR, F/NT3 RNA (small interfering RNA, siRNA) & R#iH| CB.R Fik, it HEEN CB.R %
TR TN/ JBE I3 24 i %of 4o 422 B A O 110 52 el B A ML), A I R 2 At ot 2 380 P 2 4 (AL 5 1) JEL s

1 #MeFAEE

11 Wz 5ILF

@ FErfErE C57/BL /MR (20~30 g) 60 H, WEBEZERE K (B HE KT LRI O
[P~V IES . SCXK () 2018-00061 , fHE. THIEAM FHIE. KA SNL k@ &
PRI ARRLRL, CBoR M EN7 AM1241 (50 pg/kg, EE Sigma A D+ /1N 5 20 M 410 1) 751 K
% (minocycline, 10 pg/kg, E Sigma A7) HVEME T AEMEKEHANES 10 pL 425, EAH
ERAZEvEAE A bt CB:R —Hi (FRELLBI N 105000 « RPiF & F4G WM+ 1 (ionized calcium-
binding adapter molecule 1, IBA-1) —#i (FiBELLfily 11 000) # HJEE Abcam AF, bt
GAPDH —#i (WMBELLfly 1150000 « dife —ht (FEFELLHIN 115 0000 ¥ HEE CST Ad. %
U OAE Rt IBA-1 —F0 (FBeLbfiloh 1:500) W9E HA Wako AR, W¥EHik 1gG ®6
(M RELLf 9 101 0000 W EH3EE Invitrogen 2. # 60 R/NREEHL S ARFAR (shamd . SNL.
SNL+AM1241. SNL+XK#%¥ & . SNL+siRNA. SNL+SiRNA+KIEHR R, 44 10 K.
12 HHNEE
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WL, BYBRER S La oS, BfE Le~Laf =AM, F 5 mL 55 84 Skl i F i, Jeie PE-10 %
GRS, BANTRARKS, BAYL 1 om 5 RBCERREEE SO, RikgEsI0, %
b E SE TN, BREES 03 mL A NEHEZR (100 g/L) THFiEEY:, RiE/NEREEFE TR
13 #HEmEMER/NRERNET

VB P B RIS RURRIEE, BB . YRR DI TF B, B EE Ls~Le MEAAR, F W B H e b A2
M LsB%58, 6-0 228454l L BME, SRERIRGESNMNE LK. BEES 0.3 mL A% &% (100
o/lL) B Y. BFEARADNRNBEEEHETAGEIL, LRATFAREES SNL HIEHFE.
1.4 WU B E

38T SNL RATA ARG 1. 7+ 14 d W/ NRAURER B . e amE R E TREA. KHAER
W R AEZE . &M 1 h J5, F Von Frey £F4E#2 (3%[E North Coast Medical A #]) Hll/ iR
o JE R BRI G AL, 2NN, HIGE B O SR R R A, R IE A BE . A U B D (]
f% 5 min, &ANSREERIE 3 ECFEIME, KA up-down ¥E M HUMR B . A il i/ BROE R HL
VeS0T, S8 T SR IR Von Frey 21 442 % K )9 10 g, 0N 1] 55 47 .
15 1B/REHES siRNA B[ F#i CB:R RIARE W E L

T A R 1) 4% /N B CB2R RIAMT SiRNA 5 51 34 H o B 21895 2 30 /k pLVX-shRNA2 (& [H
Clontech A &) , FKEA pLVX-shRNA2 #H A5 Lenti-X™ HTX R4t (£[H Clontech A7) HL[F
YeF| 293T 4L, HRISHREE AR, HY 48 h JURHIS MRS E &A@ 8N ES 255 T
CB.R R K Eik, Filid 8 [ 5 B2 i 00 F U R
1.6 FEHRENTZEKRNEBRIE

AN BRORREE 5 G B La~Ls BOEBEZLZY, NN 200 pl HMBHEAESRK, RIGMMEEEEL 15
min Bt _EiE. FJ BCA @ BB AWK, I 99 'C 4&1F FA 1 10 min. HX 30 png 2 AFEAIEAT 10%
SDS-PAGE, XHEB®ZEKMEO®KEE PVYDF B, & S%BAE M E M 2 he 45N Rt
CB:R. %Pt IBA-1. %$i GAPDH 4 C W HI®K. TBST M 3 )5, MAIIR _I=EREE 2 h,
AT R IR . R Photoshop A4 & 267 (1 K BEAEL,  H B EE B AR X R IE &8 H 1 261 K
i /GAPDH K JE1H .
1.7 ®BERX

/N BRI JE R 0.1 mol/L PBS I 4% % % I BS TR WHEIL » B La~Ls BOEBE I 4% 2 T H IS
WG M, BEJEFE N 30%REHE LK. HEWHETIAHL (FEE Leica A F]) 20 um Y157, H 5%1h 1
EERBMA 2 h, 4 °C FETFMARDIBA- LR EER, PBS ¥ 3K, MAWLET R 19G %t i
H 2h, PR EHIE,
1.8 QRT-PCR #&ill & 1% EF mRNA &ki%x

NERIRE G BT LR E AL, TSR R Y O, BRMER BRI E R, NGB NTE, R
FEANTE FPEREE R — P IR . T MENT R ARENT, P 2 h FIEEENT, R Trizol
EIRIUCE BEFEHTI T S RNA, 40606 Il & RNA WEFI4iE ., 37 *C 15 min. 85 C 15s. 4 C 10
min 2&1F T R ¥ %3815 cDNA, %500 cDNA AR . UL GAPDH AW S HIEATY 1, 51WF 5 WLk
1, M4 95 °C 15min, 95 ‘C 15s. 60 ‘C 15s. 72 °C 40 s {&¥F 40 k. itHEBMEEAN CTE
I EL R AN R IE & .
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Tab 1 Primer sequences of quantitative real-time polymerase chain reaction

Gene Primer sequence (5’ -3' )
Forward: CCC GGA ATG TCG ATG CCT GAG TG
Reverse: CGC CCC GGC CTT CCAAAT AAAT
Forward: CTT CAT GAG TCA GCT TTG CAC CAG C

TNF-a

IL-15 Reverse: AGC TGA GAA AGC AGG CGG TAA GAA A

s Forward: TCT CGA GCC CAC CAG GAA CGA
Reverse: AGGGAAGGCAGTGGCTGTCA

CAPDI Forward: CCA CTC CTC CAC CTT TGA CG

Reverse: TAG CCAAAT TCG TTG TCATAC CAG G
TNF-a: Tumor necrosis factor a; IL-1f: Interleukin 1B; IL-6: Interleukin 6; GAPDH: Glyceraldehyde-3-phosphate dehydrogenase

1.9 B4

NI G, B La~Ls BEEBEE T 174 N LI Cartificial cerebrospinal fluid, ACSF) .
ACSF 21 1%: NaCl 117 mmol/L. KCI 3.6 mmol/L. CaCl; 2.5 mmol/L. MgCl; 1.2 mmol/L. NaH;PO4 1.2
mmol/L. NaHCO3 25 mmol/L. #iZik# 11 mmol/L, H] 95% O, 5% CO.iR& S ACSF 784 HiAl .
W TIERPCE AR, HRSII AL 400 um V) fr, ¥ % Gibb #7433 C 1HIRIFE 1 h.
RIGH A BE i F2 3) ACSF R ERE kB R b, FIE A 22 B0 T 4R 22 03 R ROIR s ok 2
W J5 R 25 A AR PN V) R AR RS A A i R T A R T R . AR AR IR AL Cs2S04 110 mmol/L .
CaCl; 0.5 mmol/L. MgCl, 2 mmol/L. Z —FE — Z Wk — %P 28 5 mmol/L. 4-¥2 2 HEWRE 4R 5
mmol/L. = Z &% 5 mmol/L. ATP-Mg 5 mmol/L. @it MultiClamp 700B JfUK #5 #1 pClamp 10.4 % #i&
RETAAE 0 mV AT, DA R A 20l s 4 ) 14 5 i 5 FR. (spontaneous inhibitory postsynaptic
current, sIPSC) . B JLidsk AM1241 #EVLRT G sIPSC B4k, SRJG1EKIER KRR LR %41 N id®
AM1241 FEFRT 5 9 sIPSC 224k 1
1.10 %itZ4bE

NFH SPSS 21.0 #AF#AT Sk % ot tFEFEEILL xd4s Fox, ZAE BRI R T %7
BT, FHEMWMELBCRH Bonfferoni-t ke (Kr4e/K#E o’ Jv 0.008 3) , AS[F]ZH Sl RS 8] A I 18] ) EE
KHAZHEELT 208, BWHNES CBaR Bz AM1241 Fif5 sIPSC A MR ME 1) L ECR - BCAT t
forer . FAEFRZE LA pClamp 10.4 BAF#EAT 04, HLIRAIRFIRIEE AM1241 FEU AT /5 ELBCR F BT
tA I . KIS /K (o) 4 0.05.

2 # X

21 SNL/MNRBHEHELAH CBRFRIEZZTWK

SNL 4N RS BEH ST CBR KB ML TR T A4 (1=6.733, P<<0.008 3) : 4N VES siRNA J5,
iF-AR+siRNA AH/NRBFREHLH CBR RIAML TIRFARA (t=6.317, P<0.008 3) , SNL+siRNA 4
CB2R RIAHWAKT SNL 41 (t=3.017, P=0.006 4) , $E/~HP07F 54 siRNA BRIE T B BE41 414 CBaR %
ik, SRR T A S R . WA 1.
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Fig 1 Expression of CB; R protein in spinal cord of mice detected by Western blotting

CB;R: Cannabinoid receptor 2; siRNA: Small interfering RNA; SNL: Spinal nerve ligation. "P<0.008 3 vs sham group, “P<0.008 3 vs SNL
group. n=10, x4s

2.2 FHH/INBEHUHER BB E

SNL ARJ5 1. 7. 14 d, SNL /) B8 T RFRA (1=6.254. 7.854. 7.294, P 3J<<0.008
3) , UEBH R 2 B MR K R DO G R R i S T . BN TE ST AM1241 J5 1. 7. 14 d,
SNL+AM1241 #H/N R BRI 5 SNL 4AH L FH e (t=6.574. 7.025. 6.842, P }J<<0.008 3) , H{EH 7
KEF AR R, R EEEseif®RA SNL RfF 7 d MR#THY T 5 SNL AL,
SNL+AM1241. SNL+XK#HHR RN RAR R E (t=7.081. 7.324, P 1<0.008 3) , ifj SNL+siRNA
/N B R % SNL ZH R4 (1=8.984, P<<0.008 3) , {HEN N VESHKIEIR R T SNL+siRNA 41/
B PRI B B (1=3.208, P<<0.008 3) , #Z/3AHE CBoR I 7K T~ 52 M #2295 B 1 405 /0N B g it
bR, T AR 0 R o 20 R ek 4 L i BBCREIR . LK 2.

or A
s | I 1
2 T A
O Sham ?;_, i
8r v SNL £ «
=i O SNL+AMI241 Z
= o £ 2
2 = JaN
= 4F o -
= 0!
g2 * & NS o & T >
i1 < N i &
24t % % & s W ,:;Q\\Q :83\ S
£ g LS SN 2
3 \,X & %V ‘\\‘o
o P S &
< NS x
L 1 L L o ,\ﬂ"
Baseline 1 7 14 N
e
Days after SNL q‘\’
A B

2 BN AR
Fig2 Mechanical pain thresholds of mice in each group
A: Changes of mechanical pain thresholds in different time points; B: Mechanical pain thresholds in six groups. AM1241 is a selective CB;R

agonist. Minocycline is a microglia inhibitor. CB,R: Cannabinoid receptor 2; siRNA: Small interfering RNA; SNL: Spinal nerve
ligation. "P<<0.008 3 vs sham group, “P<<0.008 3 vs SNL group, 4P<<0.008 3 vs SNL+siRNA group. n=10, xds
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S5®\FARAMEL, SNL H/NREELE MALH IBA-1 KOG EEME A REYHE S (1=15.00.
7.76, P <0.008 3) ; SNL+AM1241. SNL+KHEH HKA/NREREET AALF IBA-1 K EEMEH
ik 5 SNL 4HAH L PEAE (t=10.23. 11.52, 4.91. 5.28, P #<<0.008 3) , 1fii SNL+sSiRNA #1351 =
(t=11.11. 5.23, P #J<<0.008 3) , ¥HMEH KIFA R H T SNL+siRNA 41 IBA-1 % E BEME AR
IEEE N (t=14.73. 7.95, P 1J<<0.008 3) , #E/n/NRFEAIMEENS S SNL il Sy r= 4,
CB2R Wi o Be il /N R ot 48 F s A . L 3.

100,

30}

Positive cells of IBA-1

IBA-1/GAPDH
.

B3 B AN RO BB T N BT A B A e

Fig 3 Changes of microglia activation in spinal cord of mice in each group

A: Immunofluorescent staining of IBA-1 in spinal dorsal horn; B: Quantitative analysis of positive cells of IBA-1 in spinal dorsal horn; C:
Representative images of IBA-1 protein expression in spinal dorsal horn by Western blotting; D: Quantitative analysis of IBA-1 protein
expression in spinal dorsal horn by Western blotting. AM1241 is a selective CB;,R agonist. Minocycline is a microglia inhibitor. CB;R:
Cannabinoid receptor 2; siRNA: Small interfering RNA; SNL: Spinal nerve ligation. "P<<0.008 3 vs sham group, “P<(0.008 3 vs SNL

group, 4P<<0.008 3 vs SNL+siRNA group. n=10, xds

24 BANBEBENERREERFER

H5RFARHAME, SNL 45 HE B RERE T TNF-o. IL-18. IL-6 mRNA ik 3 3 i
(t=12.22. 12.49. 9.88, P }J<0.008 3) ; SNL+AM1241. SNL+XKiE¥ K4 TNF-a. IL-1B. IL-6
mRNA F£iA ¥ SNL 4% {% (t=9.69. 6.64. 6.69, 10.90. 7.01. 7.49; P 1< 0.008 3) , {H
SNL+siRNA #¥FEmhn (t=7.17. 5.97. 6.36, P 1<<0.008 3) , NS KIEH KW HE T TNF-
o+ IL-1B. IL-6 mRNA FiXMHE N (t=6.85. 6.73. 10.10, P }J<<0.008 3) , #/H N KRN S
55 SNL Y it B gk Jig,  CB2R W0E B/ I J5i 41 B 400 1) e 8 ok 2 1 B N ARE R B DL 46



LA KRR 2K 2 30l 400 1) A5 8 /) 52 o 4 5 A Dk Ao 2 8 4P 09 114 o o A 7

8 15 20,
A A
A
T o " N = 15 AN
= A = 10F * A 3
3 = 5
~oa4p 3 =10k *
= &, . 4
2 o T & = =
. )
2 LN = "-L‘ ﬁ S s A A ﬁ
( I I ( 1 oL—1 | |
> g & \ad T &> N ~ & ™~ & & N ~ < RS L
& A & v & & N A & v & & = A & ) &
& 5 & § & 5 & & A e
T & & v & & ¥oo& 0 &
x & =V & x & \\\/ B X oy e\/ o
e 8 S & S & S & g & S &
SN = S W A R o
S § s § 3 &
\j(--'q \/X‘T \//'"
S & =
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Fig 4 Inflammatory factors in dialysate of spinal cord of mice in each group detected by qRT-PCR

AM1241 is a selective CB,R agonist. Minocycline is a microglia inhibitor. qRT-PCR: Quantitative real-time polymerase chain reaction;
SNL: Spinal nerve ligation; CB,R: Cannabinoid receptor 2; siRNA: Small interfering RNA; TNF-a: Tumor necrosis factor a; IL-1p:
Interleukin 1B; IL-6: Interleukin 6; GAPDH: Glyceraldehyde-3-phosphate dehydrogenase. "P<0.008 3 vs sham group, “P<0.008 3 vs SNL
group, 4P<<0.008 3 vs SNL+siRNA group. n=10, xds

2.5 BHREST CBR EZF AM1241 XH/NR A 8575 /8 sIPSC BIE2
B VEST CB2R BiBh 7l AM1241 R 3G o /N A BETS M SIPSC AR ARIR, 5k aiAH bk % 5=
i@ﬁ%ﬁ%ﬁ%x (t=7.396. 2.741, P=0.000 7. 0.040 8, & 5A) ; A /INE 5 40 B 400 1) 351 2K V8 34 2K 45
SRR, WIS AML1241 RiJE /N RO RET M sIPSC AT IR IE 22 ¥ L i m X
(t 1.313. 1.172, P=0.246. 0.294, & 5B) , #&7~ CBR @i 410 /) 12 i 20 Jfo 3% 12k 184 o o Bl 400 ) 1k el
TS, ATk AR i

A B
Bl 5 BNEST CBoR B3l AM1241 X /N RAHE T M sIPSC AIFE I
Fig 5 Effects of intrathecal injection of CB; R agonist AM 1241 on sIPSC in spinal dorsal horn of mice

AM1241 is a selective CB;R agonist. Minocycline is a microglia inhibitor. CB,R: Cannabinoid receptor 2; siRNA: Small interfering RNA;
SNL: Spinal nerve ligation; sIPSC: Spontaneous inhibitory postsynaptic current. “P<0.05 vs a. n=10,  x3s
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2255 BEAE PR R T A 2% B BRRI BEAE B S D8, RLBUR 2R T RORAEAE AN . ARHIE TS
REIR, SNL Hoah 2 B AR/ MO AR i G 2t T8 CBaR R 55 1 /INE 5t 40 i i
e, BETT A s 20 I MAE S ek 59 4 1k RS B, S PNTE ST CBoR BIEhF AM1241 B/ B 5 4 i 410
) 7R KV 20 3R AT G2 A R i O R . I SIRNA T80 CB2R Rk J5, /N SR BB A /N B 5t 40 i v
WEom, RYEDN 7RG N, s MO, A ESORIER KRR SIRNA 4 T ) IX L8428
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