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[Abstract ]

acetylcholine receptors («7-nAChR) on rat hippocampal microglial cells.

*Department of Burns, Zhujiang

Objective  To investigate the expression and distribution of «7-nicotinic
Mehtods Mixed primary
glial cells obtained from the cerebral cortex of 1-day-old rats were cultured for 7-9 days, and the
The expression of a7-nAChR at the protein and mRNA levels on the
microglia cells was detected using double immunolabeling with anti-CD11b/c antibody and RT-PCR,
Results
presented with ramified surface covered with spines, which may serve as a unique feature for identifying

microglial cells. A band of 450-bp corresponding to a7-nAChR was specifically amplified by RT-PCR.

microglial cells were purified.

respectively. The resting microglial cells harvested from mixed primary glial culture

Double immunolabeling showed colocalization of a7-nAChR and CD11b/c on the cultured hippocampal
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mcrioglial cells.

cells in in vitro culture.

Conclusion «7-nAChR can be normally expressed in rat hippocampal microglial

[Key words] Hippocampus; Microglia; «7-nicotinic acetylcholine receptors

P I T AR EH A i PR R B U A5 0 R
AR AR BN, 2 55 Hix 98 1 e 7 1Y) 448 T 0 935 35 5 1
Jii J B 1) 71 J5 L 40 R A R X R 2 AR S A R B
WA /NS T 2 I /0 I Tt 200 i A v AR 22 R e v o)
A A SR B IR AP R 18 A AR

DOI.10.3760/cma.j.issn.1671-8925.2009.08.002

AW H  BE A REEIE 4 (30471928); ) A H HARFLE L 4
(07005203)

VEH WAL .510282 )7 M, M7 BERN R BRILEE Bebe Bl (55 A8
i), 2RI EE S E55);510515 )M B BB K S R O BR e bl
ZAMBHE S TT)

WAE/E#H . £ 5 Email: yongwh2005@163.com

FH o 28 22 G0 A AT ffe /A (16 20 BIGER 3  AFL/IN 2 ok 41 e
PO R SRR A A, 1] 51— R 919 38 s N | i
— A5 I A A T BT LA D5 0N G T 4 i | A
() 3k B B R P 2 IO 2 /0 Ak & i 61 405 110 T B A
T, BFSEEEEA BTG B AR B R 2 i A A 37 1A
(a7-nAChR) AJ 3 b 58 M A0 J5T 14 73 26, DT 490 ¢t o i)
;635 ITASRSIINN v L R € R o SR AN v e 1 RSP
JE 5 W 4 LA AR R Y T DA AR e 22 R
JBE BT A L o« 7-nAChR 193K DL K B8 75 3 a3 X A
2 A DT U0 61 2 1A A T 1) 3 0, 9 2 8 P 46147 114 1)
A A2 R, BHHETE T/ B 40l o 7-nAChR )3



- 762 - ML EYIGE 2009 F 8 H £ 8% 8  ChinJ Neuromed, August 2009, Vol.8, No.8

KSR ST £ R B2 )2 /N A M N i
JE AN o7-nAChR 11 22 3 BfF 5% &5 UL 4123 o 7-nAChR
(1) 238 32 1 22 1 R B 2 ) | BV 2% ] 41 B 76 AN []
e A v A N [ IO v I o N S
RT-PCR | %28 5 't WUbR 12 AR DK IR 53 R 2 11 7K
3 MR o7-nAChR 7516 /)N e 5T 48 L 1) 22 35 A
SE A, LAYk B 1k FIIR T G453 40 ) 4k & M R M
A S S et R 1 SR

REEERb

— M

A SD KRR Fh e 7 BE B R 22 5L 6 3 ) v 0 4
Bt (B E S . B IE S 2006A051,2006B023),
DMEM/F12 & 4% 1s 7% 3 1 T 55 [ Hyclone 24 Al | 8T
A A LT R SE LW | R R /EDTA I F 56 5
Gibico 2w | L- 2B | 2 R AR T 3 5
Sigma 23\, /NPT K Bl CD11b/e FRTEREDTIA Hadi
K «7-nAChR 1 T 3& [ Serotec /A 7] ,DEXAS #5
IC I EPT/N B IgG A FITC dRic i F 0% 1gG 1+
5% [ Calbiochem 7~ Al , % st ik fl & W T H A
TOYOBO /A Al ,PCR i | Wy + rf [ K i 5 A R A
A] PCR 519 i i JE JE 20 7 A B, RNA $2 B0 )
I F 3 [ Invitrogin 23 ] |

/N A R T A3 S Ak

Z: B McCarthy il de Vellis ik 17 K iUk 5
/NBE BT AR ML IR A TR OB AR 1~2d N SD ORI,
H 75% R WiE 8, JOm &0 T s B K
1 , 7F. D-Hanks & H 1 16 J1 5 B3k A B 70 10487 23 25
Mg 25 1.25 o/L AR (1B 37 C/KIB AL 5 min, H
SEA G IR LR AL 1000 t/min B0 5 min, FF I
T8 o A0 Bk A, O £ R R b
AR R, T 37 °C 5%CO, WA is 9% | 4
2~3 Kol , FRiRamamER 7~9d, H 12
mmol/L F| 2 1= B 43 25 4l Ak /N JBe T 41 43 25 2l 4k 11
AN AN A 37 °C . 5%CO, MA R 37 | B 2~3 K
e

= PRI S ANk 2 v S N S A4 i

AR/ N A IR R TR s b KRR 3 d
J5 26 PBS 70 Uk ,40 g/L Z R P EE IR T 2 30
min;0.01 mol/L PBS ¥ ¥, A 0.3%#Y TritonX-100
ZE PR FAE ] 30 min;0.01 mol/L PBS &4k, LL 10%F
ML3E 76 37 CE&AF F £ 30 ming FinA /N R K R
CD11b/c ¥ si i 4 «CHFF 48 h;0.01 mol/L PBS
WHYE, M DEXAS £1 49 Y6 R ic 9 2 Bt /b B
IgG =¥, k6 37 CHER 1~2 h J5 R 26 6 i il s

(PR ICU A R 490 nm, & BB R 520 nm) W%
JEHARE

P9 RT-PCR i M /v & i 48 ffl o7-nAChR
mRNA [ ik

1. &2 RNA #2HL; Trizol & & 2 BUE RNA, H 1
g/L DEPC /K% i | Ho A /A HEAE R 1.8~2.0, 15 5
) RNA &5 , b 1.2%B IR BTk 100 V
JE K RNA 9 5¢ 8k |

2. RT-PCR.; DIZHUM) RNA AR 3E 17 i 5%
S VR R B ARFLA 20 pL, % mRNA 8 pL £ &
T7K 3 wL Sxidfi % s 28 ol 4 wL dNTP 1R 5 W 2
wL RNase #7711 L 5 WU 1 Oligo(dT) 1
pL Rever Tra Ace i 5% 5 il 1 WL, K0 A5 440 .30
°C 10 min, 42 °C 45 min,99 °C 5 min, 4 °C 5 min_ LA
B Sk RV P79 cDNA Sh AR #5178 5 o 7-nAChR
Vs Fs . B .5 -CATTGACGTTCGCTGGT
TCC-3’, Fii% .5’ -ATGGTG CTGGCGAAGTATTG-
30 PR BEK R 450 bp, [AI AT L B-actin k2 & |
S5I9F . Bl .5’ -GTCGACAACGGCTCCGGCAT
G-3", Fi# .5’-CTCTTGCTCTGGGCCTCG TCGC-
3P R B EE R 158 bp, IR VAR R K 50 wL,
Horh ¢DNA 20 pL, R & HHR G 1A & 25 pL, 1E X5l
Y1 L, X519 1wl K E K2 50 wL, PCR
NS5 R 94 °C AR P 5 min, 94 °C 30 s.56 C 1
min 68 °C 45 min, £ 40 NPEH 72 °C 7 min, H
1.2%35 B W 68 I L VKR PCR 729,

T, RPEDE R R o7-nAChR 76 /NI 5 41
Jf - g 2 35 L o7

SR FH 928 7€ D' WUb 248 L A2 2 60,46 0 /)8 Jig J5 240
Jfl «7-nAChR 3k TR Am A B —$T A7 BB K
B AL 7 BE PR CD11b/c A4t K Bl a7-nAChR it
A, ZHisr ik DEXAS Z1 6298 Yehric i 25t/ iR
IgG Fl FITC #nic i Ei R [gG, TEM ALK A
490 nm ., &I K N 520 nm §75OE BHEET W
BT AR R GIE K Ty 470 nm & 60K
490 nm Y2 W R SR AR A5G, I E i
PN W R A A R T SN

& R

— TR NS S5 AT M Y S

TEHE OL T /N 5T 4 B Ak T EOIR S AR/
S BEUIR S BESOR A A AE g 8 B oR
YRS B CD11b/c Yo fHPE | R4 a5 s,
2] 53 B SR B 7 00 48 I Ry I8 T 4 A 1),

— RT-PCR #i W /) J& i 4 I «7-nAChR



PAEMAESRE 2009 F 8 A 84 X 8 ChinJ Neuromed, August 2009, Vol.8, No.8 . 763 -

1
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Fig.1 Fluorescence microscopy of cultured hippocampal microglials
with anti-CD1 1b/c antibody (x400)
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Fig.2 RT-PCR analysis of a7-nAChR mRNA expression in rat

microglial cells
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Fig.3 Expression and localization of a 7-nAChR on cultured hippocampal microglial cells (x400)
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