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Preparation of chicken vasoactive intestinal peptide RNA probe and its
detection in intestinal nerve of Remak by in situ hybridization
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Abstract: To study the distribution of vasoactive intestinal peptide ( VIP) mRNA in chicken intestinal nerve of Remak (INR),
the sense and anti-sense digoxigenin ( DIG) labeled RNA probe were prepared and utilized. The fragment of VIP gene was ob-
tained by RT-PCR through total RNA of chicken brains. Amplified cDNA fragment was subcloned into pGM-T easy vector, and the
plasmid was transformed into E. coli DH5a and chosen by “white-blue plaque selection”. The recombinant plasmid was identified
by EcoR 1 restriction enzyme digestion and sequencing, then VIP/pGM-T easy vector was linearized with the restriction enzyme of
Neo 1 and Sal 1 respectively. The sense and anti-sense DIG labeled RNA probe were producted by SP6 and T7 RNA polymerase
respectively and transcription in vitro according to the protocol of “DIG RNA Labeling Kit (SP6/T7)”. Certificated by dot blot hy-
bridization, the sense and anti-sense RNA probe were prepared successfully. The distribution of VIP-mRNA in chicken INR was
examined by in situ hybridization histochemistry (ISHH). There were many labeled neurons distributing in ganglion and nerve
trunk between ganglia, most of these labeled neurons were large size neurons and had round or oval shapes. Some the fibers of INR
were weakly positive. In conclusion, the sense and anti-sense DIG labeled RNA probes for ISHH of VIP were prepared successfully
in this experiment, which provided an approach to study further the location of VIP-mRNA in nerve tissue; the result of ISHH sug-
gested the existence of VIP-mRNA in neurons of chicken INR.

Key words: chicken intestinal nerve of Remak; vasoactive intestinal peptide; in situ hybridization; RNA probe

BRMETEEMAK (vasoactive intestinal peptide, VIP) ZE—/&4 28 PR FLMRILILAIIGIARK, 2
HEMERGE T EZEREM AT Z —, AEERWEE, AHiE, RRESFESRETAE 250
At VIP RS ISR S LA A VE AR, EEA R FL IR AR, B SER UR I
SRVERT, VAT KERACIAE . e kI, VIP =AM R Ay A7 T RE a2t

PAEWIIL S N A R GE (enteric nervous system, ENS) J&H EMAERGHE 3 MRS, W
BE R 2 A A B FE BE T O BCR A, H A RE ) BRI ST SE A A S E B, &S IE

s HEA: 2006 -03 -28

HEE&WE. ERAKBFIEETIEHE (30270961, 30671513)

YEE® Y. MIAHE, 084, E-mail: g hero98@ yahoo. com. cn, “SBIRMEH . BRBKAE, Bd#, FEMNFMSGAYEIT,
E-mail: chengsh305@ yahoo. com. cn,



S 112 - Mow okl K ¥ ¥ W %30 &

ENS HiimBE 2 o0 FBE S Fh e pf 28 £F e e [RI 2 i, T B Remak #1428 (intestinal nerve of Remak,
INR) FFTE, BRI E SCRCE 1) I XL A . INR 28 R4 1 — MR BE 35 A 32 %
M2, EHARISEMARNE G, Sl 7o afe s s 25, POtFE s — B+ —
ol , IERIMFZPG 5y 3R 8 BE | A 1 IC . S2O, BR BRI ORAE S o B B
INR &M KR —B, WREME M Zociiia ik 20 —B, M INR [AIFTZE(R, INR 2575 Bk B,
HA At MR MEikE, INR 2R B AR 4E s gt iny, B
A NEGREFIAE IR TR AE 19 X4 Ay PR 2 2P 4, A E IR R BEAEHES bR RE M il Pk 2 2 4 i pf 2
R

ZARK, KT VIP AR INR MM P 1E, NMpiErh VIP 2 2F 4 2 7 A7 — 870k H INR
R T — EAE R RIE L, AR RN SR D57 5 G O VIP #ii  (Digoxigenin, DIG) #rid
RNA %, Il i 2438 (in situ hybridization histochemistry, ISHH) , MIERKEWFGY VIP J& 75 7EXY
INR #ZTCHIA TP, TR R KT- e B 8 AR i A B 1 o AR B B BB

1.1 kZasrd

10 FARERR AR =0, R 1.5 ~2.0 kg 2247, W0 A RS RLTH a4 B0, Trizol A T In-
vitrogen 2~ F], Taq DNA RAHE . BREPE N VIEEE F TaKaRa AR, pGM-T easy JFUb I F It 50 KA EHAY
INHE], HIESE RNA ARG & (SP6/TT) | Bl mi BR Bl b iC (4 M 5 = Pfk S NBT/BCIP & o i 55 1A T
Roche A7)

1.2 REHE

PIXS Y VIP BRI mRNA A M ABTI 7, HA i —FRE
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mL ' RNase A) 37 °C 30 min, ZRJGHKIKZ: 1 xSSC 42 °C 10 min, 0.5 xSSC 42 °C 10 min, 0.5 x PBS
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Fig.2 Estimation of the yield DIG-labeled VIP-RNA probe
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Fig. 3 Results of ISHH
A, B: MIZA, x100; C; WEH, x100; D, E: #ZY, x400; F; FAMEXE, x100 (1. BEMERZICHA, ©. BHMEMZ
14k
A, B: Ganglion, x100; C: Nerve fibers between ganglion, x100; D, E: Ganglion, x400; F: Negative control, x100 ( 1 : Posi-

tive perikaryons; 17: Positive nerve fibers)
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