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Abstract: Objective: PCR-DGGE (denaturing gradient gel electrophoresis) was applied to analyze autism gut
microbial communities. Materials and methods: We extracted the total microbial genome DNA of each fecal sample
from two group subjects: the control and ASD (autism spectrum disorders) groups, amplified the V3 regions of
microbial 16S rDNA genes. The gut microbial diversities were detected by PCR- DGGE. Results: DGGE analysis
revealed diverse bacterial populations among the individuals and between the two groups, the similarity values of the
comparisons of the bacterial DGGE bands patterns of the control and ASD groups ranged from 0.41 to 0.72 and 0.20 to
0.48 respectively. Conclusions: PCR-based DGGE can be used to detect the intestinal microbial diversities as an
effective tool, and the intestinal microbial diversities may take a significant role in the autistic etiology.

Keywords: PCR-DGGE; gut microbial; ASD; 16S rDNA.

PCR-DGGE Y EEHK ARSIl IEAE/ L EFE RS

RO, ARRY, K& AP, REH, 95, B PEW, #EX, Bax
ARSI A, W5, HUH, 210096
BTN S FARALFS . KM, R, 215002
FRAF Y FHEAR BRI E, A P, 210096

*Email: junbail 013@seu.edu.cn, zhlu@seu.edu.cn
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2.2.1 BHEE S DNARHREL

P52 BOSCEROEA T, K43 21 (1) 5 41 R DNAYS
F100ul L H# /K, HINanoDrop ND21000 4% & ¥ & il
SEACI 52 B DNA IR, 20 CLRAF%

2.2.2 V3[X16S rDNA PCR# 1§

FIFHP2. P35 4M3E1T16S rDNA V3IX (3454, 5]
Yy 5 2 BOCHR O et IF A .l R S A
P2:5-ATTACCGCGGCTGCTGG-3",
P3:5’-CGCCCGCCGCGCGCGGCGGGCGGGGCGGG
GGCACGGGGGGCCTACGGGAGGCAGCAG-3" (5]
W5 S LA 23 S 40bp<GCK™) , P24 K i 230bp A2
Fo 25ulfE R E40.5 ul ANTP, 2.5ul 10 x Buffer
(Mg2+ free), 2.5ul MgCly, 0.5ul Tagi, 471514 1um,
50ng DNAFHHR .

PCR VAR FUI R : 56K H“Touchdown PCR™,
94°CA M4 min, ¥ H94°C, 1min; 65°C, 1min; 72
C1 min, ZJGRR2AMEHIRKIRE TRELC, HERK
HEA55°C, LLSSCONIR KR ETEIR4IR . 55 2&72°C
ZEAH 10min. SR 54T “Reconditioning PCR” 1!, 94
CAM4 min, 7 KH94°C, 1min; 55°C, 1min; 72
‘C1min, #HH6IK, #Jh72°CHEA10min. 2¢KPCR}1Y
KR AEKAE g IR B AR IEPCRIE R Hh A ¥ G
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2.2.3 DGGE# #i 3 3d H EiE 1 THRIAE L3R

DGGE & 2t ¥ % 1) ¥ £ & H Bio-Rad DCode
systemHH (T o IR E 8%, AT HLTK AR I
2422 % ~58 % (100 % A2 11 7124 Tmol / LIK % F140
% LB TG , PCRA“HI LR RN IKIE S
Sule fHHIXTAE Z201E200 V. 60°C 454 T Tt ik
5min, SRJGAEIS0V. 60°C 44+ I HLkSh. HLK )G R
{fiH1Gel Redi#AT44th . 518 I Bio-Rad#E e B4 %
Lk T, R FTUPGAMA RIS i R 4w i
TTREDHT.
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Fh (n=24,53.33%). IBV5 (n=11,24.44%) LLJfEHS
S (n=7,15.56%) M%:.
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FIT REARHR Ty 14 B 16S tDNA V3 [X 77
Y, PR 230bp AA .
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i (C1-C6) F104IIMUE JL# (1-10) 738 M EFDGGE
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AN E AR R 2. B (A) T ANk (1 417
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P B —FERT, RO T 118 40 1 1) 45 R A7 W 2
(M RErE 225, TRt LA ) AL AR 45 o AL
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Flb, 17 PICBAE ) L2 A AN P izl v AR R 4y
HASK—FE, 17 HH 8 e E R ) LR R o A3
M5 EE%, —SRERlsim &l Aa, b, c, d, e, £, g%
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AU ) L3 2 TR AABLIE EL eI, f i L REIL 310,48,
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Figure 1. A:DGGE profiles of V3 region PCR amplification
products of the 16 samples; B: Intragroup similarity
dendrogram of DGGE profiles.C1 to C6 is the control
group, 1 to 10 is the ASD group
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