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AT TR AR R 0 35 SR VR T PR T o 24
FulEKIEFRTEHE . S B A 100 A2 HETCHs . KT
TR AR R/INRHIE ) H AR R AR IR 5 MA, 5351
IR TANHE B TR PR . Hoh 1A AR LR Ak
#30d (JE), 1IN NIEH IR IR AL(DZ), F15h24H 1
DI30d /MR 1K, MR ARG 557 S 14K HURE,
GrC EFT Fl4. BEAFRGE A, KiH20—22°C,
(=5 mg/L, pH=7.0+0.2, TRl A e B 5 1
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AR R I 14 22 (R ZH DN A ABEAR, 346 B4t 1 22 [
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Fidelity PCR Master Mix with GC Buffer/ /& 2 /5
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Fe 1, TR B ) 51490 B 5 45 12 AN [k ) A 25
(Barcode) ¥ 31l LAIX 40 AN FIFE SR 3738 4%
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FAE—E M. AR RMEE . Mucini-
vorans)&. P58 LS55 22 0 J@ 45 2 H AR R
O B AR .

My EKETHERFEENTK K
Vil = R AR ATE WL 2R 3. FEYLHR R

B HF e B FEIE SR

Alpha Diversity of four sets of samples

FF FE 8 HRichness Index

ZFEPEfE B Diversity Index

¥ it Samples ¥l 51| Read 470358 COTUs

i 2 Coverage (%)

Chaol¥E#(Chaol AcetE#Ace F A2 5% Shannon
F7 59791+13967 2794236 282.80+218.25  303.33+220.25 99.8+0.00 3.01£0.36
F14 49140+15751 189+120 242.55+35.23 219.96+133.36 99.9+0.00 3.15+0.28
DZ 62692+4529 173+21 186.23+60.67 196.96+50.01 99.94+0.00 3.16+0.28
JE 53379+10679 17341 166.53+35.23 176.25+38.22 99.9+0.00 3.04+£0.24
A B JE Fl14
400 »
bz 26 12
@
m <F7
RO +JE 30 333
2 5 200 | cFl4
o i 4 T +DZ
) & ‘% ...... _ ,%
100 | 1 1 : "
74
0 g/ 16
0 10000 20000 30000 40000
U %1% Number of reads sampled
C ;\'o‘ D 8 E .
it PCA plot & 03 PCOA-PC1 VS PC2 A NMDS plot
Q ) = S B Stress<0.001
g O 2 02 03
ca 710G F7 FT 3 “F7
R = IE g ol IE 5 04 JE
g 20 Fl4 S .F14  E F14
HE 30| pDZ & o YA DZ
£ 8 =z 0
(=] =1
S 40 £-0.1 = :
o o &
) N il
£ —-60 —40 20 0 X -02-0.1 0 0.1 02 # 0 500 1000
A~ PC1 (48.8%) 4 PC1 (36.45%) MDSI

F: 4> 1 Principal component 1
1
Fig. 1

T4 1 Principal co-ordina tes component 1

2t 1 Multidimension 1

R (A). BERZERE(B). PCAZMHTEI(C). PCoA%> T El(D)FINMDS /) #1 & (E)
Rarefaction curves (A); Venn diagram of OTU in the four groups (B); PCA analysis (C); PCoA analysis (D); NMDS analysis (E)



540 K& A Y 43 %

BERETNH Zli@ﬂfé%fﬁi%ﬁ%%m FETTKPER
PN AR T B T X0 HE AL e v, DUAF BT 1) 7E 4 52 33k
T14dfa . };E.%HE?IL’E%HEHE{E%%O

Discriminate Analysis Effect Size)7#7 & B, YLk 5
PR MR 7d4 H AR 205 W 38 g A R REHRLJE 43 280K
V- EAFLETE S R, AT R ST E R (K 4).

BRXKFTHERFFENTNL AP

BTSSR RERE . PUATETTRT R e AR 3 Wi
B 108 BRI B (Vagococcus) ) R E L G Pk &2 31 NEEREERRXN BAEERERER SN
FEE 7R, X B S . MucinivoransTE VG K & A

SR A BB AR R U A A 2R IR AR I e
P VR R AT AR BRACR W, MR
PR AR — 7 T 0 T Be SRS I A 15 S A ) £k

B 14dHiE BB
FE B (B 3R 2).
EFLBLESetr I LEfSe (Linear

0, 59 = Proteobacteria
= Bacteroidetes
= Firmicutes

F7 JE F14 Dz

L ITE AT R AR T

B C
8 1.00 - = Others 8 1.00 Others
5 m Fusobacteria g M Acinetobacter
< WD272 bl - - Shewanella
2075 [ e 2075 =R g A
Qo - B
< Chloroflexi < | = unidentified JTB215
g} W Actinobacteria “; - W Desulfovibrio
i W Acidobacteria = 0.50 & ™Bacteroides
= 0.50 ~ wFirmicutes =< Y [ " ®Mucinivorans
Q mBacteroidetes g M Erysipelothrix
~ W Proteobacteria 2 W Aeromonas
ﬁ 025 | - ﬁf 025 |
junng Juang
= 0 &~ 0

Vv Yo
ORGP
A Sample name

PR
A Sample name

Q\b‘Q(\) Q(\/ Q(\)

B2 &R IE E AR S
Fig. 2 Gut microbial community structure of samples
AL BARES T DT B R B TIKT- BN b 3 T REAL TR 2041 181, C. BT 2SR b i 1 B REAL T 0 A
A. Microbial community Pie chart on the phylum level. B. Microbial community bar plot on the phylum level. C. Microbial community bar

plot on the genus level

*2 MAHRBERBEENFEESHER

Tab.2 The relative abundance of H.nipponia gut microbiota in four groups (n=3, X=*s)

VAN

Siﬁfﬁ:s Ta)z(j)rfmy F7 F14 DZ JE
A3 14 | ] Proteobacteria Phylum 0.4767+0.0004 0.4232+0.0010 0.5227+0.0260 0.3549+0.0537
HLFF H "] Bacteroidetes Phylum 0.3399+0.0105 0.4976+0.0009 0.3930+0.0194 0.3468+0.0038
JEEEH | ]Firmicutes Phylum 0.1622+0.0109 0.0390+0.0000 0.0389+0.0003 0.2808+0.0310
S B B Aeromonas Gunus 0.3900+0.0039 0.2840=0.0070 0.3122£0.0115 0.2281x0.0619
Mucinivorans Gunus 0.1440+0.0226 0.2778+0.0070 0.0948+0.0002 0.2648+0.0016
P15 2 W )@ Erysipelothrix Gunus 0.1285+0.0149 0.0268+0.0001 0.0263%0.0002 0.2202+0.0184
P 1 J& Bacteroides Gunus 0.1028+0.0188 0.0099=0.0000 0.0106+0.0000 0.0066+0.0000
JB 55K B B Desulfovibrio Gunus 0.0061+0.0000 0.0281+0.0005 0.0643+0.0019 0.0069+0.0000
Unidentified JTB215 Gunus 0.0104+0.0000 0.00360.0000 0.0044+0.0000 0.0232+0.0002
1B IEEK B & Vagococcus Gunus 0.0133+0.0001 0.0018+0.0000 0.0021+0.0000 0.0022+0.0000
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EFFECTS OF FASTING AND REFEEDING ON HIRUDO NIPPONIA
INTESTINAL MICROFLORA DIVERSITY

SHI Ping, LU Zeng-Hui, YOU Hua-Jian, HE Yuan-Chuan, ZHANG De-Li, XING Kang-Kang and CHEN Shi-Jiang
(Chongqing Academy of Chinese Materia Medica, Chongqing 400065, China)

Abstract: In this study, we utilized high-throughput sequencing technology to explore thechanges of intestinal microbio-

ta of Hirudo nipponia among fasting group, refeeding groups and control group. The results showed that (1) on the

hierarchical level of the phylum, the microflora mainly include Proteobacteria, Bacteroidetes and Firmicutes; (2) on

the hierarchical level of genera, the dominate microflora include Aeromonas, Mucinivorans, Bacteroides and Erysipelo-

thrix. The results also indicated that fasting and refeeding diversity and abundance of the dominate microflora, includ-

ing Aeromonas and Mucinivorans. This study lays the foundation for more detailed composition and function of diges-

tive tract microflora in H. nipponia.
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