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Isolation and Culture and Identification of Clinical Strains of Helicobacter pylori
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[ Abstract] Objective: To isolate and culture the clinical strains of Helicobacter pylori ( H. pylori)
from patients in the Affiliated Hospital of Guizhou Medical University, and to master the methods of i-
solation, culture and identification of clinical isolates. Methods: 88 samples of specimens were col-
lected from clinical gastric mucosal tissue and inoculated on columbia selective medium with 10%
sheep blood, then cultured on the condition of 37 C, 5% 0O,, 10% CO,, 85% N, for 3 ~5 days.
The transparent small suspicious colonies on blood agar were picked out to undergo Gram staining and
rapid urease test. The positive colonies were expanded by pure culture. DNA of bacterial was extracted
and 16sRNA of H. Pylori was amplified by PCR. Electrophoresis and sequencing were conducted for i-
dentification. Results: 19 strains of H. Pylori from 88 samples of specimens collected from clinical
gastric mucosal tissue were successfully isolated, cultured and identified. The positive rate was 22% .
16sRNAand CagA of H. Pylori were amplified by PCR and their electrophoresis strips were clearly visi-
ble. The sequenced 16sRNA amplification products were compared with H. pylori international stand-
ard strain 26695, and their homology was 95% ~99% . Conclusion: H. pylori clinical strains are suc-
cessfully isolated and cultured, and the method of isolation, culture and identification of H. pylori clini-
cal isolates was skillfully mastered.
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H. pylori J& 43R E: 5 UL B B R R TR 2 — , 218
PEE R EHBE N EEEOEHED Y 5B EN A
R SRR D AR RV 2T R, .
pylori JBIL 50 ML AN LR R GEBNE 2 IR
DA I 5 1 A s WA 60 . H AT AT
T2FRIETE R, IR E SR H. pylori YR 30%
~50% ,FEFE A AN RZ R ETEZK, & H
pylori [ &Y X, H. pylori J& YL 353K 40% ~
90% , 455 59% . H. pylori Wi A W ¥k B 43 5
BB W H. pylori YR SxbruE” O R
& H. pylori JERE R IGIRBFGER) — AR AR, R
14 B F5 (G DR B T P T 400 43 S0 L
W 5T | #4211 B % ff o B0 Y 45 2L ik if
FE1 L BEE H. pylori Tt 25 bk 19 H 25 0, 85 5%
H. pylori 3 REFE LA BT 255 19 BERE, 13005 45 51
PRAIZGH T B . AN SO S —Fh DI A b I
HA I RS H. pylori B TR RIS 7k o

1 HE57®

L1 kg
TEI AR [F) 25 B S 00, DS 5 e R

2014 -2015 4E5Ei2 A 88 1l B /IR L bR A,
Horp 35 42 5, 2 46 5, 4R 458 26 ~T1 % Tl A
B SR M= A 5T R 48 (850 mL/L N,, 100 mL/L
C0,,50 mL/L O,) ) H Mitsubishi, Japan, {Hi& 5%
FeR, — PR3 Rl B8, BF & H T 3R (OXOID, 3
FE) i 1] BR A R B 57 (OXOID, B[ ) , A7 [ A
7, 2 R (LB L 2R T A F)) | IR R Tl
AR () ARERIE sl B A ) B TAE & i Lr
AeAp Al (K REDRHHEARA R, db50) .
1.2 FE
1.2.1  H. pylori &35 W R A7 VA BCBFAS LG P I
TG FARAIECH]  H. pylori 32 3 BRI RAG R
PPBIA 2. 81 g, ARSI FEIA % T 100 mL ZE 48K
AR A, 121 CR KT, 2 A S To T 73
200 pl/ %, B FHRAENIA 2.5 wL H. pylori 4%
FRLET 4 CoKAf H. pylori YRAT- 1 BC ] - P
10% BEMEVEI , =i KBS, S5 R4 % 12 1H 6
HEATICH o BHE HW M BONE P« FRIBCRFAE HESIF 358
§3.9 g, IMAXZEK 90 mL, 121 C & H K E, 2 A
250 CAAN, TG TEG A 10 mL JJ£F4Ed
FA421M.,0. 4 mL H. pylori EFE , 5] BIAFAR
1.2.2 FpAREMEE HE T THEWHILTH
WA 750 mL/L S KRR TR, ¥ AIAL 3]

IR, B8N B T34 0.3 mL H. py-
lori BRI EPP 4, 4 °C 2 h Nk T0r 4B
AR

1.2.3 peAdEfh 535 e TIEE N, KA
U K B AL 2B B R, HLARBIE S 60 s,
SER A LB G I ERAS FE 3R EAR L
RUPG PRI B HeFh g (%) ISP 0 7S
A PR AN B =G FR AR (5% 0,.10% CO, |
85% N,)37 CH;z:3 ~5 d,

1.2.4  H.pylori %3¢ (1) FE 2 Q%A —H4E
PRERKCE F i 23 b PRI Al B 4
/N BER TR TR B ER K BURTT TS, TR AT
2 ERIYE 1 min, BUREGE 1 min, RSB
30 s, FLE Y30 s, AT N SR, DL 24 QY
CRAYER AN/ S PR H. pylori FAPE, (2)
PR Z I, PRI A 37 B 41 /)N o] 58 B 74 UK
ZHRLC 1,1 min [FiR4EH H @A LT @k H.
pylori [, (3) H. pylori FAVETE V% 16sRNA %3¢,
Xf H. pylori BAYE R TE AT ARY R IG5, SR HL4
DNA, % it H. pylori 16sRNA 5| ¥ ( EE51 4 5'-
CTT GCT AGA GTG CTG ATTA-3' |, FiiEg|¥ 5'-
TCC CAC ACT CTA GAA TAGT -3") 317 PCR 41,
YrastH 95 °C 5 min, 94 °C 30 s.55 C 30 s,
72 °C 1 min,25 PME#H,72 C 7 min, 4 CIEE, H
(1) 2577 4 550 bp, PCR P=*HLA 1. 5% Byt HHEEE HL
UK, B RS, W5 7=y sl A s i e, 44
P45 95 H. pylori [E Frbs HE PR 26695 HE1T T 41 1L
XFo (4)H. pylori FRYETR 7% CagA %5E , %t H. pylori
PR TR 7 A T AR ARET KB 3%, SR A & DNA | 153t
CagA B %) ( I ¥# 514 5-ACA ATGA CTA ACG
AAA CCA-3', FiigB14 5'-TTT TGG TAT TCC TTA
TCC T-3") #k47 PCR 4" 34, ¥ 34 & {4 95 C
5 min, 98 C 60 s.55 C 15 5,72 °C 4 min 25 M
FR,72 °C 10 min,4 C R, F 240 3 500 bp.
PCR F= ¥y LA 1. 0% Byt B Bl 8 e LUK, #5 A H 19 2%
L WP 34 = P alif J5 ¥ . (5) H. pylori T #E
(ZRAT P KIEFRE K1Y H. pylori TR, ¥ 40 15
FHEAARIBUICETE 2 mL URAFEE (500 ul. ZRAFIR)
OB E A2 ~3 AW, B ECE T - 80 Tk
R, 25 T A AR IR ORAT

2 #R

2.1 H. pylori fHHEZR
AHITFE I R T H 88 i L ZbR A oy i 1 57
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Fig. 1
2.2 H. pylori BHYERFYE 16sRNA %K%
X} H. pylori 1] 16sRNA FE [N E 479741, 2 1
550 bp bR UL H i 450 (18 2) , FF x5 4738 7=
¥, 5 H. pylori [H BRby i Bk 26695 L X, [a] Pk
H95% ~99% (K 3) .
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Fig.2 Electrophoresis map of PCR products
of 16sRNA of H. pylori
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H. pylori colony, urease test and the microscopic morphology of gram staining

TR (5% 0, ) 35,37 C IRk 98% L |, H
I, H. pylori 1537 22 R F R K5 35 3%, 5 F 04 il
ORREENR A RIBE e LB SE . ASIK H.
pylori I PR BRI 73 B 35 TR A 035 F 3 AHE T
WG FRIE, T N B E B G 1 41 2087 i
WP T CC B 410 RFAS H W I B A, BT
36 BETIRAFEN, A = SAS TR 3%, 5 52 #
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G O [ A 5 T 5L, P R A 10% 1 i 4 1l
T ATEIEIN A 2 10% (1 2T 2 45 2 4 0l
IRy, RIS IR R ] = R R A8 0 T R
I¢ Bi R A R , FIF H. pylori AT
AT BB % 88 KRG PRALSUbR A, BH M ik
A 19 bk, HBHPER K 22% . H. H. pylori IIfi R bk
B R B R 5 A APER AR O, X
WAMRIE ) H. pylor: I R PR 3E 77 FHPE 2248 L
WRAR . FHXT H. pylori 3 85 FAPE AR, /] REAAAE
PUR T : (1) IR & B 48R A o filg S i A
BT, SEE i ) KK IER L T A 28U B G
BiE BN Sy B R SR IR ] — AL 3 ~4 h,
S ia i ) R B B i i s S RSB T (2) £E
PR A A rh B R A s SO P R K S U
PHPE BRI 5 (3) S50 Fi A 76 38 38 S A 65 40 15
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=5 10 MCGC AT MGETON GOCTCT TG GEFAT NGCC AT T GGAAMCGAT TACCAG 69
III.lIIIJIl IllllIIIIIII!lIIIJJIIIIIlIIJIIIIIIlIlIIlIIIIlIlII
:-‘ g;i;ﬂ_ =3 1205963 TAGGTTA CTCTTAGT TIGGGAT MGOC, G AARL A 1205904
+ 26695
LE ] T T AL TOCICT MC G AU A CAFCCTA CCTATCAGCTTGT 129
IIllIIIJIIIIIIIIIIIIIIIIlIIIIJIIIIIIIIIIIIIIIlIlIIIIIIIlIlII
::ﬂ\ﬂ.mq 120ES0 ACTOCCT WP CAGCCTA TCAGCTTGCT 12085844
L E S 130 TGGC T TACT AMGGCTA] CCGGCC TG 159
IIIIIIII]IIIIIHI]lIIIII[IIIHIIIIIIIIIIIIIII[[IIIIIIII[I[II
ls-‘ﬂ“f-{. G695 12022343 TorTANGET AATGEC T TACT AMGEC T AT GAC G T ATCC GO T G A A s T GrAAT G 1205784
L 190 GG AMT T GAGAL AL RGACTCCTACGE ATTGCTIC 249
e IIIIIHIIIIIIIIIIIIIIIII[IIIIIIIIIIIIIIIIIIIIIIrIlIIIIII‘IlII
‘*g‘" !‘lkhn'-l., 1208TES  ACACTGCAMCTGAGAC MOGGTOC AGACTOC T MCGGGAGGE MAC AGT MACGAMTATTGCTC 1208724
e zso AAT GG AAMCCC T GANGC NG AN GOCGOGT GEAFCAT GAAGGTTTTAGGCATTGT AAA 303
Ny O o
:i' o seos 1PUST2I  AATGEECEAMMOCCTGAMGE MECAACGCODCORTCRMACATEAACCT T TTAGGATTGTARA 1208664
4.
L= ) o CTCCTTTTGT TAGAGAAGAT AATGACGGT ATC T AACGAAT AMGC ACCGGCTAACTCCGTG 389
L sy
zizﬂ!l segs 1205863  CTOCTTITCT TAGAGAAGAT AATGACGGT ATCT AACGAAT ANGC ACCCGCTAACTCCGTG 1208804
LLE S ) ITo CCAGT MECOGCGGT AT AMOGGAGFGT GCAMGCGT TACTOGGAATC ACTGHGEOGT AAAGAG 429
- L N R
o sens 1208803  CCAGCAGCOGOGGTALT ADGGAGGGTGCAAGOGT TACTCOGAATCACTCOGOCTAMAGAG 1208544
L FE] 430 CGCGT MEGOGGGATMGTC AGTC MGG TGTGAAMTCC TATGGC TTAACC AT AGAACTGCATT 489
e IIlIIIJIlIIIIIIIIIlIIIIH[IIIJ!IIIIIlIIIIIIIIIIIIIII!IIII‘!III
+1.‘" !'l—l p—— 1208543 CGCGT MeHC G, BT AGGT! AAMTCCTATGECTTAACCATAGAACTGCATT 12085484
L= 5 490 TGAAMCTACT. GGA S15
11 IIIJ!IIIIII lIIIIi[I
1208483 TGARMCT ATTCTAGAGTGTGGGA 1208458
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Fig.3 Sequencing map of sample and the blast result compared to international standard 26695 strain
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AR AR, R SR E 7 d B, SEET AT AR T
BRI E TR AR S IR H. pylori JTEZS R ERE
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