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Abstract In order to clarify the bacterial pathogens causing frequent pneumonia in Tibetan yak, 145 nasal mucus of
Tibetan yak were collected. Bacteriological determination was carried out through pathogen isolation and culture,
colony morphology observation, biochemical test, and PCR detection. The growth curve of the isolate strain was
determined by the change of optical density ODgp and pH, and K-B disk method was used for antimicrobial
susceptibility test. The results showed that ten strains of Mycoplasma bovis in total were isolated from 145 yak nasal
mucus; The results of colony morphology and biochemical test were consistent with the biological characters of
Mycoplasma bovis. One 238 bp target fragment corresponding to the uvrC specific gene and one 1 500 bp target

fragment corresponding to the 16S rRNA gene were amplified by PCR. The nucleotide sequences of uvrC specific gene
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and 16S rRNA gene among the 10 isolates were highly homologous, and the homology between uvrC specific gene and
the international standard strain PG45 was 98.4% — 100% and the homology between 16S rRNA gene and PG45 was
99.1% —99.9% . The growth curve assay showed that the isolates cultured in PPLO medium were in lag phase for

24 h, entered stable period in 42 hours, and entered decline phase 78 hours later. In addition, the pH of the three

isolates decreased with the prolongation of the culture time. The pH decreased the most rapidly during the period of 24

—42 h, then decreased slowly and almost stayed unchanged after 78 h. The antimicrobial susceptibility analysis

showed that the isolates were resistant to macrolides, aminoglycosides and lincomycin at various degrees, but they

were sensitive or moderately sensitive to doxycycline and kanamycin.

Keywords Tibetan yak; Mycoplasma bovis; isolation and identification; growth curve; antimicrobial susceptibility
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Table 1 Information on reference strains of uvrC specific and 16S rRNA gene sequences

uorC B 375

16S rRNA & %5

SR AR A EiS _ . (S R
Mycoplasma species Name Accession Accession number Host Source
number of uvrC of 16S rRNA
08M CP019639. 1 CP019639. 1 LS o
16M CP038861. 1 CP038861. 1 4 P AR
CQ- W70 CP005933. 1 CP005933. 1 2 S
FJ-HJ KX230478. 1 4 o [ i
HB0801 CP002058. 1 CP002058. 1 S rh b
Hubei-1 CP002513. 1 CP002513. 1 4 o 1k
4Rk Ningxia-1 CP023663. 1 CP023663. 1 4 hETHE
NM2012 CP011348. 1 CP011348. 1 4 R NS
KG4397 AP019558. 1 AP019558. 1 4 B
MYC2 KX462396. 1 4 4 2 F)
MYC22 KX462353. 1 4 4 25 H)
JF4278 LT578453.1 LT578453. 1 4 Hi+
PG45 CP002188. 1 NR_102850. 1 2 B
To L E A PG2 CU179680. 1 NR_044667. 2 EESNIIES e e
LR SR 22 4R I FD PG1 NC_005364. 2 NR_074703. 1 4 k4 Fiy it
L2 AR STIFAR 1L = WA PG3 NR_044772. 1 ITES + HH:
L3 32T A 1L 3 3 A G5 U26041. 1 ITE Fir

TE 32 T 0 5% 5 b 3 7R R B T Bk 64 A8 12 571

Note: If there is no registration number in the table, the corresponding sequence of the strain is not used.

B 1 SBEREEES40X)
Fig. 1 Colony morphology of Mycoplasma bovis
isolates (40X)
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Fig. 2 Amplification of uvrC specific gene and 16S rRNA from Mycoplasma bovis isolates
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Fig. 3 Evolutionary tree of amplification of uwvrC specific gene (a) and 16S rRNA gene (b)
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Fig. 4 ODgy (a) and pH (b) of Mycoplasma bovis isolates at different time points
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Table 2 Antimicrobial susceptibility test of Mycoplasma bovis isolates

L Eg 25 4 Fik T Bk FF 5 Strain number m%%/%
Types of drugs Drug name Drug resistance
2 3 4 5 6 7 8 9 10 rate

— [DIE: & S S S S I S S S S I S 0
WIE7 S I S S I S S S S R I 10
S W] 7575 & R S I R I R I I I S 30
FAR S 3 I I I R I I I R I I 20
T e P 255 AR E R S I S 1 S I 1 I R 20
% I I I I I I I R S I 10
ik S I I R S S S I S I 10
BT 2 K5 E I I R I I I I R I I 20
KK E I R I I I S S I S I 10
RIER 1 1 I I S I I I S I 0
I SnpiES VNS R I I S R I I I R R 40
RN A I I R I I R R I I I 30
TR T M 2% R 2 I I I I I I I R I I 10
AW A I R I S I I I R I S 20

ES’&Q’@@,ITTEW%”J‘,RW%

Note: S: Susceptible; I. Intermediate resistant; R: Resistant
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