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Kaplan-Meier survival plot. After 90 dpi, total animals inoculated with the M. bovis 04-303 strain
died (bold line). In the case of the group inoculated with the M. bovis Amce2 strain, 33% of the
guinea pigs died before 176 dpi (light line). In the rest of the groups, 100% survival was
observed until the end of the trial (black line).
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The groups inoculated with the M. bovis Amce2-phoP strain and with PBS, did not present
macro and microscopic lesions.

B - | Figure 5. Organ bacillary loads in BALB/c mice inoculated subcutaneously with Figure 6, . Bacteriological isolation of lung, lymph node (LN), liver and spleen in guinea pigs
aCter 10 Ogy hypervirulent Mb04-303 strain, Mb NCTC10772 parental vaccine candidates and the inoculated with M. bovis 04-303, M. bovis NCTC10772, M. bovis Amce2, M. bovis Amce2-phoP and
experimental vaccine candidates MbAmce2 and MbAmce2-phoP. PBS.
‘ LUNG LN LIVER SPLEEN
A o 100000 === =====cmccccsemccaccncncancn= : ---------------- i- ...............
: T 1
lung spleen 10000+ *
1000004 """ 777 ::+‘| ----- s - T : : i
N — = e ) e '
- £ ] = 1 B | T I
10000~ ' = b : P ] I
= : T , 'EA b
£ . O o kS )y B B
S 1000- - ¥ o tooqp T VB | b
o : 2 | VB | 1
2 100- : T | 1| p f
= ' B o ' it '
= . ] P ) .
L] ez 1 e
10+ ; (JEA B : Rt o B B : e
é A Bl B \ \ \ ' ' ' ' ' ' ' WAy ' ' \ ' ' ' Morphology of M. bovis colonies
1 . . = _—— o - ‘_bg"b\é\,{b &qf 8 Q@Q) %Qrb'\é(\qf &q/ 8 Q@GJ %@\ 6({]/ &q/ 8 Q@“O st‘b'\é(\qf 6\@‘1’9‘\8 Q@“O growing on 7H1 0 meia
N R LAY A g LAY o > supplemented with pyruvate.
D R SR FLE¥FF TG LG PG
wé?‘?&"& & wb@;&?@"&. S S ~o‘§ S ~<>V§ S ‘0"'@ S “0‘7@
@vb nﬁz\ -.;bd:’ %oxa\"’ ) NS \\ NS A\ O \ O
w» + Bacteriological isolation of lung, lymph node (LN), liver and spleen in guinea pigs inoculated SC with M. bovis 04-303, M. bovis NCTC10772, M.
Bacterial load determined by culturing tissue homogenates of lungs and spleen of individual mice at 60 dpi (A) or 90 dpi (B). bovis Amce2, M. bovis Amce2-phoP and PBS. Bacillary load determined by culture of homogenized tissues of the different organs analyzed.
The bars represent the mean CFU value obtained for each group studied. Significant outliers were excluded and then a The bars represent the CFU values obtained for each group studied. Kruskal-Wallis non-parametric test, Dunn’s post test. *, p < 0.05
statistical analysis of CFU was performed using the One-Way Anova and Bonferroni post-test (*p<0.05, **p<0.01 and
***n<0.001). Values considered as outliers (p < 0.05) (Grubbs’ test, GraphPad) were excluded from the Oneway ANOVA
analysis.
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included in each group technique has allowed us to improve diagnostic sensitivity.

Conclusions

A higher attenuation degree of M. bovis AmceZ2-phoP compared to M. bovis AmceZ2 was confirmed, especially evident in a highly susceptible
pigs, even when these strains were inoculated subcutaneously.
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