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Genotype assignments for L. reuteri isolates: We designated genotypes 1 and 2 based on dItA gene
sequence where type 1 represented porcine origin and was consistent with all test article isolates and
genotype 2 was distinct and indicated rodent origin.

Taxa assignments of translocated bacteria.

A limitation of this study is that assignment of taxa when more than 5 colonies of a given morphological
type were present on plates from a single sample, only 5 representative colonies were picked and
analyzed further. The total number of colcnies were assigned proportionally to the taxa found among the
five representatives. For example, the second colony morphology for mesentery from animal 3826 (see
Appendix 1) had a colony count of 15. Upon molecular characterization of five representative colonies 4
were found to be Lacfococcus and one to be L. reuteri genotype 2. The 15 colonies were then 4/5 (12) to
genus Lactococcus and 1/5 (3) fo L. reuteri genotype 2. In the event the result is not a whole number, the
number was rounded to the nearest whole number.

Results:

Number of animals showing translocation by tissue and group.

Five animals of each sex were analyzed from each dose group: group1 vehicle control, group 2 low dose,
group 3 medium dose and group 4 high dose.

Table 1. Incidence of translocation of any bacteria to tissues by treatment and sex.

Group Number of Number of Number of Number of
(treatment and animals with animals with animals with animals showing
sex) h= 5 for translocated translocated translocated any translocation
each group bacteria in blood | bacteria in liver bacteria in
mesentery
1 Male 0 2 4 5
1 Female 1 3 4 5
2 Male 1 1 3 4
2 Female 0 2 3 4
3 Male 0 3 3 4
3 Female 0 2 3 3
4 Male 1 3 5 5
4 Female 0 4 3 (of 4%) 5
Total All Groups 3 20 28 35

*No evaluable plates received for this tissue from on animal in this group.
Blood

Translocated bacteria were found in one animal each from three groups. This included one vehicle control
group. Itis likely that these represent environmental contamination of the samples during necropsy or
plating (absent clinical findings consistent with bacteremia).

Liver

Translocated bacteria in the liver were found in from one to four animals from each group including three
animals from one of the vehicle control groups. Uptake of bacteria by Kupffer cells lining the sinusoids of
the liver is a normal physiological response during bacterial translocation. Kupffer cells of the liver
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represent 80-90% of all tissue macrophages and are well known to take up bacteria delivered via the
portal circulation where they can help orchestrate tolerance or inflammation (Son et al 2010). Differences
between vehicle control and other dose groups are not statistically significant.

Mesenteric lymph nodes

Translocated bacteria were identified in the mesenteric lymph ncdes of both female and male rats from
each treatment group with from three to five animals having translocated bacteria in the mesentery.
Differences among the groups are not statistically significant with or without separating cut animals by
sex.

Number of animals with translocated bacteria: Overall result

Translocated bacteria were found among both males and females in each group, including vehicle control
animals. The number of animals with translocated bacteria in each group of five animals (grouped by
treatment and sex) ranged from 3 to 5. When both sexes within a treatment group are considered
together translocations were observed in; 10 animals from the vehicle control group, 8 animals from the
low dose treatment group and 7 animals from the medium dose treatment group and 10 animals from the
high dose treatment group. The differences among groups, either as a whole or when each sex is
considered, are not statistically significant.

Number of animals with translocated bacteria detected in the mesentery.

In each group of five animals, three to five animals had detectable bacteria in the mesentery. The
differences among dose groups, either as a whole or when each sex is considered independently, are not
statistically significant.

Number of animals with translocated bacteria detected in the Liver.

In each group of five animals, three to five animals at least one, and up to four, animals had detectable
bacteria in the liver. The largest difference was between low dose (3 of 10) and high dose (7 of 10)
animals. With no vehicle control (4 of 10) and medium dose (5 of 10). The differences among dose
groups, either as a whole or when each sex is considered independently, are not statistically significant.

Number of animals with translocated bacteria detected in the Blood.

Three animals, one from a vehicle control group, one from the low dose group and one from the high
dose group had colonies grow on the blood plates.

One animal from the vehicle control group (#3819) had 16 colonies identified as Staphylococcus.

One animal in the low dose group one (#3825) had four colonies, one Lactobacillus, two L. reuteri
genotype 2 (of rodent origin, not test material related) and one of L. reuteri genotype 1, consistent with
test article origin.

One animal in the high dose group (#3869) had a single colony on the blood plates which types as
Limosilactobacillus genotype 1, consistent with the yellow phenotype colonies from test article.

Finding culturable bacteria in the blood is unusual. Absent any clinical findings, it is likely that the
presence of these colonies on the blood plates are due to environmental contamination during necropsy
or plating. These findings were rare (3 of 40 animals overall) and had no apparent association with
treatment group.
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Enumeration of translocated bacteria, CFU per gram in tissues.

Blood enumeration is described in the previous section. Enumeration of bacteria from liver and mesentery
is summarized below.

Table 2. Mean and median detected CFU/gram of tissue by treatment and sex. When bacteria were
detected the nominal CFU/gram is listed. In instances where no bacteria are detected the limit of
detection based on the amount of tissue interrogated is also listed as < the 95% confidence limit of
detection.

Group Mean Median Mean Median
(treatment and CFU/gram in CFU/gramin CFU/gram in CFU/gram in
sex) h= 5 for liver liver Mesentery Mesentery
each group

1 Vehicle 12 None detected 240 200
Control Male <33

1 Vehicle 40 33 3886 300
Control Female

2 Low Dose 13 None detected 160 33
Male <33

2 Low Dose 27 None detected 100 33
Female <33

3 Mid Dose 53 33 5233 67
Male

3 Mid Dose 53 None detected 460 267
Female <33

4 High Dose 1067 133 33947* 3667
Male

4 High Dose 67 33 3467** 2150**
Female

*Should be considered a minimum. Cne animal generated plates with colonies too numerous to
accurately count, the count generated was based on identifiable single colonies and represents an
estimated minimum.

**Interpretable plates from only 4 animals were received.

Low dose group comparison to vehicle control group.

Low dose male and female groups showed equivalent to nominally lower levels of translocation to both
mesentery and liver in comparison to vehicle control groups.

Mid dose group comparison to vehicle control group.

Mid dose groups showed values not significantly different from vehicle control with the exception of mean
CFU in mesentery from mid dose male animals. Cccasional findings of a large number of translocated
bacteria in a tissue are not abnormal in these studies and they have been observed in vehicle control as
well as test article administered groups (Mukherjee et al 2016). The high mean value in group 3 males is
driven by such an event, as indicated by the elevated mean, and lack of elevated median value. This is
due to the mesentery sample from a single male (#3846) that yielded 775 colonies on the three plates
(representing 0.03 grams of tissue) for a CFU/gram of 25,833 for mesentery from that animal.

Taxonomic assignment of the colonies from this sample indicates that only 3 (0.38%) were consistent with
a test strain (L. reuteri genotype 1) derived bacterium (Table 3 and Appendix 1).
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