Supplementary Table 1. Descriptive statistics and adjusted comparisons of IGSQ-13 score among groups and by visit, FAS

Group comparisons

Geometric
means Estimate® Ratio of estimate
Visit Group (SD) (95% CI) Comparison (95% CI) p-value®
cG 147 (1-1) n/a nla n/a na
Baseline Lo-EG 14.5 (1-1) nla nfa n/a n/a
Hi-EG 14.5 (1-1) nla nla nla nla
14-6 _
CG 14-7 (1-1) (14-2,15-1)
14.7 1-00
Visit 2 Lo-EG 147 (11) (14-3,151) Lo-EGvs CG (0-96,1.04) 0-944
14-9 . 1.01
HI-EG 148 (1-2) (144, 15-3) HI-EG vs CG (0-97, 1-06)) 0-806
139 -
CG 14-0 (1-1) (13-7, 14-2)
139 1.00
Visit 3 Lo-EG 139 (1-1) (13-7,14-2) Lo-EGvs CG (0-97,1.03) 0-991
139 . 1-00
HI-EG 13.9 (1-1) (13-6, 14-2) HI-EG vs CG (0-97,1.03) 0-991

ANCOVA, analysis of covariance; CG, control group (placebo supplement); FAS, full analysis set; IGSQ, Infant Gastrointestinal Symptom Questionnaire (1GSQ);
Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10%*° CFU; SD, standard deviation; ClI, confidence interval

2 From an ANCOVA model correcting for baseline weight and sex.

b Adjusted p-values were calculated using Benjamini-Hochberg correction.



Supplementary Table 2. GI tolerance outcomes by visit, FAS

Lo-EG v CG Hi-EG v CG Hi-EG v Lo-EG
Visit Category CG (n=75) Lo-EG (n=73) Hi-EG ((n=70) p-value? p-value? p-value?
Stool frequency®®, LS mean (95% CI)
Visit 2 1.9 (1:6,2-2) 19 (1-6,2-2) 1.9 (1:6,2-2) 0-943 0-943 0-943
Visit 3 1.7 (1-5,2:0) 1.6 (1-3,1-9) 1.5(1-2,1-8) 0-576 0-576 0-576
Stool consistency score*®, LS mean (95% CI)
Visit 2 2:9(2:8,3:0) 2.9(28,3-0) 2:8(27,2:9) 0-742 0-155 0-161
Visit 3 2:8(2:7,3:0) 2:8(2:7,2:9) 2:8(2:6,2:9) 0754 0-754 0-754
Stool consistency?, N stools (%)
Visit 2 Watery 3(0-7%) 4 (1-0%) 19 (4-9%) 0-021 <0-0001 <0-0001
Runny 82 (18-9%) 76 (18-4%) 103 (26-4%)
Soft 299 (68:7%) 309 (75-0%) 241 (61-8%)
Formed 48 (11-0%) 21 (5-1%) 27 (6-9%)
Hard 3(0:7%) 2 (0-5%) 0 (0%)
Visit 3 Watery 12 (3-1%) 8 (2:3%) 14 (4-5%) 0.490 0-308 0-490
Runny 73 (18-7%) 79 (22-6%) 74 (23-8%)
Soft 268 (68:7%) 235 (67-3%) 204 (65-6%)
Formed 33 (8-5%) 26 (7-4%) 19 (6-1%)
Hard 4 (1-0%) 1(0-3%) 0 (0%)
Difficulty passing stool®¢, N stools (%0)
Visit 2 6 (2:7%) 4 (1-8%) 2 (1:0%) 0-513 0-495 0-513
Visit 3 2 (0-9%) 1(0-5%) 1 (0-5%) 0-915 0-915 0-956
Regurgitation/\VVomiting, N reports (%)
Visit 2 0 times 97 (43-1%) 99 (45-2%) 117 (55-7%) 0-125 0-031 0-052
1 time 31 (13-8%) 42 (19-2%) 32 (15-2%)
2-3 times 72 (32-0%) 67 (30-6%) 46 (21-9%)
4-6 times 20 (8-9%) 9 (4-1%) 15 (7-1%)
7 or more 5 (2:2%) 2 (0-9%) 0 (0%)



Lo-EG Vv CG Hi-EG v CG Hi-EG v Lo-EG

Visit Category CG (n=75) Lo-EG (n=73) Hi-EG ((n=70) p-value? p-value? p-value?
Regurgitation/\VVomiting con’t, N reports (%0)
Visit 3 0 times 142 (63-1%) 146 (66-7%) 136 (64-8%) 0-006 0-044 0-006
1 time 26 (11-6%) 17 (7-8%) 36 (17-1%)
2-3 times 43 (19-1%) 55 (25-1%) 35 (16-7%)
4-6 times 12 (5-3%) 1 (0-5%) 3 (1-4%)
7 or more 2 (0-9%) 0 (0%) 0 (0%)
Flatulence, N reports (%)
Visit 2 0 times 171 (76-0%) 182 (83-1%) 156 (74-3%) 0-087 0-928 0-087
1 time 15 (6-7%) 15 (6-8%) 18 (8-6%)
2-3 times 32 (14-2%) 15 (6-8%) 31 (14-8%)
4-6 times 5 (2-2%) 7 (3-2%) 4 (1-9%)
7 or more 2 (0-9%) 0 (0%) 1 (0-5%)
Visit 3 0 times 200 (88-9%) 200 (91-3%) 180 (85-7%) 0-141 0.141 0-243
1 time 7 (3-1%) 11 (5-0%) 17 (8-1%)
2-3 times 18 (8-0%) 8 (3:7%) 12 (5-7%)
4-6 times 0 (0%) 0 (0%) 1 (0-5%)
7 or more 0 (0%) 0 (0%) 0 (0%)

Crying/fussiness, N reports (%0)

Visit 2 0 times 224 (99-6%) 212 (96-8%) 205 (97-6%) 0-066 0-133 0-876
1time 1 (0-4%) 1(0-5%) 1 (0-5%)
2-3 times 0 (0%) 6 (2:7%) 4 (1-9%)
Visit 3 0 times 225 (100-0%) 217 (99-1%) 210 (100-0%) 0-485 n/a 0-499
1 time 0 (0%) 0 (0%) 0 (0%)
2-3 times 0 (0%) 2 (0-9%) 0 (0%)

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1.0 x 108 CFU; Hi-EG, high-dose B. infantis, 1.8 x 10'° CFU; LS mean, least squares mean;
Cl, confidence interval. Includes all measurements in the 1 day prior to Visit 1 and in the 3-day period prior to Visits 2 and 3.

aData were analyzed by ANCOVA and adjusted for baseline values.

® Average scores over the 1 day prior to baseline, or the three days prior to V2 and V3 were analyzed.

¢ Calculated as the percentage of days with difficulties passing stool divided by total number of days on study.

dAdjusted p-values were calculated using Benjamini-Hochberg correction.



Supplementary Table 3. Physician-reported adverse events, FAS

CG (n=75) Lo-EG (n=73) Hi-EG (n=70)
No. Events N (%0) No. Events N (%0) No. Events N (%)

All adverse events 38 32 (42-7%) 33 27 (37-0%) 34 27 (38-6%)
Serious adverse events 1 1(1.3%) 0 0 (0%) 0 0 (0%)
Severity of Adverse Events

Mild 35 31 (41-3%) 32 27 (37-0%) 33 27 (38-6%)

Moderate 1 1(1-3%) 1 (1-4%) 1 1 (1-4%)

Severe 2 1(1-3%) 0 0 (0%) 0 0 (0%)
Adverse events of interest, N (%0)

Upper respiratory infection 9 (12-0%) 3(4-1%) 6 (8:6%)

Lower respiratory infection 6 (8:0%) 5 (6-8%) 7 (10-0%)

Otitis/ear infection 0 (0%) 0 (0%) 0 (0%)

Skin allergy 1(1-3%) 0 (0%) 0 (0%)

Gl-related/diarrhea 0 (0%) 1(1-4%) 0 (0%)

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10'° CFU



Supplementary Table 4. Parent reported symptoms, FAS

CG Lo-EG Hi-EG1 Lo-EG vs CG Hi-EG vs Hi-EG vs Lo-
Symptom (n=75) (n=73) (n=70) p-value CG EG
N (%) N (%) N (%) p-value p-value
Fever? 16 (21-3%) 23 (31-5%) 18 (25-7%) 0-369
Duration®
1 day 9 (12-0%) 13 (17-8%) 7 (10-0%)
2 days 2 (2:7%) 6 (8:2%) 4 (5-7%) 0-746 0-746 >0-99
3 days 1(1-3%) 0 (0-0%) 0 (0-0%)
Fever?, excluding vaccine-induced fever! 5 (6-7%) 7 (9-6%) 8 (11-4%) 0-604
Duration®
1 day 1(1-3%) 3(4-1%) 1 (1-4%)
2 days 0 (0%) 1 (1-4%) 2 (2-9%) >0-99 >0-99 >0-99
Respiratory tract symptoms®© 17 (22-7%) 7 (9-6%) 10 (14-3%) 0-085
Duration®
2 days 2 (2:7%) 1 (1-4%) 0 (0%)
3 days 5 (6-7%) 3 (4-1%) 5 (7-1%) >0-99 0-705 0-705
Gastrointestinal symptoms? 0 (0%) 1 (1-4%) 1 (1-4%) 0-976
Duration®
3 days 0 (0%) 1 (1-4%) 1 (1-4%) n/a n/a n/a

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10'° CFU.

@ p-value from chi-square test comparing proportions between groups

b p-value from Fisher-Halton test comparing duration between pairwise groups. Adjusted using Benjamini-Hochberg correction. Symptom duration was available
for the subset of symptoms confirmed by a PI.

¢ Predefined symptoms include cough, nasal congestion, sneezing, cackles/rales/wheezing, fever, difficulty breathing, hoarseness, rapid breathing, noisy
breathing, and shallow breathing.



Supplementary Table 5a. Fecal pH (wet feces) and organic acids (dry feces, umol/g) at visits 2 and 3, FAS population (all subjects)

LoEGVCG HI-EG v CG HI-EG vs Lo-EG
CG Lo-EG Hi-EG Unadj Adj Unadj Adj Unadj Adj
Marker Visit (n=75) (n=73) (n=70) p-value p-value p-value p-value p-value p-value
. 5-38 542 510 078 078 0-051 0076 0.027 0076
Fecal pH Visit 2 (5-19, 5.57) (5-22,5 -61) (4-90, 5 -30)
Visit 3 5.05.557) 510,561 525,.578) 082 082 0-28 059 039 059
Acetate Visit 2 (31332,4 égs-s) (365‘26 4'127-3) (414‘-1?,6 4.138-1) 0-080 0-09 0-0008 0-0023 0-09 0-09
Visit 3 (388‘-13,7 4'1%35-5) (433‘-13,1539-1) (420%36?,9 519.2) 0-20 0-53 0-35 0-53 0-74 0-74
Butyrate Visit 2 (16-24? 56-3) (28 -%E,sfs-e) (2131%}?1-7) 0-086 0-26 0-47 0-47 0-32 0-47
Visit 3 @27 3.4 @20 2.4 @22 5.4 0-22 0-32 0-20 032 0-94 0-94
Isobutyrate Visit 2 (3-957',971 85) (3-957',83 .81) (3-751',85 .00) 0-99 0-99 0-97 0-99 0-98 0-99
Visit 3 (4-877.,13 .52) (3-5%,%8 .78) (4-762;',9;3 14) 0-34 0-61 0-89 0-89 0-41 061
Isovalerate Visit 2 (1-522.,12 -69) (1-924.,5?? -11) (1-311.,9éJ -50) 0-32 0-47 0-64 0-64 0-14 0-43
Visit 3 (1-7%',53? .35) (2-4%,?-09) (2-023',523 72) 0-21 0-56 0-56 0-56 0-50 0-56
Propionate Visit 2 (57 711 35-7) (54-625,3.852-8) (50 35,.?9-6) 078 0-78 0-53 0-78 0-73 0-78
Visit 3 (63%1,89-0) (632(,).58-6) (69-8,7 i?)s-s) 0-99 0-99 0-63 0-94 0-62 0-94
Valerate Visit 2 (1-327',63? 84) (3-1‘15,353 60) (1-9\?,14?-44) 0-048 0-14 0-52 0-52 0-19 0-28
Visit 3 (1-327',63l 84) (3-1‘\1%',357 .60) (3-751',473 .16) 0-42 0-53 0-16 0-47 0-53 0-53

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10'° CFU. Data presented are LS mean
(95% Confidence Interval) from ANCOVA model adjusted for baseline value. P-value from ANCOVA adjusted for baseline value. P-values are uncorrected.



Supplementary Table 5b. Fecal pH (wet feces) and organic acids (dry feces, umol/g) at visits 2 and 3, FAS population (breastfed only subjects)

Lo-EG v CG HI-EG v CG HI-EG vs Lo-EG

CG Lo-EG Hi-EG Unadj Adj Unadj Adj Unadj Adj

Marker Visit (n=42) (n=42) (n=41) p-value p-value p-value p-value p-value p-value
iy 521 503 4-88 0-24 036 0037 012 0-36 036

Fecal pH Visit 2 (4-99, 5.42) (4-81, 5.24) (4-67,5.10)

Visit 3 (4-755'|05?-37) (4-6%,95?-27) (4-8?,15-46) 0-64 0-69 0-69 0-69 0-39 0-69
Acetate Visit 2 (2833(:)%,9 535-3) (358‘-‘71,4 1.1%39-6) (4104-‘?,7 523-8) 0-063 0-094 0-002 0-0059 0-19 0-19
Visit 3 (3281?,4 4'120-5) (434‘-‘:;),8 522-1) (425‘-‘3,0 526-4) 0-028 0-066 0-044 0-066 0-87 0-87
Butyrate Visit 2 (13-26‘,1.??5-6) (12 293 54-7) (14-223?57-2) 0-92 0-92 0-85 0-92 0-78 0-92
Visit 3 (152 419) (194.453) (228 493) 068 0-69 0-43 069 069 069
lsobutyrate  Visit 2 2:26,597) (1:59,5.66) 0:32.5.08) 072 072 029 0-44 019 0-44
Visit 3 (134,590 020,52 @128 060 060 0092 0-14 0039 012
lsovalerate  Visit2 (102, 2.08) (1.0, 209 (0.96, 204 0-98 0-98 0-89 0-98 087 0-98
Visit 3 086, 281) w5t 342 (153, 3.49) 0-36 0-54 0-34 0-54 0-95 0-95
Propionate  Visit 2 @57.%55) (359, 86:3) (185 8.7) 0-30 0-45 0-51 0-51 0-092 028
Visit 3 (260,616 (209,63 49, 834 084 084 0071 016 010 016
Valerate Visit 2 (129,37 (144,380 (145,386 087 097 084 097 0.97 097
Visit 3 1253 (164, 555) @10.710) 085 085 022 043 029 043

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10'° CFU. Data presented are LS mean
(95% Confidence Interval) from ANCOVA model adjusted for baseline value. P-value from ANCOVA adjusted for baseline value. Adjusted p-values were

calculated using Benjamini-Hochberg correction.



Supplementary Table 6. Fecal biomarkers (dry feces) at visits 2 and 3, FAS population

Lo-EG v CG Hi-EG v CG Hi-EG vs Lo-EG
Unadj p- Adj Unadj p- Adj Unadj p- Adj
Marker Visit CG Lo-EG Hi-EG value p-value value p-value value p-value
) _ All Subjects
ﬁ#‘é?ga)'l"\m“wps'” Visit 2 (1-628.,22 72) (2-2?§>',83l 33) (2-631.,1; 67) 0-11 0-16 0-014 0-042 0-38 0-38
Visit 3 (3-523;1- 13) (4-355,',153 94) (3-3%',14?-97) 0-17 025 075 075 0-094 0-25
Calprotectin (mg/kg) Visit 2 (126(}-612,41589-0) (1065l 13?31'8200-5) (10791 .41?41-:29.5) 0-47 0-78 0-52 0-78 0-94 0-94
Visit 3 (1705'32 -?1(,)72307-8) (19352 %‘}83'561-3) (22692 -816,32'5704-3) 0-58 0-58 0-19 0-56 0-44 0-58
sIgA (mg/kg) Visit 2 (3432‘!15‘-1;,4 ér)zgee.zl) (403650(-]3,5 263739-7) (4343?34%4%47-6) 0-40 0-60 0-20 0-60 0-66 0-66
Visit 3 (453656(-32)? 2%244-0) (5022%%;,3 ?2257-2) (4545576-3;,5 gééss-s) 0-52 0-84 0-96 0-96 0-56 0-84
_ _ Breastfed only Subjects
?nlmg?;_lhAnmwpsm Visit 2 (1-356,127928) (2-335,12&-3938) (2-535,31?159) 0-069 0-10 0-029 0-087 0-70 0-70
Visit 3 (3165, 5572 (4709, 7420 (3075, 5484 0-060 011 0-92 0-92 0075 011
Calprotectin (mg/kg) Visit 2 (110(%-?;?31.506-0) (924%,2 5%20-4) (719%,2 55725-7) 0-53 0-53 0-19 0-53 0-49 0-53
Visit 3 (13892 -30%536-9) (1863? -775,383.7212-8) (2043? %?83593-0) 0-47 071 0-32 071 0-79 0-79
sIgA (mg/kg) Visit 2 (3877?3,3 3%307-1) (502231-12,0{735.3%386-9) (46216;(-)27,7 55?327-1) 0-28 0-71 0-48 0-71 0-71 0-71
Visit 3 (5353?3,6 §é§353) (eosggfgégses) (4870?)?3,5 giZlOS-S) 0-56 0-68 0-68 0-68 0-32 0-68

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis, 1-8 x 10'° CFU. Data presented LS mean (95%
Confidence Interval) from ANCOVA model adjusted for baseline value. Adjusted p-values were calculated using Benjamini-Hochberg correction.



Supplementary Table 7. Descriptive statistics for cytokines at visits 2 and 3, FAS population, all subjects

CG Lo-EG Hi-EG
(n=75) (n=73) (n=70)
% out of range % out of range % out of range
Median Median Median
Marker Visit [Q1, Q3] [Q1, Q3] [Q1, Q3]
IFN-B Visit 2 56-0% 37-0% 55-7%
2.87 2:10 2:02
[1-79, 5-41] [1-12, 4-09] [1-03, 3-42]
Visit 3 37-3% 38-4% 50-0%
2-06 3.07 1.98
[1-06, 3-81] [1-49, 3-81] [0-82, 5-45]
IFN-y Visit 2 30-7% 34-2% 38:6%
0-53 0-42 0-40
[0-34, 1-34] [0-24,0-78] [0-28, 0-60]
Visit 3 24-0% 21-9% 35:-7%
0-62 0-57 0-55
[0-36, 1-12] [0-29, 1-14] [0-29, 0-82]
IL-10 Visit 2 98-7% 90-4% 97-1%
0-32 0-04 0-03
[0-32,0-32] [0-04, 0-05] [0-03, 0-04]
Visit 3 89-3% 83-6% 85-7%
0-09 0-05 0-08
[0-05, 0-10] [0-03, 0-09] [0-03, 0-14]
IL-13 Visit 2 85-3% 86-3% 81-4%
0-55 0-54 0-59
[0-47, 0-68] [0-37,0-93] [0-40, 0-78]
Visit 3 80-0% 79-5% 81-4%
0-83 0-54 0-80
[0-56, 1-10] [0-43, 0-63] [0-55, 0-85]
IL-17A Gen.B Visit 2 72:0% 68-5% 81-4%
1.17 0-94 0-83
[0-63, 1-78] [0-55, 1-43] [0-72,0-89]
Visit 3 68-0% 68-5% 75-7%
0-85 0-78 0-75
[0-53,1-27] [0-67,1-07] [0-54, 1-16]
IL-1B Visit 2 5-3% 2:7% 11-4%
1.834 1-39 0-97
[0-63, 4-83] [0-40, 3-13] [0-46,2-71]
Visit 3 8-0% 12-3% 10-0%
1.12 0-92 0-68
[0-33, 4-31] [0-39, 2-62] [0-21, 2-85]
IL-6 Visit 2 86-7% 82:2% 77-1%
0-10 0-09 0-11
[0-06, 0-13] [0-07,0-11] [0-06, 0-16]
Visit 3 69-3% 61-6% 62:9%
0-12 0-09 0-08
[0-08, 0-18] [0-07, 0-16] [0-07,0-13]
IL-8 Visit 2 8-0% 12-3% 5-7%
1.68 0-85 0-81
[0-49, 3-71] [0-38,1-97] [0-42,3-17]
Visit 3 14-7% 4-1% 5-7%
1-59 0-95 1-16
[0-57,5-15] [0-42,2-62] [0-49, 3-46]
IL-21 Visit 2 56-0% 64-4% 57-1%
3-86 2:92 3:16
[2-86, 5-44] [2-46, 4-10] [2-30, 3-50]
Visit 3 62:7% 67-1% 61-4%
3-82 3-09 2:72
[2-64, 4-62] [2-26, 4-05] [2-02, 4-25]
IL-22 Visit 2 94-7% 100% 95-7%
1.20 0-25
[0-60, 2-54] [0-24,0-77]
Visit 3 88-0% 94-5% 97-1%
0-59 0-37 0-88
[0-42,1-09] [0-24, 0-50] [0-37, 1-40]
IL-23 Visit 2 25-3% 43-8% 31-4%
1.91 2:13 2:06

[1-39, 2.74] [1-60, 3-38] [1-35, 3-66]



CG Lo-EG Hi-EG
(n=75) (n=73) (n=70)
% out of range % out of range % out of range
Median Median Median
Marker Visit [Q1, Q3] [Q1, Q3] [Q1, Q3]
Visit 3 26-7% 27-4% 30-0%
1.87 2:34 1.68
[1-46, 2-69] [1-34,3-78] [1-24, 2-56]
IL-27 Visit 2 38-7% 32:9% 30-0%
19-23 17.73 17-49
[15-10, 51-18] [12-48, 31-46] [12-11, 28-52]
Visit 3 32:0% 27-4% 38:6%
18-31 14.47 12-85
[10-66, 31-42] [10-26, 23-77] [8-68, 21-88]
IL-31 Visit 2 98-7% 98-6% 95-7%
1.33 0-87 0-62
[1-33,1-33] [0-87,0-87] [0-53, 0-90]
Visit 3 96-0% 97-3% 100%
0-48
[0-48, 0-48]
IL-33 Visit 2 93-3% 84-9% 84-3%
0-10 1-11 0-09
[0-07, 0-43] [0-06, 0-12] [0-07,0-20]
Visit 3 73:3% 64-4% 81-4%
0-22 0-17 0-22
[0-11, 0-30] [0-09, 0-31] [0-14, 0-48]
MIP-3a Visit 2 65-3% 60-3% 60-0%
1.33 1.09 1.06
[1-07,3-02] [0-80, 2-50] [0-71, 1-50]
Visit 3 69-3% 56-2% 75-7%
1.35 1-36 0-735
[0-94, 1-90] [1-11,1-93] [0-64, 0-95]
TNF-a Visit 2 73-3% 58-.9% 67-1%
0-08 0-11 0-12
[0-07,0-12] [0-08,0-1.6] [0-11,0-17]
Visit 3 54-7% 58-9% 58-6%
0-14 0-14 0-13
[0-10, 0-19] [0-10, 0-20] [0-10, 0-15]

Units: pg/mg; CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1.0 x 108 CFU; Hi-EG, high-

dose B. infantis, 1.8 x 10%° CFU.
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Supplementary Table 8. ANCOVA results for cytokines with at least 50% of values above limit of detection at

visits 2 and 3, FAS population, all subjects and breastfed only subjects

Lo-EGv CG Hi-EG v CG Hi-EG v Lo-EG
LS mean LS mean LS mean
difference Unadjusted Adjusted  difference Unadjusted  Adjusted difference Unadjusted  Adjusted
Marker  Visit (95% CI) p-value p-value (95% CI) p-value p-value (95% CI) p-value p-value
All subjects
IFN-y Visit -0-067 1.87 1.94
2 (-3-48,3-34) 0-97 0-97 (-1-59, 0-29 0-43 1.58 5.45 0-28 0-43
Visit -0-11 -0-61 051
3 (-0-90, 0-69) 0-79 0-79 (-1-43, 0-14 0-34 1.33 0.32 0-23 0-34
IL-1B Visit -2:05 -2-83 -0-78
2 (-4-48,0-38) 0-097 0-15 (-5-40,- 0-031 0-09 3.31 1.75 0-54 0-54
Visit -2-29 -1-69 0-60
3 (-5-11, 0-52) 0-11 0-33 (-4-54, 0-24 0-37 .29 3.49 0-68 0-68
I1L-8 Visit -1-52 -0-33 1.19
2 (-4-00, 0-96) 0-23 0-52 (-2-72, 0-78 0-78 30. 3.68 0-35 0-52
Visit -1.84 -0-003 1.84
3 (-5-42,1-74) 0-31 0-47 (-3-49, >0-99 >0-99 67 5.3 0-30 0-47
3.49) (-1-67,5-34)
1L-23 Visit 2:90 -0-56 .3.45
2 (-3-48,9-27) 0-37 0-55 (-6-55, 0-85 0-85 0-27 0-55
(-9-63,2:72)
5-44)
Visit -3-84 -1-47 2-36
3 (-10-96, 0-29 0-68 (-8-43, 0-68 0-68 (-4-23,8-96) 0-48 0-68
3-29) 5.49) ,
Visit -10-87 -10-39 0.48
2 (-29-69, 0-25 0-42 - 0-28 0-42 (-18-24,19-20) 0-96 0-96
IL-27 7-94) 29-31,8:53) '
Visit -8-71 -15-53 -6-82
3 (-30-46, 0-43 0-55 (-38-43, 0-18 0-54 (-29-50, 0-55 0-55
13-05) 7-36) 15-80)
Breastfed only subjects
IFN-y Visit 3-00
-0-24 324
2 (552,509 093 093 (823131;1 02 040 (:2.27,875) 025 040
Visit -0-82 -0-87 -0-04
3 (-1-75, 0-10) 0-080 0-12 (-1-80, 0-07) 0-070 0-12 (-1-01, 0-92) 0-93 0-93
IL-1B  Visit 577 -4-73 ™
2 (-9-19, -2.35) 0-0011 0-0034 (leg) 0-0095 0-014 (-2-39, 4-47) 0-55 0-55
Visit -3-97
-3-17 -0-80
3 (-5.90, -0-45) 0-023 0-035 (f;;) - 0-0050 0-015 (-3-50, 1-90) 0-56 0-56
IL-8 Visit -3-39 -1-38 2:01
2 (-7-10, 0-32) 0-073 0-22 (-4-92, 2.16) 0-44 0-44 (-1-61, 5-63) 0-27 0-41
Visit -4-09
-5.47 1-39
3 (-9.53, -1.41) 0-0087 0-026 (g?g) - 0-041 0-061 (-2-48, 5.26) 0-48 0-48
1L-23 Visit -2:23 -2:00 0-23
2 (-5.47,1.01) 0-17 032 (5.8 1.19) 0-21 032 (2.80,3-26) 0-88 0-88
Visit -0-55 3.87 4.41
3 (-10-85,9.75) 0-92 092 6.62,4.35) 0-46 069 (5.06,3-89) 0-35 0-69
Visit -8-01 -11-73 -3:72
2 (-34-05, 0-54 0-78 (-38-47, 0-38 0-78 (-30-15, 0-78 0-78
IL-27 18.03) 15-01) 22.71)
Visit -11-64 -17-07 -5-43
3 (-43-64, 0-47 0-71 (-53-20, 0-35 0-71 (-41-46, 0-76 0-76
20-37) 19-06) 30-60)

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis,
1-8 x 10 CFU. ANCOVA includes adjustment for baseline value. Adjusted p-values were calculated using
Benjamini-Hochberg correction.
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Supplementary Table 9. Statistical summary of group alpha diversity differences for gene, MGS, and genus-

level richness.

Dunn’s Dunn’s Dunn’s p-
Taxono CG Lo-EG Hi-EG Kruskal-  p-value p-value value
mical Diversity Median Median Median Wallis CG v CG v Lo-EG v
Visit level measure [Q1, Q3] [Q1, Q3] [Q1, Q3] p-value Lo-EG Hi-EG Hi-EG
R SoTUmOESONSS TOESORNT ogs we we e
Shannon 10.2[10.0,10.6]  10.2[9.7, 10.5] 10.2 [9.7, 10.5] 0-687 nfa nfa nfa
o Richness 41[33, 51] 42 [33, 55] 43 [30, 54] 0-981 n/a n/a n/a
Visitl  vigs Shannon 1.9[16,2.2] 19[15,2.2] 1.9[15,2.2] 0-508 nfa nfa nfa
Faith's PD 19.5[15.3,23.3]  19.6[15.4,23.1]  19.6 [15, 25] 0-894 n/a n/a n/a
Richness 17 [14, 21] 17 [14, 21] 18 [14, 23] 0-754 n/a n/a n/a
Genus Shannon 15[12,17] 13[1, 1.7] 14109,1.7] 0-401 nfa nfa nfa
L Rowe  XTROSOEEOR0 SIS o e om om
Shannon 10.2[9.9, 10.5] 10.1[9.6, 10.4] 10[9.5, 10.4] 0-074 nla nla nla
Richness 51 [40, 61] 4737, 61] 47 [33, 58] 0-434 nia nia nla
ViSitZ - vigs Shannon 1916, 2.2] 1814, 2.2] 1713, 2.1] 0400  nla n/a n/a
Faith's PD 23.6 [18.9, 27.1] 22.5[17.3, 28.7] 23.6 [17.8, 26.6] 0-984 n/a n/a n/a
Richness 22 [17, 25] 20 [16, 26] 21[14, 25] 0-524 n/a n/a n/a
Genus Shannon 13[L0, 1.7] 1.1[0.6, 1.5] 1.0[0.7, 1.6] 0-00521  0-0045  0-00602  0-895
Gene Richness E%gg][%m?’ iggggg][gzg%’ Eg;g?l[glﬂo' 0-510 nla nla nla
Shannon 10[9.7,10.4] 10.2[9.8,10.4] 10.1[9.7, 10.5] 0-310 nla nla nla
Richness 51 [38, 64] 53 [41, 69] 56 [43, 70] 0-415 n/a n/a n/a
ViSit3 - vigs Shannon 1714, 2.1] 1914, 2.2] 1814, 2.3] 0468  nla n/a n/a
Faith's PD 24.7[18.9,29.3]  25.7[19.5,30.5]  24.3[20.3,31.1]  0-383 n/a n/a n/a
Richness 24 [17, 28] 23[17, 28] 2318, 29] 0-522 n/a n/a n/a
Genus Shannon 1.2[0.9,1.6] 1.2[0.7,15] 11008, 1.6] 0-394 nia nia n/a
Gene Richness 1223231[107885’ ig?ggi][ngw’ iggigglmnm' 0-559 nla nla n/a
Shannon 10.3 [10, 10.6] 10.2[9.9, 10.6] 10.1[9.8, 10.6] 0-419 n/a n/a nfa
Richness 57 [45, 78] 60 [45, 73] 56 [42, 71] 0-577 nla nla n/a
Visitd  vigs Shannon 20[L6, 23] 1.9[16,24] 1914, 23] 0.832 n/a n/a n/a
Faith's PD 27.2[21.1, 33.6] 28.6 [21.7, 33.1] 25.2[20.4, 31.1] 0-270 n/a n/a n/a
Richness 2519, 32] 28 [20, 32] 2319, 30] 0-312 nla nla nla
Genus Shannon 14[1.1,17] 13[09,17] 13[0.9,1.7] 0-470 nfa nfa nfa

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis,

1.8 x 10*® CFU. Shannon diversity (Shannon), and MGS-level Faith’s Phylogenetic distance (Faith’s PD). Pairwise

comparisons using Dunn’s test were applied for measures significantly different in the Kruskal-Wallis test.
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Supplementary Table 10. PERMANOVA R? and p-values based on 1,000 permutations for overall and pairwise

comparisons of Bray-Curtis dissimilarity and weighted UniFrac distance between groups at each visit.

Bray-Curtis Weighted UniFrac
Visit Comparisons R? p-value R? p-value
Visit 1 All 0-87% 0-560 0-92% 0-398
CGvs Lo-EG 0-58% 0-654 1-22% 0-093
CG vs Hi-EG 0-73% 0-405 0-78% 0-297
Lo-EG vs Hi-EG 0-66% 0-536 0-05% 0-988
Visit 2 All 4-93% 0-001 3-1% 0-012
CGvs Lo-EG 5:13% 0-001 2:94% 0-007
CG vs Hi-EG 5-00% 0-001 3-52% 0-012
Lo-EG vs Hi-EG 0-48% 0-713 0-18% 0-906
Visit 3 All 2-83% 0-001 1-22% 0-216
CGvs Lo-EG 2:71% 0-001 1-26% 0-104
CG vs Hi-EG 2:72% 0-002 1-18% 0-144
Lo-EG vs Hi-EG 0-76% 0-341 0-19% 0-871
Visit 4 All 1-92% 0-005 0-87% 0-427
CGvs Lo-EG 1-81% 0-003 0-82% 0-273
CG vs Hi-EG 1-95% 0-006 0-82% 0-269
Lo-EG vs Hi-EG 0-46% 0-768 0-29% 0-833

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis,

1-8 x 10%° CFU.
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Supplementary Table 11. Significantly different taxa between groups per visit. P-values were adjusted using
FDR applied to each taxonomical rank separately. No taxa were significantly different at Visit 1.

Median abundance (%)

Dunn's test adjusted p-value

[IQR1; IQR3]
Kruskal-Wallis
- . . CGv CGv Lo-EG v
Visit Rank Taxon CG Lo-EG Hi-EG adjusted Lo-EG HiEG Hi-EG
p-value
o 0 [0; 227[43 216[38 . ..qn 11*10°  1.1*10°
MGS B. infantis 0.005] 478] 51.5] 3-4*10 1 1 0-973
41.5 69.3 66.4
genus Bifidobacterium [12.5; [30.7; [34.8; 0-086 0-0061 0-0040 0-709
70.0] 83.8] 82.7
3.85 0.77 1.05
- genus ebsiella .99, 14 -U96; : ) ’ ’
Visit 2 Klebsiell 0.95 0.14 0.098 0-086 0-0029 0.019 0-451
15.4] 6.2] 10.4]
0.0066 O [0; 0.0023
genus Mediterraneibacter [0; 0.18] [0; 0.017] 0-086 0-243 0-0027  0-046
0.60]
31.0 59.0 59.9
- Infant-type Bifidobacteria ~ [13;  [23.9; [26.1; 0-00038 8'0008 00092 9616
67.4] 83.0] 82.3]
o 0 [0; 218[L0; 1L7[L7 , 14107 1.7%100  2:9*10°
MGS B. infantis 9.8] 53.7] 458 3-1*10 3 7 0-574
Visit 3 41.9 61.8 61.4
- Infant-type Bifidobacteria [8.8; [19.6; [25.0; 0-038 0-013 0-013 0-949
67.9] 81.0] 79.71]
0 [0, 146 11.9 10 PP
MGS B infantis 15] [0.02; [0.05: 0-00020 8:8710°  8:8%10° 90,
44.1] 51.4]
0.0 0.0 [0.0; 0.0 [0.0; ] ]
Visit4  MGS Lachnospiraceae sp. [0.0; 0.0] 0.0] 0-0082 20008 20001 0-512
0.0]
48.2 52.2 60.8
- Infant-type Bifidobacteria [12.9; [22.8; [28.8; 0-0832 0-038 0-034 0-743
63.6] 76.5] 80.7]

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis,

1-8 x 10 CFU. IQR, Inter Quartile Range. P-values were adjusted using FDR applied to each taxonomical rank

separately. No taxa were significantly different at Visit 1.
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Supplementary Table 12. Prevalence of pathogenic species identified by detection of specific virulence factors

among groups and visits.

Pathogen Visit CG Lo-EG Hi-EG

Vi 0 1 (1-4%) 0

V2 0 1 (1-4%) 2 (2-9%)
Campylobacter spp.

V3 4 (5-5%) 0 0

\VZ} 0 1 (1-4%) 0

Vil 2 (2-7%) 0 1 (1-4%)

. . V2 10 (13%) 4 (5-5%) 4 (5-8%)

Clostridioides difficile

V3 14 (19%) 7 (9.6%) 7 (10%)

V4 17 (23%) 14 (19%) 10 (14%)

Vil 1 (1-4%) 0 0

o _ V2 0 1 (1-4%) 0

Clostridium perfringens

V3 0 0 0

V4 0 0 0

V1 1 (1-4%) 0 0

V2 1 (1-3%) 1 (1-4%) 0
Escherichia coli

V3 0 0 3 (4-3%)

V4 4 (5-3%) 2(2:7%) 3 (4-3%)

CG, control group (placebo supplement); Lo-EG, low-dose B. infantis,1-0 x 108 CFU; Hi-EG, high-dose B. infantis,
1-8 x 10% CFU. Numbers in brackets refer to the percentage of all infants in the group at the visit.
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Supplementary Table 13. Chi-squared test p-values for overall and pairwise differences in FCT profiles
between samples stratified according to B. infantis strain colonization at V4.

p-value (pairwise; p-value (pairwise; p-value (pairwise;
LMG11588 vs No B. Other B. infantis vs No Other B. infantis vs
Visit p-value (overall) infantis) B. infantis) LMG11588)
Visit 1 0-009 0-020 9-47 *10* 0-246
Visit 2 2-23 *10* 0-001 7-11 *10° 0-381
Visit 3 2-61 *10* 8-48 *10* 2-27 *10* 0-334
Visit 4 6-12 *107 5.6 *10° 2-34*10° 0-101
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