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Figure S1: Relative abundance of bacterial phyla found in the milk of cows with (SUP) and without (CON) DFM supplementation over the course of the 16-
month study.



Table S1: Alpha-diversity analysis (genus level) of within-treatment diversity of bacterial
communities in milk from CON and SUP cows over the time points tested. Asterisks (*)
indicate p-values that are statistically significant (P < 0.05).

Observed Chaol Shannon
p-value T-test p-value T-test p-value T-test
September 2021 0.09 -1.7 0.09 -1.7 0.59 -0.5
December 2021 5.9E-06* 5.3 5.7E-06* 5.3 0.002* 3.4
February 2022 0.2 1.3 0.2 1.3 0.2 1.3
April 2022 0.7 -0.4 0.7 -0.4 0.02* -2.5
June 2022 5.0E-08* 6.7 5.2E-08* 6.7 0.02* 2.3
September 2022 0.001* -3.5 0.001* -3.5 0.009* -2.7
November 2022 0.4 0.9 0.4 0.9 0.2 1.4
January 2023 0.01* 2.6 0.01* 2.7 2.1E-06* 5.7

Table S2: Beta-diversity analysis (genus level) of the microbial diversity of milk from CON
and SUP cows over the eight sampling time points. Asterisks (*) indicate p-values that are
statistically significant (P < 0.05).

F-value R? p-value Stress
September 2021 3.8 0.07 0.001%* 4.1563E-05
December 2021 4.4 0.08 0.001* 3.7006E-05
February 2022 6.1 0.2 0.001* 5.0684E-05
April 2022 3.7 0.1 0.001* 0.18
June 2022 7.6 0.2 0.001* 0.15
September 2022 9.5 0.2 0.001%* 0.22
November 2022 2.4 0.6 0.017-0.02* 0.17
January 2023 23.4 0.4 0.001%* 0.14
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Figure S2: Heatmap of genera that are significantly associated with Age (years), Average milk
(I/day), days in milk (DIM), percentage of fat (FatPerc) and protein (ProtPerc), calendar month
(Month), somatic cell count (SCC), experimental group (SUP) and trimester of pregnancy
(Trimester). Significant interactions (P < 0.05, FDR < 0.2) are colored in different shadings of blue,

with the most intense being the most significant. Genera are in reverse alphabetical order.



Lacticaseibucillus
Lachnoctostridinm B o
wl trr 9

Ko
Kiebsielly 2-/'516’
I\msfm =
Kuistella 4

"

Jeorgalicoce m

nigalibaca 4
Isr)ptencr)i(r EACERR
Intestinibacudun
Humatobacter A
Tamig
Halopseudomornas_ 0413374
Halolacfibacillus 4

GIWE2. 3],

]
! 0 b
vGu/mt‘buz:
Gramulicoca _
Gorlj rw{f{a E
|
|

Gordonia B 37679

(:]urarnzmhamm b
Geofilum 869528 4

Gemmiger A 73129
Gaflicolu o
Fundicoccus o
Frisingice
Flavobacierium
Flavitalea 9343154
F{mlfps;dﬂmbmm 929086 5
LAaviflexus
irimiplasina -
Fimenecus -
Fibrobacter
Fermentfinonas 862735
Fastidiosipile o
Fuaecoisii
Fuaccalfmonay 4
uecalicoccus

cus

qval

Faecalibacteriu o
Facklamiv_A_3220204
FO058 4
£ \muobacr‘emum A4
Enterococcus_{_339104 4
Enterococcws H 360604 -
Enterocaceus i34
Enterococeus B
Enterococens A
Enterobacter B 713387
Enierenccuy
Enteraclinvcoccus 4
Empedobacter 790330 4
Empedobacter” 790298 4
Lufergencia
Em’api‘orm’a !
Dysgonomonds 4
D)adﬂbam@r 906744
7)1' SXOF 4
Diet=ie 4
Devosia 4 501803 4
Desemzi
Dermacoccus 4
Cutibacteri o
CU05.94

Genera

II\\I-IIIIIIIII ’I (|

Cry }urubac tervides o
Crocelbaclerinm_ 484881 1 NN
Corynebacteriunt

npmmnyﬂi’m

Comamonas F 38

Collinsella
Colinelia 4
Clostridium 14
Clostricitm J A
Clostridium_AM 4
oacibacierimm 4
Citricoccus_ 384803 o
Chryseomicrobium” 303841 4
Chiyseobacteriim” 796703 A

\Il \flll III I

T T T T T T T
Age Average FatPere Month ProtPerc SCC SUP Trimester
Metadata

Figure S3: Heatmap of genera that are significantly associated with Age (years), Average milk
(I/day), days in milk (DIM), percentage of fat (FatPerc) and protein (ProtPerc), calendar month
(Month), somatic cell count (SCC), experimental group (SUP) and trimester of pregnancy
(Trimester). Significant interactions (P < 0.05, FDR < 0.2) are colored in different shadings of red,

with the most intense being the most significant. Genera are in reverse alphabetical order.
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Figure S4: Heatmap of genera that are significantly associated with Age (years), Average milk
(I/day), days in milk (DIM), percentage of fat (FatPerc) and protein (ProtPerc), calendar month
(Month), somatic cell count (SCC), experimental group (SUP) and trimester of pregnancy
(Trimester). Significant interactions (P < 0.05, FDR < 0.2) are colored in different shadings of red,

with the most intense being the most significant. Genera are in reverse alphabetical order.
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Figure S5: Heatmap of genera that are significantly associated with Age (years), Average milk

(I/day), days in milk (DIM), percentage of fat (FatPerc) and protein (ProtPerc), calendar month

(Month), somatic cell count (SCC), experimental group (SUP) and trimester of pregnancy

(Trimester). Significant interactions (P < 0.05, FDR < 0.2) are colored in different shadings of red,

with the most intense being the most significant. Genera are in reverse alphabetical order.
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