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Table S1. Analysing the effects of normalisation techniques in the quantification of Eimeria. Comparison of two overlapping Pearson correlations based on dependent groups. Reference correlation is between Eimeria genome copies and Eimeria merged ASV abundance not normalised. rarefaction: random resampling of the OTU table to the minimum library depth. In green are the significantly improved and in red are significantly worsened correlations in relation to the overlapping correlation between Eimeria genome copies per gram of faeces and Eimeria ASV counts. P-adj: P-values corrected for multiple testing with Benjamini-Hochberg.
	
	Standard PCR
	Microfluidics PCR

	Total sum scaling
	Rho difference= -0.0040
df= 152
z= -0.986
p-adj= 0.376
	Rho difference= -0.0437
df= 128
z= -2.833,
p-adj= 0.009

	Trimmed mean by M-values
	Rho difference= -0.0055
df= 152
z= -1.625
p-adj= 0.208
	Rho difference= 0.0000
df= 128
z= 0.070,
p-adj= 0.945

	Centered log ratio
	Rho difference= 0.0625
df= 152
z= 5.203,
p-adj<0.001
	Rho difference= -0.0065
df= 128
z= -0.350
p-adj= 0.945

	Rarefied read counts
	Rho difference= -0.0092
df= 118
z= -0.886,
p-adj= 0.376
	Rho difference= -0.0934
df= 110
z= -3.322
p-adj= 0.004





Figure S1. Comparison of normalisation methods for quantification of Eimeria with amplicon sequencing (18S rRNA gene) using a standard PCR. dpi= days post infection, df= degree of freedom.
[image: ]
Figure S2. Comparison of normalisation methods for quantification of Eimeria with amplicon sequencing (18S rRNA gene) using microfluidics PCR. dpi= days post infection, df= degree of freedom.
[image: ]
Figure S3. The different amplified Eimeria ASVs consistently reflect infection dynamics. Eimeria ASV abundances throughout days post infection measured as a) ASV1 sequenced from standard PCR amplification; b) ASV2 sequenced from standard PCR amplification; c) ASV1 sequenced from microfluidics PCR amplification; d) ASV1 sequenced from microfluidics PCR amplification. Abundances are measured as relative abundances after a total sum scaling normalisation, within the respective amplicon. Each dot represents one sample, samples from the same individual are connected with gray lines. The mean for each day post infection is depicted as a diamond. Colours represent the different days post infection. Note the difference in the scale of the y-axis in a) and c) vs b) and d).
[image: ] 

image1.png
Eimeria genome copies (log) Eimeria genome copies (log)

Eimeria genome copies (log)

No normalization: ASV read counts

12-Pearson's rho=0.93, p<0.001, di= 1§Q.)
%) o
® @
® % %o0?
O
s oad®
00.":‘)
8- Carg
® °ede
° » °®
e, 8
¢ 5 S0° o
o © ° 0.‘.)0 o
J LY ® o
4 ° .z: Y XY
a.. .,).0. o
o co%0 .
e © (X))
01 @
0.0 25 5.0 75

Eimeria ASV abundance (log)

Trimmed mean by M-values
124Pearson's rh0=0.94, p<0.001, df= 15.(‘)0.
o siiea
o ...:':'..}:
.‘goeg.»
.o\'é,:{'(\o
»"
8' .9’
() ® ()
[ ]
° 0w °
° o o o
o® 092 ® ¢
[ P8 0og o' © [ 1Y
4+ 2 0 % 0
00 9%0 o o
) o6 ©®
a0
@%® o
o®® 00 ®
01 °
25 5.0 75
Eimeria ASV abundance (log)
Rarefied read counts
125
Pearson's rh0=0.92, p<0.001, df= 116
o @0
S
X
10.04 ® o o\"'.g;’
0%%°® o
® e r.‘..,o
S %"
N
7.54 o %
[
L Y] ®
° ) *e
% o
5.0+ . ‘.. L) . )
.. ®e ®
[ (g ®e
[ )}
2.5+
0 1 2 3 4

Eimeria ASV abundance (log)

Eimeria genome copies (log)

o

Eimeria genome copies (log)

Total sum scaling

124Pearson's rho=0.93, p<0.001, df= 150:.

o e9)
0202
rgf.‘
Cas)

0.0

-75 -5.0 -25
Eimeria ASV abundance (log)

Centered log ratio

121Pearson's rho=0.87, p<(2.001, di): 150°
':‘!»:),_.. o}
OHoSdn e o
P S
. o'..\"‘ o:".:.
D
8- ".:‘.. ®
oY o
¢ °
° K o
° o .. [ J
o .,‘.‘ s
0y © e, ® %0
44 e®® 2 ®
o "
. 8%, °
e
° »e ©

20

0 10
Eimeria ASV abundance (log)

1 & 2 ® 3 « 4
DPI ¢« 5 o 6 ® 7 o 8
® 9 e 10




image2.png
Eimeria genome copies (log) Eimeria genome copies (log)

Eimeria genome copies (log)

No normalization: ASV read counts

125
Pearson's rho=0.84, p<0.001, df: 126.
° d .:u':a
00
10.0 4 .). e .’100.’(;"'0
[ (] I 10,
@ e® 9%;°
ses®
7.5+ .. e
[ J o e
Y [ N J
[ J ® o0
507 oe %, ° 0o o .
oo ".'. °
° L o .
251 o o
2 4 6 8
Eimeria ASV abundance (log)
Trimmed mean by M-values
125
Pearson's rho=0.84, p<0.091, db.z 12(.3
(] .. ..J) z‘.
@ 0
10.04 .,. 9 :}.o’-o
0.(.. .‘.'@,... @
s . %%
i ® .(,. .:)..
7.54 i . e ° %
[ ° ® ®
o © (]
) o [ J
501 o020 ".'o. o
> - °
® oo P o
o [ I
2510 ¢
3 5 7
Eimeria ASV abundance (log)
Rarefied read counts
Pearson's rho=0.86, p<0.001, df=0.1 08
o ... :‘.‘).
10.04 ® o O 605
¢ : ) 0@.) o
o9 (e.\.d.
.0»::
‘e ©
7.54 5 ¢ %
® oo
0g ©
[ J ° [ J
501 ® &e o .
% ’ °
P [
L 1™ °
(X J
054 @ —

Eimeria ASV abundance (log)

Eimeria genome copies (log)

o

Eimeria genome copies (log)

Total sum scaling

12,5
Pearson's rho=0.89, p<0.001, df= 126
®
° o
10.01 o, vpa
e o 35°
S e
@ oe"g':
o .(3
9
7.5 q °® 0%
o Qo
Y
) o ® o
. ® o%®
5.0 oo o, ° o, °
Ce o
e 00 © 094
° e® %o
[ Y

-6 -4 -2 0
Eimeria ASV abundance (log)

Centered log ratio

12.5
Pearson's rho=0.85, p<0.001, df=. 126
o o
o P o
@ o - okl
10.0 A ® 0 28° o
o ° ©¥y
S ongee °
® e a'%
o W
e
7.54 . (] .. 'Y
LI
00
Y [ ] o o
® ® o 0
501 g e Qe °
v. .. [}
Q » e
) o
¢ L)

0 5 10
Eimeria ASV abundance (log)

o 2 ® 3 © 4
DPI = 5 @ 6 o 7

®© 8 ®© 9 e 10




image3.png
Standard PCR ASV2

e < @ 9’.3 @ e

<
® @ ’
00 00 a’ﬁa.

we o ’630 «e
)

® 08 A..n.‘ ®@® 8gLO

@ o o’ﬁ.o

Day post infection

T
o
S
=
o
6

T T T T
e} o 0 o
N [re} al S
< < < <

o o o o

<2 (] +)6o| ‘eouepunge ZASY elawig

Standard PCR ASV1

©(L+

10

° ﬁa‘o
@ o «l@ue o
° aa,ooao
2;0’.. an
® 62’060

Day post infection

)

1.00 4

6o

0.754
0.50 4
0.25 4
0.00 4

@ouepunge |ASY elswig

Microfluidics PCR ASV2

o @
® wee a‘ﬁi
we ’ﬁé ° »

o0@e .‘ @ @ @
® 6 (@ed ‘ i «o

A.AEQ.’ e o

Day post infection

T
o
S
=
o
6

T T T T
e} o 0 o
N [re} al S
< < < <

o o o o

O (1+)60| ‘@ouepunge gASY elswIg

Microfluidics PCR ASV1

o(L+

10

e A.Aﬁ‘.
(1] QAA’A. (1]
RAAQ.A. & e
(e ’. e@
® osse Q‘ S @e

Day post infection

)

1.00 4

6o

0.754
0.50 A
0.25 4
0.00 4

@ouepunge |ASY elswig




