PROTOCOLS

ANNEX I. CSF Sample Preparation

Contaminated
CSF Sample

After PBS
washing
—

Centrifuge
540xg 5min

Lumbar puncture (LP)

150 pl PBS

2ml RBC
Lysis buffer

Transfer
50 pl

*Annotation: The CSF sample preparation is accord to Euroflow Standard Operating Procedure (SOP).

ANNEX II. Cytometer tuve workflow

50ul 1ml wash buffer
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15min RT

orbital shaker
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ANNEX lIl. Serial dilution (1:2) of the standard for the construction of the

standard curve

Add 200 pl Hf 0 100 pl 100 pl 100 pl 100 pl Floml 16 to 1:1024
Serial Concenu
Dilution (ng/ml)
O &
1:32 190
— b | | 1:64 9,50
\ /'C &__ ) &__ / 1:128 475
J y 1:256 238
Lyophilized = FACS lysing Y, v - v
n— 1:512 9,50
Serial Dilution: 1:1 1:2 1:4 1:8 oMoz 1:2048 1:1024 475
Concentration: 487x10° 2,43x10° 1,22x10°  6,08x10? * 238 FACSlysing (8, 0,00
(ng/ml)

ANEXO IV. Interpretation of results

[Hb - ng/ml] :
lysis supernatantJ

Calculate CSF/lysis supernatant volume ratio (%)

Calculate [Hb - ng/ml] CSF, according to the following formula:

[Hb - ng/ml] LCR = [Hb - ng/ml supernatant lisis x 6]
a

(a): CSF/ supernatant lysis volume ratio (%)

I Transform [Hb ng/ml] interpolation result to g/dL,
dividing by 1x10’
g/dL= (ng/ml) 1x10’

H Estimate the dilution Factor of the PB in the CSF as follows:
Dilution Factor = a/b
(a)=[Hb - g/dL] from haemogram or CoA
(b)=[Hb - g/dL] result from step 1

] ] ] Calculate the concentration [RBC/pl] present in the CSF sample
according to the following formula:

[RB C/pl ]=( + )

(a) = Nr. RBC x 10° /pl of haemogram or CoA
(b) = Dilution Factor

I ‘ 7 Calculate the number of WBC present in the CSF sample according to the
following formula:

N?WBC=a/b X Vol. LCR

(a)= Nr. WBC X 10°/[Hb - g/pl of haemogram or CoA
(b)= Dilution Factor
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