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QF0{: OBB, Obsonization Buffer B; HI, Heat-Inactivated, THYA, Todd-Hewitt Yeast Agar plates;
THYB, Todd-Hewitt Yeast Broth; NSK, Non-Specific Killing; TTC, 2,3,5,-triphenyltetrasolium chloride;
OD, Optical Density; HBSS, Hanks Balanced Salt Solution; CFU, Colony Forming Units; QC, Quality
Control

NEE

X|=: Bacteria Stocks
7474: 2008.2.1; 2008.6.23; 2012.9.20

1. &3 (Bacteria) Stocks

Hm2 AMEEGTOICh et o et f247F A2E=2 Hds HED Fedts
YOl Chet 2 =7tE 2 AT 78S BEA =QI5H0{ofF Bt

A. Master Stock §X|

o stocke| Eiof MEIE S X|617] QIoiA{= BEI Resources25E{ HF2 master stockS HECY

2 =0AM+& QHEICE. 2= master stock vial2 -80°CO| HES{OF BCE Assay stock2 DHSZ{H, A
J0|A master stock vialZ JHL{O{, BIEH vial EHO| HE2 X 7SI, blood agar plate0|

streaking®tCh (Gf RpM|SH A2 OFZfE AHX). 0|3 ZA| WS10| master stock vialg E=Ct.

B. Assay Stock H|=

Master stock tubeZE2E GH2 assay stock aliquotsg THEO{AM YHES £ ULt EF =l assay
stock2 =0{A otHo| Ao AME AFZOHEt. Ot2fo| B2 48712| assay stocks PHE= HHO|
Ct. O Bf2 assay stock tubeE TH=2{H AESt= 50 ml tubel| 7= =2|H =Lt G, LIS
tubeO A{ 10 mL O|Ato| H{QIAS 3101 QO=ict

1. HZ 0 A master stock vialg THLHA vial EHO| H S WEH XN A5t blood agar
plate0i| streaking®tC}. Master stock vial2 ZA| WS 0| CtA| D=L}

2. PlateE HRZE FEOA| candle jar@tof| E11 37°COJ|A overnight HiFSIC} (Note 13). I
Tto| alpha-hemolytic colony&= colony =HOZ2 S22 A =SAMO0| LiEtLE ASZE 20l

g+ otk

3. 2F 20749 colonyE 50mL THY HHX|E E2 50 mL tubeO| FZICt (Note 14). Hj ¥ A
= 150 pLo| ODgw2| Zt0| 0.6~0.97} Zl§77tX| 37°C water bathOjjA| 3-8A|ZF SOt HiQF
stc,

4. A= 10 mLE A 50 mL tubeOf &7|2, 5t 80% glycerol 5 mLe} Al THY K| HiX|
10 mLE E=Ct

5 & Mg F, 05 mY EAZSH 1.5 mL microcentrifuge tube0f| 2ZF3CH (2F 487 tube). Of
Alatoz 253t wbed| BAIGIEC (B0 =& S-S 98 AL O[T,
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d Ha -70°C d3n0| &
2ICt StockO| 25| €2 =0 (overnightez H2|= 20| F3) HESH Ol #
7Ist &Atel FEE HeCh ERATMK| -70°CoHA 2 YEfZ 184 MK 2230 A
8¢ & Utk

C. Assay Stocks?|

Assay stocks= A

As 51&87|&

t
pneumococcal colonyZt L{EfLIOF SHCY

3. 9y

a.
b.

www.vaccine.uab.edu

o
= UFAZ|H, ALE 7tstt A2z &ttt

E2 assay stocke| A RZgnt MFdS =olotet

OBBE ZH|3lC}.
Overlay agarZ 50% powerZ AFR30] FALZQIX|0M S0l (2 F3E 180
mL™E9| overlay agar Q). Overlay agarg& SECE &1 ZMAEHA 25 =]
= agar FO{2|7t ==X =HQlotr;. M QX E AHESI0] overlayE =0|=

o

(autoclave)2 310} overlayE =H|

Ho st
ZE tube0| 2z} 13 mL™ Y3, ArRSH M K|

— =

31 &L= =
CHdl, g=sls 82 1Y3s7|
= [

Ct. Agar7t 52 F, 13719 &
50°C water bath0f £ 23Tt (AgarQ| 2% 7F 50°C7F & W77HX] AFRSHA| & A)

1:
3
(0]
N
(NI

37°C water bathO|A EEHTD X|&£HOZ SEHA, Ll
=olct,
oFO| A S MHM2 33 BHEAY (triplicate)) microtiter plateE O|238A T 2|5}
A E=HE =
Microtiter plateQ| AZio| 1H0|A 3€0| &3 30 uLet OBB 270 uLE “of
FFE 108 S|ABICE BHOIA HHO| 1€0IA 3Y7HX|0) OBB 240 LS X
2Lt
Aol S|MEl 72| 60 uLE FsHAM BA2| OBB 240 uLeb 4{0{A 5HY 3|M
ottt O Ohg Aoz 2 WHOZ 3|AM5H0] SHiY & 83 A EAMotrt
(LOHHOf| A 7.8 x 1OSHY7FK])
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f.  THYA plate0f 37§ €9 2 3|MEl @FFE 10 LY spotting®tCt (137 plate
2)

g. Spotting?t HO| agar0f| E& M7 &20M 10-202 Hr= ZX|THC}

h. Water bathOf| Ao overlay tubeE 7HLHA] TTC 13 pLE <21, 137§ THYA plate &
SELEO|| overlay 12 mLE '@ =C}. (No antibiotic control)

i. Overlay tube 37§E water bathOA L0 TTC 13 pLE 2tzt Y=Ct 3749
tube & BFLtO|| optochin 6.5 uLE '@, 137 THYA plate® olLI0|| overlay 12

mLE 2+=Cf (0.5X optochin plate). =H® tube0| optochin 13 pLE @0 1374

THYA plates S}LIO| overlay 12 mLE &L} (1X optochin plate). MEH® tube
0 optochin 26 yLE 21 137] THYA plated StLIOf| overlay 12 mLE &L
(2X optochin plate).

j. Overlay tube 37§& water bathOj|A 7HLHA thrimethoprim0Of CH3s{ Q2 ZtO| i
23tct

1]

k. Overlay tube 37| & water bathOA] 7HL{AM streptomycinOi| CHS{ |t Z0| Et&
sht,

. Overlay tube 37§ & water bathOA JHLHA spectinomycind CH3H {|2F Z0| Ht
=3ir}

—

m. OverlayE 2% Y2 =2, 137} plates Of2{e} ZLCt.

Plate # Antibiotic Plate # Antibiotic

1 No antibiotic 8 streptomycin, 0.5X
2 optochin, 0.5X 9 streptomycin, 1X
3 optochin, 1X 10 streptomycin, 2X
4 optochin, 2X 11 trimethoprim, 0.5X
5 spectinomyin, 0.5X 12 trimethoprim, 1X
6 spectinomyin, 1X 13 trimethoprim, 2X
7 spectinomyin, 2X

n. OverlayE &t Z, plateE 37°C candle jar0j A overnight Hj STt (Note 13)

o. Colony 7f=& AMICt

p. YHHE EX| A2 control plate (no antibiotic control)0f| A, 50-150 CFU/spot2

EtLf= @33 Abi==0f CH3t triplicate| BxgtS AlbLtatCt 2HdX 7t AS

CF SR 7 2 W2l CFU/spotit H|wst] WA 2 =0 Cf

oo UgdS ALt 2F = HEsts SUHLl 2X assay s=0IM A

g0 AOIOF St (X7t = plated HIBHA CFU/spotO| 20% ECt XA

Z), 05X assay sk Of|Af CHE SHAlXOf CHSHO] RUZ-H0| RUAO{OF BHCE (el

|7t @l= plated]| BISHA 95% HC} EO| Z2)

4. Assay stocko| HEBt 5|MHj~Z ZAXSICL UAB-MOPA assayOllAf 22 ALR3})
O| 0|, THYA plateOjA| 2F 120 CFU/spotS LtEtLH= 2t assay stockl| |MHiE
A7g517| Rls xS A0 oot

=2 =
a. OBBE =Z=H|3%lLC}.

o

_—'Z

U/spot=

oy 0o rot

=

b. Overlay agarg FXI2{|QIX|0 A 50% powerZ =QIC} (1274 @30 CHsi 150mL
M ZE%). Overlay agarE REHI ZHAHA SE0{AM ZE agar Fo{2[7}
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Vv

<

=ot=X| 2QI5:, 50°C water bathOf| AF2EH MH7FX| EESHCH (50°CE agarQ)
227} © MR AMBSHX| QCh. Overlays MR QIX|OIN =0|X| &2, A
Y NUEI|UFS A EH|E £5 ULt
Zt2 THYA plate (10 cm x 10 cm)Q| A2 E0 laminar flow hood®Hof|A{ 30-
6027t AXAIZICH (2 #F & 1749| plate Q) (Note 4 1) AZXE Z|0|
Es ANUAA Az == RS H7| 9l6) F32 B2 = 420 A8 Wt
X| BB
M microtiter plate®f] OBB 20 uLE 167 well27§ @ A0 E=Ct (assay0 At
83 20 pLo| test serum CHA|). 0|Zd0| assay plateO|LCt.
BolEl HL60 M|ZE Z=H|siC}

DMFO|| ol¢f £3}=l HL60 MZE(23 59 =2 62LM|)E culture flaskof A

271C

xd
20 1— ot

b (127} strainZtX|= 17} flask®H =£3).
HL60 M|=E 350g (Sorvall RT70|A] RTH-250 rotor2 A% = 1200 rpm),
A20IM 527 fnEa|3ict

AESHS |2 cell pelletg 1X HBSS (without Ca**/Mg**) 50 mLOj| st

50 mL centrifuge tube&

Ct. 3509, &201AM 57 A= 2|eHot.
ASHS el cell pelletE 1X HBSS (with Ca**/Mg**) 50 mLOj| &Lt
350g, &20|M 527+ AdEZE2|eHt

MSds HEZ|n 1x107 cells/mL7t E|E=Z opsonization buffer BE 0
resuspenddtCt (AH&E E7HX| 20 MZEZS EBaTCH. H0tl= MzZES
At W2 "MZEAS" BHS THash)
MZE M [, trypan blueE AtE3}0] viabilityE ZAMESICE A0tQe MEQ
At F2 MZzL =AE 7|Eotth. dHo| AHEE = U Cell viability
o| &|7|FE 90%0|AH0|O{OF BtC}.
YE{E2 assay stocks W27 =0|1 S MHTHC.
TubeE =EZM{771X| 37°C water bathO|Aq| SEEHA SE=CH
MicrocentrifugeO| A{ 12,000g, 227t &+ &22|3tC}.
NSNS FAAHA ML
OBBE 1mL Y1 Me=C}
MicrocentrifugeOf| A{ 12,000g, 227t €& 22|$HC}.
SSUg EAAYH MBI
o+ pelletof OBBE {zlff XM UE EHO|TtE (0.5 mL) 20| A suspension
oLt
0j2] 74Ol #FO| FME2 ofgfjet Z2 B o= M microtiter platedA & %
QICH. (3|4 plate)
Plate®| A1, A2 welloff OBB 135 pLQ} =2 == 15 ylE 91 MOjM 2=

£ 108{ 3|AM5tCh BRO|AM HAO| 1,20

OBB 120 pL& 2zt well0f Y=Lt
A0 30 uLE B3Oz 27N M=

A YEE SHi S|MStCy HANK| 2
YYo=z 8H A Zo Mot (108{OIA 7.8 x 10°H{77HX]).
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3|4 plateQ| 180 A= 3|ME #F 10 uLE assay plate2 F7ICH 2H0|| i
ME SY5tA &t
£ A20|AM 302 =02 mini-orbital shaker®jA] 700 rpmo 2 SE=MHA{ HY

o
Q
o
n
0
r

QBhLt.

Higots s, dsn0M HEet & (4 dFF 03 mL )9 EHE HUA
d20 F1 SQCHENZE H5| 52 2, FA 30| @10 AEAITHX] 22t
StCh).

3087 H St &, HL6OMZE 1 mLe} EX| 0.25 mLE M2 HL6O/EX| =¢dHS
(2 BFE AET| 23 )

Plateo| Z

Fowellof] HL6O/dF =3t A S 50 ulY D=Lt (16 wells/F)

PlateE mini-orbital shaker& O|&3}0 5% CO, 7} = 37°CO|A HILZ|0) A

458 SOt SEWA HIYBCE 0| Uf, plates 3t ZOZ0F B} (plateS S
X 2 A). HiYSts S CO; levelZ RXIAIZ|Z] HSiM BiE7[2] 25

|'O|-

UX| gtrh
i QO] Bt $0f, plateS U 90 2027 F0f phagocytic processs FEA|
7ict.

Multi-channel pipette2 AF2iAM 2t wello] U2 & H0{E F, 8 well column
OlA Zt2Zf 10 pL™ FB{A THYA plateo| 1% HOf| 8742| 10 pL spotE H =L}
ZA|, plateZ 7|20{M 2-3 cm ML Z0|9| X2 I nYoz ZHILCH SHIN
8 well columng THYA plateQ| Z 0| spottingstCt. EH E2{71X] L8 17|
2|5 A spottingSt S A| plateE 7|20{ E2{F0{0f
THYA plateE &20|A 10-208 S 80| agarz S5 YX|oHot.
Water bathO|M overlayE 7HLHA TTC 150 yLg “=Ct 2 plated| overlayE
12 mL¥ H=rf,

Agar?t 28 WX &20M 208" = HX|SHCH

Candle jar0j| plateE =2 30 37°CO| A overnight incubation®tC}(Note 13).
Colony?| 7H=5 M| 23|8t= M (duplicate)o| BrgtS oL}

SpotT MEet colonyZi4+E LIEILHE MEE B|Auj4+S ZMIICH (70-180
CFU/spot). Of2Ho] OO M MEH 8|AHj4£ OF 30008f O[Tt (12508) 3|4l
colony Z=Xp7t {2 11, 62504 3|A3H A= colonyZf47t R X&)

Dupl\caie 1 Duplicate 2

C

ot

o et

) 10X dilution '|
) 50X dilution
¢ 250X dilution

© 1250X dilution |-

“ 6250X dilution | |
= 31250X dilution |
156250 dilutic
781250X diluti
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5 F 0| 7|&%t UAB-MOPA protocol2 AFE3I0] assay stockQ| performanceE Z7d$HCL.
oM 2EE HES oMb+ E AIE3H0, Zt assay stock2 MOk 2742 QC €H
O=Z MOk 33| AYY|oF $iCt QC @2 O|F0| HBEl assay stock@Z o2 H
ShEolA AEME U ALSOF SICHI0S O4ol SN

A - — = R

Al o-lol Hl-EI-TloF)

D. Bacteria Assay Stockl| §{&7|F

UAB-MOPAO| 3% assay stock2 2 AL23}7| Q8jA<= Ct2o| 7|ZS pHEs|of St

1. OX|gte 2 ZF%t stock=2 blood agar platedf| streakingsliA overnight HfFSHZ [Off, 2
%OI 81010F ohCt.

Ct. XM&tst 3 *HX1|01| EHOH 2X assay %EOHA‘I X gol QAojoF gt
o 0.5X assay &ZO0fAl DIZHG0| QAO{OF BiCt.

4. Assay 3|AH{s== 1000 O|4f0[0{OF BtC} (3 HHHO| CHSH{A{= 500 O|4O|H FIC}H.
MZ& assay stock@ 2 A2 M, MOj= 2742 QC EH(UAB-MOPAZ HMO{ 33|A|
&)o| 4 opsonic index?} O|X assay stock@ 2 ZAXMEl HQ| (mean + 2SD)Qt0f| S0{0}

siC}.

=

Hl=: HL60 M=
7178: 2008. 2. 1; 2008. 5. 28.

2. HL60 M|=E
HL60 M|Z+= human cell line0|E22 MEOIMMEE 112{8}|0F StCt. Human cell line2| ZF =0 CHst
Zt =27tE dedd o S = QIsHOF oot HL60 M= E HiYSt7| O[3t HiY o F=7|H2

SFCE.
2 HIY7|9| CO, levelnt =7} MASIX| ZQIsSHCH (Note 6). CO, levelE 2|5 reference (0

ey

]

FYRITE® Gas Analyzer, Bacharach(Pittsburgh, PA)K|Z=)E AtEdiA ZQISHOF SHCL =2 e HES
e 7S Medsor HEoh =8 RAloHt HEoh &= F 7HA| O|R0M 01 S25tCh R
M, 2% s== M= B{ENHDt assay platee| TS XAop5HA oLt =W, ofH H{YT|=

=
CO; sensor?t Melot 7|5& 7| ?ohA HES =7t ERsttt

A. Master Cell Bank A4t
ATCCO{|A| cell stock vial& "9 M, stock vialg 0|1 7|2F Y2{A{, stock tubed A =X 607
H

tubeM 9| master cell bankE A4 AtS||OF SHCH Master cell banko| ZHEtap AMAL 01 MZEO| 2 &
B RIiM= MEHY ZHE HetstA |RXISks 20| S50 Hetoh BiYEH {FXl=
CO, levelo| &9l (Note 6), 5 x 10° cells/mL O|3}2 A EOo| UE X[, MHS SE K|S Zats|

Ct (Note 6). M[ZZE 2|7| {siM= controlled-rate freezer system (0f, Cryomed system from
Thermo-Forma)2 At8&dts AE #IOBCH O™ systemZ AMESIEX|, ©H SZ1PE S ME
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of SE& 185 o 1°CH Lji2{7to} Bict.

=

15mL centrifuge tube0 CM3 10 mLE 2Lt

A= HL60 MZE 37°C water bathO| A 2 =0 & 10 mL CM37} S0{Q=

centrifuge tube0f E=C}.

3. MEE M20A 35092 5-1027t | E2|3C}E (Sorvall RT7, RTH-250 rotorAb2A|
1200 rpm). M4 SM S %|CiT X HTHCHNote 5).

4. CM3 (HiX[o| &2 ATCCO|A] BF2 lot-specific informationd]| LIQIUZ)E cell pellet=
suspendstt] ZQR3E 4= 29| MZE 150 cm? flask2 & 7ICt (FlaskE 70 mL O|38}).
FlaskE MZH{Z7|0| &8A E+=Ct (37°C, 5% CO,, Note 6 XH11)

5. 3-49 0| MEL CM3 50 mLEEE flaskd] H=C| &FL}Q] 150 cm? flasko] 120
mL7} YX| LT ZE SICE Z sk X[ 0| 120 mL7| Y& o= oy 742l flask
£ AH83%ttt.

6. &3 (hemacytometer)E AL238I0 M=o UEZE ZQISICE M= LEJF 5 x 10°
cells/mL7} Z|H, 22 CM3E YO{M 2 x 10° cells/mLO| E|E= = S{F=Ct BFLtO|
150 cm? flask0j| 120 mL7} EX| Y2 siCh EQ$H HiX|[S| 20| 120 mL7t 4 [Oj
Ol= o2 742 flaskE Ar-EotLt.

7. 120 mLo| HYX|0f 5 x 10° cells/mLe| MZ7} QU= flaskZf 107 M EHEE ~3F),

M=ZE HeIC}

a. Freezing mediumg Z=H|3tC}.

i. 35 mL FBS (56°COf| Al 30£ 7t heat inactivationdtO] AtE)
ii. 7 mL DMSO
iii. 28 mL RPMI1640

b. R2E flask@Q| HiX[E 50 mL centrifuge tubeZ Lt+=0{ & ZICH (2F 247Y tubes).
FoOREE FH5| QA 1-2mLPES| MZEE HASE0

c. TubeE 35090f|A 527t KIMEE|SHCt (Sorvall RT7, RTH-250 rotor ARZA| 1200
rpm).

d. dsH= ZCHS MAHSH0 HEICH

e. 50 mL centrifuge tube0f| Z}Z} freezing medium 2.5 mLE E11 cell pellet2 §E

-

2Cc

HA resuspenddtCt ZE 247) tubel| M|ZE 3}Lto| 150 cm? flask2 TFSHCL
(& 2oj= 9f 60 mL).

f.  Freezing medium0f| S0{Yes M= mL2 2t vialgf| EF3t = (2 vialf 2
107cello] S0{ AOJOF tCh), S /0| H=Cf

g. o JHE Mt LIHX| 2= cryovial2 controlled-rate freezer0| 21 freezing
programZ A|&SCHEE 702] vialg D|ME QASQIZ 8] ALE). SampIeQI 2
EE w2 ¥ 1I°CY=2 ZO|MOf oot

h. FreezingO| ZL}H, cryobiological storage system (liquid nitrogen storage system)

O 2 cryovialg &7IC}

[LI|[IJ
=

8. 7bOIM EHAHAEZ2 A9l cell2& standard tissue culture mycoplasma screening
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techniquesZ AR&3t0] mycoplasma 20|FE =QIotLt. Blood agar platesof
streakingdl A CH2 O|ME9| Q& OIS0} BiC}.

B. Working cell culture2| AJZEt
AlX| AFRE effector cello] AFME SX|8H7| 8= master cell bankO|A MEZ& cell vial
2 3-47§% OiC} 5010 Btk
1. 15 mL centrifuge tube0 CM3 10 mLE “ =Lt
2. Master cell bank cryovial 3t 7|E UK HAKEEEIO|A THHCE 37°C water bathOj| A
B EAH SS0AM WEAH S0l 52 cell2 10 mL CM37F S0 Q& centrifuge
tubeOf| E=C}.
3. 3509 A20|AM 5-1027F |IAMEZE|3CH(Sorvall RT7, RTH-250 rotor At A| 1200 rpm).
ASoHg Afst K A3t (Note 5)
4. CM3 70mL Z cell pelletE suspendstd] 150 cm? flask2 & 7ZICt FlaskE M ZH{7|
of &8{M Y=Lt (37°C, 5% CO,, Note 6)
3-42 30 CM3 50 mLE Y O{=C|
Of 3-420fCH 50 mLe| M ZEE /HLHAM H2|D MEL CM3 50 mLE Ho{FC}.
2FFE HiYoh 20, MZE CM1LZ 7|27| AlZfotrt 3-420kEt 50 mLe| M=ZE
2|2 A2 CM1ES 9o{=Ch
8 M=ZE HOk 3-4%F 7|2 =, ofafel €Fur Z0| pAHoz AU/SAAZCL =
QYUOILL S YU A[XSt= 20| ELh = U0 StA EICHH, MZE ML, O[F A
HfQFM(old culture medium)HAl 2 8x10° cells/mL7} /== 9F2=1, T150 flaskE
40 mWY MEZE 3% £ MZ22 CM1 80 mLE FO{ELL 5220 otA ECHH,
MZEZE M, O™ AMZH|YHOA 2 8x10° cells/mL7} E|EE *—’F—_T'_, T150 flask&
20 MY N=ZE 2 M2 CM1 60 mLE HO{&EC}.
9. orajer Z2 €Ze

4>+
%
-|0} =

tu
o[
_]>-
_E
oop

C. Working Cell Culture?| S|

Of Sy LT 28MA MEE Z=AZ £ UA=F AEO Ut Of L2 MIZEZH{FA|
A= E EES=E AS S0k +220 220 MZ= o33 2 2122 A0 A
8% =+ UCHE = 5Lt 62M)

292 CM1 40 mLE 150 cm? flask0]| €0 %= 120 mL7} E|A| $tCH (O|FOff 80 mL7}

U SENOOF ). MESZ= 2f 3x10° cells/mLO|O{OF BhCt.

2. flaskg SS0IM MZ7F & Ho[A ot =, Zt flask0| M 80 mLE JH'HEL (40 mL
ga). Hdl MZSS Z3llM orzfet Z0o] —E—ﬂ |Z7I=H At&sta(ore] &H=)
Mz HEICH Flasko| 5OtA= MZ0= CM1 80 mLE &0 %F 120 mL"*E7f EI
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7 SHCh FlaskZ CRA| MEBIQE7|0| HOi A& BAIAIZICE MEQ| SE OF O 3x10°
cells/mLO|O{OF StC}.

Y MZEIL E MO|EE flaskE ZE0 & 3, 20 mL2t &7|0 25 JHWHC} (flask

00 mLEE HMA). A MESS 25 2OtA Otefet 20| 2&2pA7|=H AHESHL,
o Halck 2t flasko| H2 M=o CM1 60 mLE 2Of %/ 80 mL/flask7} E|A
, BHAL MZHI 710 20f A& SAAZCL MZ2 =& O of 2x10° cells/mLO|

Q Ot pH 19 |op
H o |

°
rot

mn
n

D. HL60 M|=2o| &3}

1

HL60 MZZ 35092 A20|A S2EQF AIEa|3ICHSorvall RT7, RTH-250 rotor AFRA|
1200 rpm). ASHS BE FAHBCHSMEI S 2HEB| A0 SO,

CM2(0.8% DMF&3)0] cell pellet2 EEHA re-suspendstl MEZO| Jj+=E MO sEE
Ok 4x10° cells/mLZ Sr==C}.

150 cm? flaskdj| cell suspension 100mLA| =Lt

HEHL7|0| ZBATE S&8AM 5-62 S0t flaskS H|QBICH (37°C, 5% CO, Note 6 &
1). o] 7|zt S¢t2 BiX|E HHYFX| B=Ct 6 O|LHOf AMESIA| Gf2 MEZE= HEICH
47 EEtA3+= 7719 opsonization assay microtiter plateE A ASt=H 2% ME9

QFO|Ct (HL60:bacteria=200:1)

In oz

i

E. HL60 M Z°o| BE3Y AN

HL60 MZQ| EHHS 2-430] SHAM, THoF QC WMol Ao BBt UCHH (XL titer, 22
Mot kiling S) O XF AEe 22 HEBCL £, 2ofE MEme 2Ex ¥e ME S ot
FACSE 243 212 HEBICL 2Ife|x| e MEE (RZo=z ALY Zolct

1. 4749| 15 mL centrifuge tubedf| 2tz A, B, C, D2t1 H7|SHCE 22749] FACS tubelf 1HE

B 228i7tX| HSE O7ICt EESH 96 well V-bottom plate@| 147 well0f| Of2{ot ZO| &
AlBCE (wellof HEA|Zl =Xte= MZE plateO| A FACS tubeZ &Z [f FACS tubed|| H7|
E =Xt Y5t}

1
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2. HL6O M=Z7} SO0ie= Set23E 250 42 Fl, MZEL <AE dlth 23tE M=t
22tE|X] U2 MEE & O Aste AS HEYTHCL

3. Otz{et Z0| Zt tubelf SHE S| MZEE A4 FHeCh (B22E MZs 3 mlBE, 2345
A e MZE= 4mL HE0f 2x10° cellsE m=ststn QICh.

Tube Sample Intended Use # Cells Needed
A Undifferentiated Cells Surface Markers 2 X 10"
B Undifferentiated Cells Viability by FACS 1X 10'_'
C Differentiated Cells Surface Markers 2X10°
D Differentiated Cells Viability by FACS 1X10°
4, Tube B} DE M20A 2P U§77IK| ELC}.
Tube A} CE 350g, 4°CO|M 527+ AEZ| BiC}
6. MEZS AMEa|ss SO, wH O s/MS ZH|SH} Note 15 &1 (3A3 K|S WS
KpEHSHO 4°COIlM Eag W7hX| 225}
Volume (microliters)
Antibody FACS buffer
CD11b PE 6 24
CD35 PE 3 27
CD71 PE 3 27
lgG1 Isotype PE (1/5) 6 24
IgG1 Isotype PE (1/80) 1 79
IgG2a Isotype PE 2 32
Tube A2} COIAM 2EHS HAHTHC]
Tube A2} COf| FACS buffer 10 mLE &1, 350g, 4°COjl A 527 |IMZ2|DHCt
Tube A2t COlM ASHZS KN AH3BID, cell pelletE FACS buffer 1 mLZ suspendtLt.

10. Tube A9| cell suspension & 50 L 2|O|A Z=H|st 96well platel| 5, 6, 7, 8, 9, 10, 11H1
well0f| 2E=C} Tube CQ| cell suspension2 16, 17, 18, 19, 20, 21, 221 well0f 50 uL¥ A
=Lt

11. 3|3t CD11bPE 10 yLE 6|HIf 17H welltf Y0 HEEHA Ad=CHwelldt wellAFO|0=
tip2 HPY=C).

12. 3|35t CD35PE 10 yLE 724t 18H wellof Y10 EE=ZHA AMe=Chwelldl wellAHO|0 &
tip2 HHYZCh.

13. 3|M%t CD71PE 10 pLE 891} 19% wellof 10 2EFA 4d=CHwellzt wellAtO[0f=
tipg HHYZ=Ch).

14. 5|43t IgGl PE Isotype (1/5 3|4Ad) 10 uLE 9Bt 20 wellof Y10 BEE3AH Ad=Chwell
3t wellALO[Of = tip2 HHHZEL.

15. 3| M3t IgGl PE Isotype (1/803|Ad) 10 pyLE 10"HHIf 218 wello] @0 BEEHA MLt
(welldt wellAtO]Of| = tip= HEWHZE=CH).

16. 3| M3t IgG2a PE Isotype (1/805|A) 10 uLE 11HH1p 229 wellof @0 E=EA ALt
(welld} wellAFO|0fl= tipS HMYZ=LCH).

17. 580 16 wellof= OFRAZ 4EX| =Lt O] wellE2 GFMSIX| U2 =T

(unstained control well)O|C}.
18. Hl& KIS0 4°COJA 308 =9 incubation$tCt.
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19.
20.

21.
22.

23.
24.

25.
26.
27.

28.

29.
30.
31.
32.
33.
34.

Z+ well0f| FACS bufferg 150 uLM 211 plateE 350g, 4°CO| A 527+ /M EE| S

2t wellof M ASHS HAHBHC Ofmf wellZbo M2 AO|X| YEE 2t welle M2 CH2
tipS AFR3HLL.

Cell pellet2 FACS/PI buffer 250 uLZ suspend®trCt.

Pipet tip2 ZfZt HHY A AF2310], 5 wello] 84S 5H FACS tubeZ, 681 wello| 28U
6 FACS tubeZ ZFHAM ZE wello] 2= 8AUO0| FACS tubeE2 FAHX|A oict EHad
7HR] S XFTHSH AFEHOIA] FACS tubeS 4°COIAM REHEICE (2A]7H O|LAO| £ AY).
A7+ 1IX PBSE 10 mLI7MK] YO tube BQt DO| IHHE A|ZlSHC
Tube B2t DE 3509, 4°CO|A 527t |IME2|3tCt 1X Annexin V binding buffer 57 pLoj|
PI stock solution 3 pLE @O0{A 50 pg/mLe| PI solutiong FTH|SICE Sl2 XtChol MEHZ
g WM7tX| 420M H2atstct.
Tube BQ} Do| &5dS A AHBICt

K742 1X PBS 10 mLE tube B2} DOl 211 3509, 4°COJlA| 527t |IME2|5HCt.
Tube Bt DO| MESAWZ XSt cell pellet& 1X Annexin V binding buffer 1 mLZ
suspenddtC}.
Tube B2| cell suspensionS 100 uL® 1, 2, 3, 4 FACS tube0| E=Ct. Tube D2| cell
suspensiong 12, 13, 14, 1581 FACS tube0f 100 pL¥ “E=Cf.
281 0F 138 FACS tubed Annexin V FITCE 5 pyL#! 9 =C}.

3R} 145 FACS tubelf 3|MEl PIE 10 pl¥ 4 =C}
40} 158 FACS tubeOf Annexin V FITC 5 pL@t S|AM =l PI 10 yLE E=Ct.

Bl 1281 FACS tubelll= OFRZHE EX| Y=L} 0] 2 unstained controlO|LC}.

r =
= A Y R

WIS XHEFSE AFEHE 1527 A20j|A incubation3tt.
1-4, 12158 FACS tube0j 1X Annexin V binding buffer 300 plE @&Ct Flow
cytometer2 MES EMSHIIIIK|, XHZEI0] FACS tubeE AL20)M ETBICH (LA|ZH OfLY

of =4
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Assay tube summary:

Cell Type Description Buffer 'II':uAl\:)C(:eS#

Unstained AV Binding Buffer 1

Annexin V FITC AV Binding Buffer 2

PI AV Binding Buffer 3

Annexin V FITC, PI AV Binding Buffer 4

Unstained FACS/PI Buffer 5

Undifferentiated CD11b PE FACS/PI Buffer 6
CD35 PE FACS/PI Buffer 7

CD71 PE FACS/PI Buffer 8

IgG1 PE Isotype, 1/5 (isotype control for CD11b) FACS/PI Buffer 9

IgG1 PE Isotype, 1/80 (isotype control for CD35) FACS/PI Buffer 10

IgG2a PE Isotype, 1/17 (isotype control for CD71) FACS/PI Buffer 11

Unstained AV Binding Buffer 12

Annexin V FITC AV Binding Buffer 13

PI AV Binding Buffer 14

Annexin V FITC, PI AV Binding Buffer 15

Unstained FACS/PI Buffer 16

Differentiated CD11b PE FACS/PI Buffer 17
CD35 PE FACS/PI Buffer 18

CD71 PE FACS/PI Buffer 19

IgG1 PE Isotype, 1/5 (isotype control for CD11b) FACS/PI Buffer 20

IgG1 PE Isotype, 1/80 (isotype control for CD35) FACS/PI Buffer 21

IlgG2a PE Isotype, 1/17 (isotype control for CD71) FACS/PI Buffer 22

Data £4

1. FSC CH FL3(PI) dot plotOjiA| Of2iet Z0| 37§2| Gate

oFo

LS

o=

AMEE[D, Gate 2= F7HA| MZ E52| viability 240 A2 Z0[LCt.
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_Gate 2

. Gate 1

768 1024

2. Surface marker 2.

a.

Bt x| %2 M=l E3tE M=o s 77H2| FL2 histograme A stCt (2t
Z} unstained, CD11b, CD35, CD71, IgGl Isotype 1/5, IgGl Isotype 1/80, IgG2a
Isotype)

2t histogram0 X$tst data fileS &USID, 23X U2 M= CHM=

|

(=]
Gate 12, 23t& MZEO0| CHSHA|= Gate 32 histogram0i| gating®tL}.
X 3tst isotyped| CH3Y positivest A‘Ili7|' ok 1%7} E|=& marker(M1)2 ‘d-gst
ct.

18 AE8I0 2t surface markerOf| CH8l positivedt MZE (£3}L|X] &2 ME
QF 23tE M=E)el HMEE 7|S3Ct

3. Viability £

a.

d.

23X G2 MER E3HE M= CHsiAM 22t &= 742 FSC Cff FL2 dot plot
2 DHEC} (unstained?t AnnexinV/PIS ?|sl 2tZ st7H4). Note: Annexin V2t
SAME M ZQF PIZEH FAME NZJF Qs FACS tubes dataZ A= 1O
compensationg E2Fot=H0f AEE A0l E#MF IIME ALESHA| B=Ch
Moot data fileg 24Z+9| dot plotd]| 211, Gate 22 dot plot2 gating®HCh.
Otz et Z0| quadrantE A MdstCt.

Pl

10°10'10°10” 10"
Annexin VFITC
QEZ MLOEY  (AnV+/PI+ necrotic cells)af 2%% SICHE SR (AnV+/PI-
apoptotic cells)| positivest MZO| HMEE 7|ZStC} (unstained= 0%H T 0|
O{OF 3tCh). |F AT HME = 0%F = 0|0foF St

rOl‘ r

F. HL60 M =Z9o| 5| &7|&
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HL60 M|Z 2| master cell bank= Otgf|e| 7|&& BtZo|of

1ok

b},

Mycoplasmag Zatsto O 59| 2H0| HAEE/O{M& QtEICt
2. HiYE MZEEs HOEH 4 RFleck et a)of] 7|&E0{U= Zd0t 20| HOZLM &

3 HBE RORRE w2 2AJ MEsHA T RSO0} Bt

=2tEl HL60 MZE Ofgfof 7|Z=S RHEA|FOF UAB-MOPAARHO| A& =+ RACH

1 HIYE M=Z= HAEZH 4 (RFleck, et al)0fl 7|=E0{UA= A1t 20| dH0F LM &
ofofetLt.

Viability= 290% (trypan blue) EE= >65% (propidium iodide)0|0{OfF StC}.

CD35+&= 55%0| 49| MZO|AM ZSHE|0f Q0{0F SHCt.

CD712 20%0|5t2| MIZO|M 2K Q0{OF SHCt.

Annexin V+/PI-2 L}EtLtE= apoptotic cell2 25%0]|35F0{OF SHLY.

v kW

HS: A A
747: 2008. 2. 1; 2008. 6. 23; 2013. 9. 20.

3. EH AME
UAB MOPA assayE dot7| O|T0f|, dX= oA (CHFE0] ANt SE2edet (L EHo &
A WA E 3t heat-inactivation)Of CH3SH ZAAFSHOF SHLY.

A. A £
UAB-MOPAOIE BH(EH0| Ot AFEBICH IENS HIoh| 8 2 27ty MYy

AEE oIt

ro
ra

@©

. ZHlo| Byt
KT O|Tko| EE7|7h HRS 4°CO|A BHCh 1
= Mol AN7IZOE of2s HEE

Al Qo HH= -80°CO|A mpHsfof SHCh A
St A| 7| @151010F BHCh

N
g
I
fo
ME
ot
T
[¢]
Q
~*
5
o
0
=
S
=
o
C

-80°C HSO0|A HHME HUHA A0 HX[SHCL.
2. Water bathe| 2E £ 56°CEZ Gt&=C}
3. AMTZI 24X =2 T, AME AW 41 56°C water bathOA 302 SO

incubationstC}l.
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4. GHE water bathO M THLIA &20| E|=F AICt
5. 30¢ O|Lfz ANE 2atg M= 4°CoM, F7|ZH HEA|0f= -80°COjlAl E2totCt

D. &#HI(ZH)of| cHot HH AH

Meotes 7[2tse SdA K28 22 DXL A + A7) W2, 24 dE2 M RFE
HAABHOF St CHE Y22, MOPA Al0] CHYfot HEYEES EZdts 89 MOk oftLiel &
HYOA titer7} FHYE[X| ‘Ba—*E K0 CHOHAZE LA HALE & =+ ULt

1. 2|e| UAB-MOPA assay stock2| T=H|O|A HHoH HHEHIZ R36A @F2| frozen stock
= TH|ott} o] 1rg2 0|2 sisS + UL

2. MXH| QX0 overlay agarE 50% powerZ =QICt (127§ E@HO0| 13 mLO|H =ET.
Overlay agarg§ REZI ZHAYA E50M EE agar 02|17t 52 AS
1, 50°C water batho|| Ze% [§7IX| =C}. CI2 dHoz MXY QX0 S0|l= A
CHAL overlaye AYSte & 1S 7| Ed(autoclave)si M =H|E == QIC}

3. Laminar flow hoodQt0|A] THYA plateQ| 42 &1 30-6027F 7 }_Alillil- (1274 &
K| = 17] THYA plate7t 2Q35ICH (Note 4 % _T_l) E0|EE
OHO| AXE|X| YEE EHS EH7 MM TS UK ZCt.

4. R36A stock vial& 37°C water bathOf| Al Hl& SEDM-I =OIC}
Cotton-tipped applicator(H=)9| 2 wFH(bacteria suspension)df =11 THYA
plate ™ H|0f streakingTtCt (Note 8%t11). Z3|0|E MA| EMO| streakingst =, Z3
O|EE 45° 2t 2 =2|1 S0 0|E ™H EHE streakingdtd, CIA| E|0|EE 45°
2t 2 2|10 E80|E HA EHE streakingTiCt.

5-108 SOt S4LEE EC}

THYA plated]| 3|M3IX| 42 @H 5 pLE spotting®HtCt. 2t spotAtOl& 2-3 cm™E =
|20 BHof Hgo| go| RE5HH, 28] 22 4H) 3|45 EYE 5 pL spottingBCt.
MO|E 2cmQ| ZtZHo 2 127 €A K| 2+ THYA plate0f spottinggt %= Q\Ch.

HHO| UMY BLEEE EOt

TTC 25 yg/mLE ZE2&Sh= overlay (50°C k) 12 mLE EECt

10. 28 0|EE 37°C, 5% CO,0{| Al overnight incubation®}LCt.

11. SMEX| G2 EHE AHBUE 8% EHO| spottingel X FHO| Z2f G0 X3

| Z4(YEIX O 2 inhibition zone2 1 cm O|AFQhO| &MY 7} =X SICH= HA|O|C}

of S

PERZE e dHls ddRe =28 82 HMA 29

rﬁ
z
[l
ot
I
40 n

III’I

o°f ro

E. QC Serum Pool2| AfAt
MBI opsonization index7t 2 HEH R ZANX oz 7§e] QC &@HE Zt assayOfrCt
ZSHA|7| = ZAO0| HFZAISICE PoolO| &=H|E|H O HHERH T (sodium azideE ZE2SI0]) X

27 pool2 EFofA LA HBSHOF piCt £ oF JHQ| vialg = 20i|l= SHEZHA| 4°Co
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SHHOAM HME3= "X (single donor serum)0| OF2fo] =ZHAE THESIH &EH poolol nE{L{AQ]
o]

g 4 Ytk
o MFE EIX| Stojop it
o ZIR St WHHO| Tfeh 2FES killing curveS LIERHX| SLOROF BHct.
o Jts3iE SAB|OF Bt AHQH LIO|7h Bl=siof STt (ROF A9l 9l 5).
o Jts53iE SMB|O} BHe HHQH ALRSH WAIO| B|2BHOF SHT (polysaccharide, conjugate
5).

® 539 XSAHdononZHE FH|E Bt 79| poolo] 2-3 FF AE3L7[0f F=ot L0
E|E &, single donor serum®| 0| H=E5|j0F TtC}.
Sodium azide &2 CIE X7 §10{0F BhLt.

o A ABO| marker (HIV-11} -2, HTLV-11} -2, Hepatits B2t C, West Nile Virus, Chagas,
Syphilis)ofl THal 2440]0jof St

H=: BN (Complement)
747: 2008.2.1; 2008.5.28; 2008.6.23; 2009.9.1; 2011.11.1

4. HH|
EM= E0 oj Hstot w2t BEME CHEL, working aliquotss EH|g I, 02 F2| & 7|
20{0F SIC}. KM EAIREE stock bottle (100 mL)O| =%HSFH, stock bottle0] YO{QU= AMEjO|
S&E A QHOf dry icet GIFS| OIS BHOIS|of SHT (2 OFY AL, ZA| AIZAL)
clfsor SHCh. BH T SOIYs WS -80°C HEIE WEH S7ICh
RS RE

o EH= €3 NMU L 0| A= water bathOf| M =QICt "2 MRSAHLE EAHR

=0l =0[X| ROFOF BtCt.

—

o ZHL 80°C WEMO| SO | WoF QHmo|A HEICt,
Working aliquotg =9l 0= ChA| 2a|X| %@ Halck
2ol 2

1F non-specific killing2 =&|2| M Z=THe|(lot)OFCE &S3| 2 AtO|E LtEHHCE MHEtA
CHel= FoIAA AAtSte 20| ERSICE CHS0 assayE AMBSHA ZAAtg = UAX[EH
t

o

S L=
O
A8E HIxE

LMoz AlYCAMO Tl BE HMHO| {50 UAB-MOPA AlEH o=z A|HS|OF ot (A
O] = 33]). Non-specific killing (NSK) 2tO| OfL|2} QC & 9| opsonization indexE A AtsiA O]

of 45 2XofM LT Zntet H[WSHCY.

A. HH|2] working aliquot FH|
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-80°COJ| A 100 mL stock bottleS 7HHC}.
2. K72 2( 20°0)0|M A& SETAM SQICH
127} tube(ZE =l 15 mL centrifuge tube)0f| "UAB-MOPA £ HHX|, lot#, batch#, &®"

S 7IYTCE TubeE €80 7 S0l =Lt
4. EH 7t & *—%% = SA 28 ?lof =s0t=Ct
02| XA = tubel| 8 mLY W= ZFsto] €3 20 =Lt

Bl
O
6. OIX|2Ho 2 ZEF3t tubed|A 10 pLE F A blood agar platedf streakingst®{ T
AEfE ZQIBICE PlateE 37°C O M overnight incubations}o] O/ =0| Xft2teX| =t
OISt} PlateOf M O O|MS & Xf2tX| OoOf 3hct.
7. UAB-MOPAQ| control AZ AI83}7| QSN LE2M5tst (Heat-inactivated, HI) EX|
7t H#ad Ao|ct
a. HA 10 mLE ¥ E 15 mL centrifuge tubed| &=Lt
b. 56°C water bathO|Ao 302 =9 incubationstrCt.
HZEl 1.5 mL microcentrifuge tubed| HI EHE 2f 0.2 mLA
Z2og W7tX] -80°COlA = 2Hotrt

AT
-
rot
im}

o

B. HX| HAl 1 (CH50)

CH50 assay= &8 N0 As T A 2dS o7 et Algdoltt. 2 HH|&= unmodified

sheep red blood cell, 22 antibodyZ opsonizeZl sheep red blood cell (hemolysin, rabbit anti-
seraZ opsonizeZl sheep RBC)1t Z+0| incubation=ICt. Hemolysin antibody= EX| cascadeE &
A3IA|74 membrane attack complexE ¥MdSIA 310, RBC2| membraned| LHO| M7 g2=2=2
W @ESIA otk CiEE RBCE 20| Q= $£ZES=2 8l 20| EOoMe 9o ECt
Incubation=0f HISAHZ J*'—E—Elﬁ}@ HE5Ado| SEE (405 nm)E FHSI0 HEE o{lE:LEt'l

1. Working hemolysin stock Z=H]|
a. 5Z ZAZXE hemolysin0] S0{UE= viald] 2 mLe| =22 EELCt
b. Vialg BEYH E=3A hemolysin Mak= Lt =QIC}
c.  Hemolysing 56°COj|A| 302 %C.’_P heat inactivationtC}.
d. Hemolysin 2 mLE 200 mL #0| €1 0.9% NaCl 198 mLE Y=C}.
e. O|EZ ®7|%t 50 mL centrifuge tubelf| Z|A =l hemolysing 25 mL% EF3SICL.
f. =L A|WX| -80°COf HEztsiCt.
2. Control sheep red blood cells (ctRBC)2} sensitized (opsonized) sheep red blood cells
(sRBC) =H|:
a. 1X GVBE ZHISHA ice bath0f =Lt Aol OHX[E BEO0|M Xt7h2 H{IHI}
Q57| M=o S St S AFBSHA| @2 HIs 22
C}.

ol
=

.

o

ice bathOff A& Eztot

b. Sheep bloodE & 411, & 742] 50 mL centrifuge tube0f 2tZt 10 mL¥ &=L
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(Z+2+ A, B2t ®7|). 2 tubelf| 1X GVBE 40 mLA! H=Cf.
1300g, 2°COjlA 527t |+l 22|t (Sorvall HI000B rotorg AtEg AL 2500
rom)

ASHS aspirationsto| HEIC
1X GVBE g1 AYE2[5t0] (1300g, 2°C, 52) &SH0| MRSHA & W7tx
RBCE A& MASLE (B8 AHM MAH 2, SHHOM 8 O MEHSH S2

[

_'_

2.
1X GVB 40 mLZ 2} tube?| cellg suspenddt cello] =5 2f 1x10° cells/mL
2 grEr)

i. Cell suspension0f| A 150 uyLE F st = 2.1 mLO| E+=C}.

s
i, STLCAZ 541 nmoJAMO STEE =XBICH 1x10° cells/mLE &St
(o]

U= cell suspension®| ODsy2 2F 0.70|0{0fF THCL.
PSS

iii. Cell suspsension9| BIo|g& ZHSIC|:

X|Z 2IO(mL) = 57.1 x ODs4;
XE BOs 2 50 mLAEE, cell 2= 2F 1x10° cells/mLO|O{OF Lt %=
BIO7} 40 mLELCH M2 42, cell B2 ME batchQ| cell2 A3ICH.

I

Working hemolysin (25 mL) tube &+ Jj& =0 A 1X GVB 25 mLE Y=Lt
RBC7I E0{ /U= tube, 1X GVB 50 mL7t E0{ U= tube, 3| =l hemolysinO] &
O e tubeE 37°C water bathOf| A X O = 102 SQF pre-warmA|ZICt.
Pre-warmed 1X GVBE tube AQ| cellof| cell BL|Qt 2oz Y=L} (0|Z0]
control RBC, “ctRBC" Q). Pre-warmed hemolysin2 tube B2| cell0f cell £I|ot =
2oz YLE=rC} (0]Z0| sensitized RBC, “sRBC"Q). SA|0] otH EE0 & &
(swirl), 37°C water bathOjA 2082 ¢t =C}. O 5-1020C} tubeE &
HEE s A=rh

1300g, 2°Cof| M 52 &t Au22|THct.

HSYS aspiratestof H2ICh

Ice cold 1X GVB 100 mLE 2} tubelf| 20{ cell2 suspend$tLt (cell s+ 9F
5 x 108 cells/mLO|OJOF &H). 2FEN}FX| 4°CO|AM cell® HEbsHCE

=op

3. CH50 assay

Ol Alo-l

a.

www.vaccine.uab.edu

WY 670 HHMIMA| AlHot= YOI}

1X GVBE ZH|SHA ice bath0f =Ct Aglo| O(X|T EZ2O0M X7t HEH7} E
Q57| M=o S St= S AM8SHX| 2 HIH= ice bathof A& 22toth
c}.

Assay plate0f| O|E& ®H7|®Ct (96well, round bottom tissue culture treated
plates):
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@ = o a o

9 10 11 12

A [TOiGGen T Oiicgon 1 | [OTion 1 Dildgon 1]
B | Diuton2 Dilution 2 Diution 2 Déiution 2 | Diution 2  Diluzon 2
C| Oiugon3  Dilution 3 Diution 3 Dilution 3 | Dilution 3  Diluson 3
D | Diution4 Dilution 4 Diution 4 Diluion 4 | Dilution 4 Diluson 4
E|] ODiugonS Dilution 5 Diution § Diluion & | Diution §  Dilugon S
F | Diution & Dilution 6 Diution € Dilution € | Dilution 6  Diluson 6
G| Diution7 Dilution 7 Dition 7 Dilution 7 | Dilution 7 Diluton 7
H | Diution 5 Dilution & n Dilution 5 Dilution & Dﬂmﬁ_\B Diluzon &

Sampie 1 Sample 2 Sample 3 Sampie 4 Sampie 5 Samgpie §

Plate 4: sRBC Plate
1 2 9 10 11 12

A [ T Oiicgon 1 | 7 [OTilon 1 DIGGn 1] Diiton 1 Dilaton 1
B | Diugon2 Dilution 2 Dition 2 Dition 2 Duution 2  Dhusion 2 Daution 2 Diubion 2 | Dlution 2 Diluion 2 | Diution 2  Diluson 2
C] Diugon3 Diwgon3 | Diution3 Dmsion3 | Diuion3 Diuson 3] Deution 3 Diution 3 | Dintion 3  Diiuion 3 | Dilution 3 Diluson 3
D | Diution4 Dilution & Dilution 4 Diution £ Diution 4  Diluion 4 | Dition 4 Diution 4 | Dliution 4 Diluion 4 | Dilution 4 Dduton 4
E | OmugonS Dilution 5 Diwtion § Dition § Duution S Diugion S Diwtion S  Diution S | Diution S  Diluion & | Diution §  Diluson S
F ] Oiuton6 Diuton 6 | Oiution€é Diutions | Diuton& Diusion 6 Distion § Diution § | Diution €  Diluion & | Dilution 6 Dilusion 6
G| Diution7 Dilution 7 Dilution 7 Diution 7 Diution 7  Dilusion 7| Dition 7 Diution 7 | Diution 7  Dilution 7 | Dilution 7 Dilugon 7
H | Diution 8 Dilution 6 | Diktion & Diution 3 Dllnula Diluion 5§ Duution 8 Diution 8 | Diution 5 Dilution & | Dilution 5 Diluion B

Sampie 1 Sampie 2 Sampie 3 Tampe 4 Sampe 5 Sampie s

Algg ZdHE 420N SQICh ANIE 52 = FA|, S0 2ot

1X GVB 50 uLE plate 12| 1Y, 3, 540| ASHO| A H&7IX|0| =L}

£ 50 uL= plate 19| 20t 40| ASHO|A H347IX|Of <Lt

1X GVB 50 pLE plate 2, 3, 49| 1Z0|A 12¥0| BSHO|A| HEIX|0f E=Ct.
AM= 3|MSHA] ¥ ARESEALL A el 20| EFsH L& 1X GVBE 24|
22 44} 3|45t At = UCH

AKX 1 100 pLE Plate 2, 3, 49 Herh AN 2 100 pLe
Plate 2, 3, 49| 3Z 1} 4Zo| A0 E=Ct EQSICHH, AKX 67HX| 0|2t &0
ct.

M7t X plates ES0A
B Rho
Hagls2 YoM ctRBC 5 mLE FsiA| 0|2 E7|st 15 mL centrifuge tube

of d=Ct 22dis2 HoAM sRBC 5 mLE FhM O[5S HZ|ot FHIM 15

mL centrifuge tubed| 2Lt 2+ tubeO| X}7+2 1X GVB 10 mLE 2

1300g (Sorvall HL000B rotorAb-ZA| 2500 rpm), 2°CO| Al 5&7F |IME2| St

2t tubeOj A ASHES HAHTHCEH 2+ tubed] X2 1X GVB 15 mLg
2| shet.

13009, 2°COjlA| 527+ rg
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.
=Lk

k=xpre e
= o ©

EAZ 541 nm

Cell suspsension®| &2

1IX GVB 5 mLZ cell pellet=

Cell suspensionOf|A{ 150 uLE *

suspendst cell sE=5 2 X 10% cells/mL¥ =2 2

Fs5tol 2 21 mLoj| =L
oMol EZEE HEBC
TH|E =Fetch

*& B (mL) = 35.7 x ODsyy
A= 2= 12 mL MEZ0|0{0fF L}
m. Plate 19| 1g1} 2¥9| AMO|A HEIX|, plate 32| BE wellof ctRBCE 50 pL
W gict
n. Plate 19| 38}t 489| AR HAT}X|, plate 42| 2= wellof sSRBCE 50 uLA
et
0. Plate 19| 59| AMOA H&ZIX]|, plate 22| 2E well0f 1X GVBE 50 pLA 4
f¥=3
p. PlateE microtiter plate shakerOfA 500 rpm2Z (Lab-Line Instrument, model
46255 A2 AL speed 5) 602 St shakingslt 37°COf|A| incubation $FC}.
g. PlateZ 7Ly X}7}2 1X GVBE 150 pLM| Plate 19| 2€nt 4Z 0| ASHO| A HEH
THXIE Nelst 2= wellof E=Ct Plate 19 19| 281 489| ASO| M HETILX]
Ol= 150 pLo| 88 E=Ct
r. 1300g 2°CojlAM 527+ |ME2|otCt.
s, AAMEF|TF B B ZA|, AHSHOE 150 yLE F KA (cell pelletd] EX| U=
Z=9|) ELISA plate (flat-bottomed 96-well plate)of| & ZIC}.
t. 405 nmOjA S ZE =HslC}
u. Data EAM:
i.  “CH50 Analysis Template V.02.xIs" s oiCt
ii.  EAIE welldf £33t OD ¢t2 %01 '—-EEEF-
iii. ANE™EE (ANEXL AW, AN E £ BAI=l wellof Q243
iv. OYg MESD 29 M O0|X|Q raw data H|O|X|E = sIC}
C. 54 HAl 2 (UAB-MOPA)
ofzfo| AlPYR2 5712 QC HHES AE5H0 471 FHA| s EA| lot SHHE Alst7| £
s AtgY & UL

OBBZ ZH|3lC}.

2. 2 THYA plate (~12 cm x ~12 cm)& laminar flow hoodO|A] 42 HAEIZE 3020
N 60250 AZAIZICH (Note 4 ). 874 plate7} TR ZHo|ch Z20|ES A
Az 2, RUXRA dxEl= A 27| fIshM F4S8 B0AM 2o Wtk 20
SCh ZHo|S0 CH2It 22 HEE J|YCh assay plate 05, # #Z, XY
(82 overlayo| S0{Z+ X O|8).

3. O|2| kK| LAULCIH, “Control A'E 2|3t heat-inactivated (HI) EX|E F=H|sHC}E (B E,

www.vaccine.uab.edu
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o2 il HI £ E D|2| =H|oHA -80°Cof| 2atdisS o+ UCH)

a EFsEe BA 3 7 vial2 MU0 VTS| SE= A

b. HEXE 56°C water bathO|A| 302 =©t incubationdtLC}.

¢ CEEE ENs 4222 227t W = AETt
o

7<17(}E1|0,_I)(|01|/k1 50% powerE overlay agarE

I
o
™~
[t
o
3
==
oA
|.|-|
N
mH
B
H

LE

%*%'JEE, HX ARIE P00P01 =0l= Oidl, d&st= & overlayE TH[BHA

57180 = Utk 474e HRE Ho| 55 ml¥ FFStU, e MK 5

water bath0]| =C} (agar®| =7t 50°C7t & W7HX| AtES

ofzffel =t Z0| microtiter plateE Z=H|SHC

a. 1Zih 28O AHO|A H&ZEX|Of OBB 20 pLE d=Ch 3Z0A 128K = AY
Ol GR7HX|Z OBB 20 pLE =L

b. 31} 499o| HAMO| heat-inactivated QCE¥N™ 18 30 uL E=Ct. 581 6€2| H
SH0 heat-inactivated QCEH 25 30 uLY=C QC €A 57X| 0|t Z0| Lt

c. 3EOIAM 127K 3HIY A E3|H S oith: HES S7(4=0] d7|X §E8 =
HAEA 2 HOM 10 pLE GHlo=z E7|4, CiAl & HOoiM GHOM FE2=Z
7= YA it BAOM Aoz 10 uLE g7l 20| 2 oA A”O
10 LE #5tof H2ICt

S H

x

Plate layout diagram:

1 2 3 4 5 6 7 B 9 10 1
[Comarol A JConol B N B | ALEON & JOALmon & | DAUmon 3 JoAILmon & [Diumon 3 Joiimon 3 | i

Conirol A fControl B [Diution 7 [Diution 7 [Ouution 7 [Dilution 7 |Duution 7 [Dilubion 7_JDiution 7 | Diugion 7 klu‘JOf‘
Control A jControl B |Diution & | Diution € JDuution & | Dilution & JDdution & |Diution & |Diution 5§ | Dilution & JDiution & |L
(Contirol A JControl B JDIURion § | Diuiion & JOuLtion S [Dilusion 5 |DiLtion S |Diution S |Duution 5 | Duwtion S Joilution 5 [Dius
Conirol A JControl B JDiution & | Diution 4 JOiution 4 | Dilution 2 |Diution 4 | Dilution 2 |Diution 2 | Dilution 2 JOiution & |Dilu®

(Control A jControl B [Diution 3 | Diution 3 JDution 3 [Diwtion 3 JDaution 3 |Diution 3 |Daution 3 |Daution 3 0iution 3 |Diluson 3
Conirol A JControl B Diution 2 |Diution 2 |Duution 2 | Dilution 2 |Diution 2 | Dilufion 2 |Dilution 2 | Dilution 2 JDilution 2 |Diluson 2
(Control A jControl B |Diution 1 |Diution 1 JDiution 1 |Dilution 1 JDduwtion 1 |Dilution 1 jOdution 1 |Didution 1 jDdution 1 |Dilugon 1
QC Serum 1 QC Serum 2 QC Serum 3 QC Serum £ QC Serum 5

ITHmMmmOOom»

Control Contans bactena + complement (HI) + HLBD, t=75 Used to calculate non-specific killing
A minutes
Control Contans bacteria + complement + HLB0. =75 Usad to calculate maximum CFU/spot in assay
B minutes condiions. Used to calculate non-specic killing

2otEl HL-60M| O F=H|

DMFZ &3}= HL60 MZEZE culture flaskOl|A{ 50 mL centrifuge tubeZ & 7IC}.
(flask 17 = assay plate 2710 &3t F0|C}H

b. HL60 MZZ 350g (Sorvall RT7, RTH-250 rotor2 A& Z<2 1200 rpm), A

b

OlM 57t 2l elottt

C. HMNEWHZ HAHStD ZE cell pellet 1X HBSS (without Ca**/Mg**) 50 mLZ &t
SICH 3509, A20|A S527F /AMEZ|SHCT.

d. ASHZ HMHstn 1X HBSS (with Ca**/Mg**) 50 mLE Y=L} 3509, 420 XA

D

0x

oin
]

M5, cell& OBBY| 1 x 107 cells/mL7} =2 suspend3tCt (R
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2 7] cell2 201N 22D, &0tRA= MZD M= dE2 "Mz A"

Qe 474 #39| working stock tubeE 2| S=0|1 A &SI
37°C water bathOf| o tubeS REZH =E0{FLt.
MicrocentrifugeE AE3I0 12,000901|AM 2&

~
o o Q2
)

¢ dsdEs =H2EA MAHSHY HEIC
d. 2 tubeOf OBB 1 mL¥ E11 HO{FELC}
e. 12,00090|A 22&Qt B E2[BtCt.
f. 45U =A2EHA HAHSHH H2Iot
g. e AMHA™¥JUE OBBL| ABHF (0.5 mL) E0{ bacteria pellet2 suspend$tL}.
8. OBB 10 mL7l S0{RU= tubelf 4742 #F 2t2tg MBS AUF 0 # =LHS
ZH|BICE (2t 30 C§sf 2F 50,000 CFU/mLO|O{OF SHCH. Control wellS Z3Hstod

£ welld] #=3

9. Microtiter plateE mini-orbital shaker?|OA AM20[A 302 SO 700 rpmeZ
incubation$tCt.

10. O] AlZh 3¢ S0 AlbE lote] HNE HHCH (BEEM 1.3 mL, FE2E3L
EH 01 mL 7t 29 BENs d20M S0t (B 7} 2H3| 52 =, JA|
oM HaY W7HK| E2tokD)

11. 3029| incubationz 2, 2[0] St HL6O M= 4.8 mLE Y=l 15 mL tubed] &
=Lt fEoh HL60 M Z 400 pLE &l 7R 1.5 mLtubeOﬂ =0k Zag WK
<20 M Eaotrt.

12. 308 incubation Z0j, HL60OM|Z 400 pLO| S&M83} X 100 yLgE Y1, & M2 =7,
1Z AHO|A HEOf 50 uL¥ d=Ct.

13. HL60 M|ZE 4.8mL0jl= ZHEN 12 mLE Y10 & A2 5, 2€0M 1280 ASHO|AM
HE x| 0f 50 uLA E=Ch.

14. Microtiter plateE mini-orbital shaker0f EFESO 2 =11 (plateE AX| E’aftl-) 37°C, 5%
CO,0| M 700 rpme 2 4587t incubation®tC}. CO, percentE X|&HMOZ LX|A|7{F
7| 8 A incubationg 3= =Q incubator| & X F=Ct

7} d

15. Incubation0| E4tt Z0], microtiter plateE &2 (0 A 2027t X|SHCH (Phagocytic

TS 10 uly Pt

>
MM
=

process§ EU7| &)

16. Zt wello| HSOHZ 10 ul™ 4742] THYA plated| spotting®tCl. HEO|M A|Z&SEY] 2t
well& & 411, 12-well row2| Zt wellO| M 10 uL¥ F A THYA plateo| A EH® (Ot}
Z) =0 10 uLA 1274 E spotting$tC}. PlateE HA| 7|20] spot0| 2~3 cm Z 0|9

1 e po| E T2 BiCh G, F EHO| Cf3f 0|9 2 M wHEsitt (plate 1

74 4874 well. Spoto| SHH Z{7HK| REE 17| YISHM plateS ZA| 7|00}

SiCt. D, C, B, A2 S=HIR| M EQ9| plate 4710 spotting®tLt.
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17.

18.

19.

20.

21.

22.

23.

24,

PlateE &20M 202 E FO{AM agarz 40| AHSE=F oLt (Note 7 F 1)
Overlay 52 mL7} S0{/U= & T+ J|E water bathO|A T7HLHAl TTC stock 52 pLet
optochin stock 52 pLE Y=Ch & MM QM SLBHA spottingst 47| plateS
NHR platedf| Zt2h 25 mL¥ D =C} 2749| THYA plated| O| overlayES YA EICt
Overlay 52 mL7} E0{Ue FH® HES water bathO|M JHLHA] TTC stock 52 pLeft
streptomycin stock 52 uLE Y=Ch & A0{M 0|A S YSHAH spotting®t 471 plate
= SRR plated| 2t2h 25 mLM =Lt 2749 THYA plated] O| overlayE EH =
Ct.

Overlay 52 mL7} S0{YUe= MUY HZ water bathO| M JHLHA] TTC stock 52 pLet
spectinomycin stock 52 pyLE EECh & A A I0A SLSHA spottingst 474
platez M HA| plated]| 2tZt 25 mLM Y=Lt 2749 THYA plated| O| overlayE EA
EIC,

Overlay 52 mL7} S0{UE= HE water bathO|A JHL{A TTC stock 52 Lt
trimethoprim stock 52 yLE ¢ LB MO QOIM SLBA spottingTt 47l plate
= YR plated| 2t2h 25 mLM EE=Ct 2742| THYA plated] Of overlayE EH =
Ct.

PlateE A20|A 202X = EC}. OverlayZl 22 Z0, plateE HFZE 30 candle
jargtol]l 23, 16-18A|ZF &2t 37°CO|A| incubation$tCt. (Note 13). Optochin overlay
£ 22 THYA plateOf A X}2b= colonye optochind] Matd0o| U EHY @F0|
11, sterptomycin overlayE @2 THYA plateO| A Xt2f= colony= sterptomycin0j| X
SAM0| QY= SRS F=0|C}

=2 O O

|

ColonyE Z|&¥ M7 L}, automated counterE O| 8310 7§45 MIC} (colonyQ| 7|5
Me 2o s Note 118 & mstch

Opsonic index2t non-specific killing= A AtotCH (Note 18). Osonization index=
X|HEl killing percent (2 50%)2| @XM MH|4E linear interpolations}Qf A At

= ACE Zf #FF2| control B 10| CHE 7h5d0] &7] WE0M, 2t @30 Cidto]
Zp 7| AteioF ohht. et Z440] B =, 4742 CHE mUES A E Aot (H€H

g 11 mhg)

Analysis template “opsotiter 3" AL}

gt

o o

Template I O| “raw data” worksheetE MEHSHCH

c. Raw datall assay HEE QYHTICH (YHS|OFS= 7H

ch

i. Raw data (CFU/spot)&, control A2} control BO| 2|X|E = 0I5, s st=
A

rlo
|.|-
i
1z
|0
Hu
F
>
m
2
30

7ol Yottt o|lA2 =322 AY YHSHAL, CHE LM SASHAM
e0EdS 5 AUACL T data?t HAFH| CHE LM LHEQJUCHH, 1
HAO| AR A SLSHX| 2HQIB{OF SOt

ii.  Assay YHE S{YEl= 7o YDt

iii. LQOICHH, =8 7ts%t assay parameters= ot LHIH O Z assayOf

x
Q
wn
(72}
Q

<

r

2

re

Lo_l-

mn
rir

>£

= HA EI-
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iv. M ZE (ENZ MHi)E WSl 7ol FHSCH
d. OY=2 XS “Raw Data"?t "Report” worksheet2 &= 3ICY.
e. CHE MECQ| datag =Mot7| flofA, Ot B, templateE CHA| ALt F,
o

=
ojo] gAo| 24t mMAS MEZR data sete| FMZ 2|3t template2 &= A&t

25. 2t QC ¥ 2 Ao ALESIAX}; St EX| |0t01| OisiAM Hol= FH A 20,
2t AH™HO| Ol opsonization index®| Hrif2 Z2tZto| QC @HMOICE AASHDH I

— |
o 2t assayO| A{2] non-specific killing(NSK) = | AHSHCE.

D. HH| Loto| 3 87|F
HH lotO] of2fet Z2 7|ES UFUCHH A £ ULk

1. M22 H=He| CH50 Zte Z7+ 70t percentiIeOﬂ S0{0f 3}
percentileO|L} AF¢| 15% percentiledf CH50 Z AL HA| lot2 Af

2. Control (unsensitized) RBCOf| L{st A2 EXﬂQl CH50 g2 4 O|oto|ct £2|9 4
oz & [, baby rabbit complement (3-43=El rabbit)o| CHE&E lot2 control RBC
of tish =8 7kset CH50 gt #AX| Q=Ct

3. HEEol ™A CHsl NSK& 30%0|sto|ct. O EEHO| CHsiME= (GIE =
6A, 6B, 7F) =& NSKZ} LIEtE &= QUCt 0|23t -0 CHSA= 70% NSKHX| 3
Zotrt

4. ZH QC €Ho| s MZ22 ENZ MEst W opsonic index (A0 23] EH)=

o|Ho| AEE M lotez ZFE SHEH? 20| SO0{OFStCt (mean + 2SD)

5, o9 15

88 + glrt

X|=: Fetal Bovine Serum
7474: 2008.2.1; 2008.5.28; 2008.6.23; 2022.11.1; 2012.9.20

5. Fetal Bovine Serum (FBS)

2|7} assay0| Ar&% bovine serumiZ 0 CHEZC| A lotof A HEH 140] CHSH == NSK
£ HOIClE AS %20 LULCE HHA 149 52 NSKE 22|7F A|&st 2 & lot9| FetalClone
IO A L}EFSECH 2Lt Hyclonelt Atlanta Biologicals@| CIE S3°| FBSE AtE}S [, EHY
14°] NSKe= CHE 29| EA| lotO|A O O|O|ZUCE [M2tN, f2|& assayO|A| FetalClon IS AtE
SHA| @10 (HL6O HiZOl= OfT3S| ALE%), OBBOIAM AEE[= FBSE AME3H7| AIRRUCE CHE &
HE (0|& £0 6B2} 7F)Q| NSKIZ0j, FBSQO| lot2 ZA}SHOF SHLC}.

A. Heat inactivation1} assay aliquots2| £H|
1. -20°C Y= 10|M FBST} =019A

M water bathOj| Al 7HLjO{ At

2. YO 37|17 22 Yol £ 5

mlE €3 420 5EE

%

Ct o] ¥

rlo
(o'
O
10
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golo| 2E2 BAI| YUef ALSH HOITH (RE BEE ¥) 2 Yl FBS Y2

Of 82 AESIH ZCt
3. BE HEE 56°C water bath0f] 210 2&EE HO| 2 AHE Z=Ct Water bathe| =
o %0l= & 22 8Y =O|EL 1em¥E =1, Hol YEHECH= OF2{0fOF St
4 2E BEE ol 2EJ SECH B URE ANE ARe| AT
302 S 56°CO| & 2, FBS B2 water bathOjj A JHWHCH A202 2&7t L2{7t
T2 EFrCh
6. Heat-inactivated FBSE ZE = 50 mL centrifuge tubed 45 mL¥ ZFSiCL 174 0O

T 7|2 HEE QISiME 4°COA Eatg o QCh 7] 23 Alo= -20°CO|st
ol M Z2tsioF ohet.

otefel AL @2 QC HE SHMA|l AESIO 4712 20| Coli FBS 17 lots HAISH=H|

Aol AtE2 loto] FBSE AtE5t0] OBBE ZH|SHCt.

2 THYA plate (~12 cm x ~12 cm)& laminar flow hoodO| A S74S GAENE 3020
M 60250t HAXA|ZICE (Note 4 &), 874 plate?7} % ZO|Ct £ 1|O|E§ =
SHYAER| A

ANzl 2, HF Bl Axkl= AS 97| fIshM £22 HoM 2 2
=Lt S20|E0 Chzut 22 EEE 7|YSCh assay plate 0|8, & H=, #FY
Z2 overlay0] S0{ZH SdH 0| 8).
[2] SFX| LQULCIH, “Control A'E 2|3t heat-inactivated (HI) EX|E F=H|SICt (B,
2] 7o HI EXME D|2| ZH|SiA -80°Cofl 2atisS 5= ULH)
a EFE2 = 3 7 viale AU 2HS| SEE AL £Ct
b. HEXE 56°C water bathO|A| 302 Z 0t mcubatlonoHZI-
¢ YBTYHE BHE Y202 227t U 3
4. MXY QXM 50% powerZ overlay agarg =QICt (210 mLEE7 2Q) 2E
YD =AY 2SO0E0 HE
WYz, FXYAXE AHESHY =0|= i, HHSt= & overlayE ZTH|SHAM ¢
S7180g 5 Atk 4ol BZE Ho| 55 mL‘Al =Fotd, Had Mmntxl 50°C
water bath0|| =Lt (agar| 2L7F 50°C7+ & M7HX| AFESHK] & A)
5. otzfe|l a1t 20| microtiter plateE Z=H|StC}.
a. 1g1f 289o| AMOAM HE7JtX|0] OBB 20 uLE Y=Lt 3E0AM 1287HK = AY
oM GJ77HX|2F OBB 20 uLE Y=Lt
b. 31} 499 HAMO| heat-inactivated QCE¥N™ 18 30 yL E=Ct 580 6€2| H
SH0f| heat-inactivated QCEH 2§ 30 uLY=Ct. QC EH 57tX| O|QF ZO0| &Lt
3E0IA 12E7X| 3E4Y A E3|MES Stk HES S7/EE0] d7|X HEE =L
A 2 A0AM 10 ulE GAlo=z go|a, CiAl Z HOolM GHOM FEo2 H7|=
Aoz oot BHOM Aoz 10 ulE g2l =0 2 HoM AdO|M 10 uLE =
of HZIC f
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Plate layout diagram:

1 2 3 4 5 6 7 B 9 10 1 12
[Carrol K JComro B A & [Diison § Jouon & |Diluon § Jotuon & [Diuon 3 Jotumon § [Diuton 8 Jotuton § [oluton 5
[Control A [Control B Diution 7 | Dilution 7 [Diution 7 |Dilution 7 |Dilution 7 [Dilution 7 [Diution 7 |Diution 7 [Dilution 7 |Dilution 7
[Control A [Control B JDiution & | Diution & Diution & | Dilution & |Dilution & [Diution & |Diution & | Diution 5 Dilution 5§ |Diluton &
[Control A JControl B JDMution S | Diution S JDiution S |Dilution 5 JDdution S |Diution 5 |Ddution S [Diution 5 j0dution S [Diluton §
[Control A JControl B JDMution 4 | Diution 4 JDiution 4 |Dilution £ JDdution 4 |Ddution 4 JDdution 4 [Diution 4 JDdution 4 [Diluson 4
[Control A JControl B JDMution 3 | Diution 3 JDuution 3 |Diution 3 JDdution 3 [Daution 3 JDdution 3 [Deution 3 J0dution 3 [Diluton 3
[Control A JControl B JDiution 2 |Diution 2 JDiution 2 |Dilution 2 JDiwtion 2 |Diution 2 JDiution 2 |Dilution 2 §Ddution 2 [Dilugion 2
Control B JORstion 1 [Diution 1 [Ciution 1 [Dilution 1 JCiluiion 1 [Délution 1 JOiution 1 [Dilution 1 J0dution 1 [Diluion 1

QC Sequm 1 QC Serum 2 QC Serum 3 QC Serum 4 QC Serum 5

ITOmMmOOm»

Control | Contans bactena + complement (Hl) + HLB0D, t=75 Used to calculate non-specific killing
A minutes

Control Contains bacteria + complement + HLB0. =75 Used to calculate maximum CFU/spot in assay
B minutes conditions. Used to calculate non-specfic killing

6. 23t=l HL-60M 2| FH]

DMFZ &3}tE HL60 MZEZE culture flaskOl|A| 50 mL centrifuge tubeZ & 7IC}.
(flask 17| = assay plate 270]| &%+ 0|LC}H)

b. HL60 MXZE 350g (Sorvall RT7, RTH-250 rotor& At&% AL 1200 rpm), A2
OlAM 52t dd2E|etrt

WS HAHSIL 2 E cell pellet2 1X HBSS (without Ca**/Mg**) 50 mLEZ ot

o

)
x 2

oo
3IC} 350g, AL2O|A 5E7H Al a|sic)
d. AFSOS 73t 1X HBSS (with Ca™*/Mg**) 50 mLE Y=C}. 3509, AL OfA]
S5t AdZEeletrt
e. MSWS HAHSIL, MEZZE OBBO| 1 x 107 cells/mL7} E|=2 suspenddiCh (2@
g W7HR] MZs &20M Zakott)). Hotle M=ZD Me U2 "MZA S
£ Hott
f. M=ZE A W, trypan blueE AF28lY viabilityES Z™ESICL &0tAE MERF F
o MZO| |45 7|28, Cell viability7} 90%0|40|0{0F Al& 0 AtRE 5= 9
Ct.
7. AEE 470 HHEHE FF 2| working stock tubeS W2 =0|1 MA SO
a. 37°C water bathO|A| tubeE BEEZHH =50 =CH
b. MicrocentrifugeE ARE30] 12,0000 A 2250t A &l22|5HC}
¢ YEUE ZA2EA MAHSHY H2ICH
d. 2t tubeO| OBB 1 mL4 Wm Ao{=c}.
e. 12,00090|M 2232 A F 2ottt
f. dsdS =H2EHA HAHSHH H2Iot
g Y2f YK UGS OBBO| ATt (0.5 mL) E0f bacteria pellet2 suspendstC
8 OBB 10 mL7} SO{U= tubel 4742 #F ZtZtE HAESH dUF o Z=LHS

Z=H|SHCH (28 @30 CHsi 2F 50,000 CFU/mLO|0{OF $tCt). Control wellg =35I
£ wello] 2EFAS 10 Ly gLk
9. Microtiter plateE mini-orbital shaker2|OjA] A20A 302 SO 700 rpmlZ
incubationstC}.
10. O] AlZtEQh WSNOM Al loto] HNE HHCH (BEEN 13 mL, dEg4d3t
EH 01 mL 7F HR%). BEN= d20AM =0 (BN7F 2F5] 52 = g

iy
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11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

QSN T WK ®BHCH
30229| incubationsQt, f0A =H|$t HL60 ME 4.8 mLE E =l 15 mL tubed &
Lr} =3 HL60 A|E 400 uLE A= Jj23F 1.5 mlL tubeO| E=C}. ZQSH m7}X|
Mo RSt
30& incubation 2 0f, HL60A|XE 400 pLof| 2243t EH 100 uLlg 90, & 42 =7,
1Z AHO|A HEOf 50 L d=Ct.
HL60 M= 48 mLOjle= EMEXN 12 mLE B30 & A2 F, 290N 1289 AYO|A
HE x| 0f 50 uL E=Ch.
Microtiter plateE mini-orbital shakerdj EFE0 =2 =11 (plateE AX| E’aétl-) 37°C, 5%
CO,0{A 700 rpme 2 4527t incubation®tC}. CO, percentE X|EHOZ QX|A|FF
7| 8 A incubationg 3= =0 incubator| & X F=Ct
Incubation0| E4Lt Z0j, microtiter plateE &2 (0 A 2027t SX|SHC (Phagocytic
processE ZL7| 2/gh
2} wello] HH2HS 10 uL 4740 THYA plate0i spottingStCh. HSHO|A{ A|ZHS}O] 2t
well& & 413, 12-well row2| Zt wellO| M 10 uL¥ F A THYA plate2| A EH® (Ot}
Z) &0 10 uLA 1274 & spotting$tC}. PlateE HA| 7|20] spot0| 2~3 cm Z 0|9
o 22 2Y0| K=& Thf G, F EHO| CHsl o2t 22 urdE BFEoHCt (plate 1
7 E 487 well). Spoto] &H E2{7IX| %= E 57| {ISHM plateE FA| 7|20{0f
SiCt. D, C, B, A2 S=HIR| M EQ9| plate 470 spotting®tLCt.
PlateE &20M 2082 = FO{A agarz 40| AHS =5 S0t (Note 78 1),
Overlay 52 mL7} S0{/U= & T J|E water bathO|A T7HLHAl TTC stock 52 pLet
B MOM QoM S YSHA spottingst 47 plate®
=L} 2712 THYA plate0f| O| overlayE @A =IC}
M-S water bathO| Al JHLHA| TTC stock 52 uLet
B MOM QoM S SHA spottingst 47 plate
H=Ct 2742 THYA platedf| O| overlayE EH E

ﬂH)I

n

optochin stock 52 uLg Y&
KET plateo] 24zt 25 mLY 4
Overlay 52 mL7} S0{YU=
streptomycin stock 52 uLE
3 FHM plateof Z+z+ 25
C}.

Overlay 52 mL7} S0{YUe MU HZ water bathO| M JHLHA] TTC stock 52 pLeft
spectinomycin stock 52 pyLE EECh & HOA 20X SLSHA spottingdt 47
plates MHR]| platedf| 2tz 25 mLA =Lt 2749 THYA platedf| O] overlayE A
s},

Overlay 52 mL7} S0{{Ue HHW HZ water bathO|M JHLHA] TTC stock 52 pLeft
trimethoprim stock 52 yLE @=C & HdO{M oA SLSHA spottingst 47 plate
= Y HF plated]| Ztzb 25 mL H=Ct 2749| THYA platedf| O] overlayE EA &
C}.

PlateE A20|AM 202™E FCt OverlayZl 22 20|, plateE HTZ 30 candle
jargtol] 211, 16-18A|Zts 9 37°CO| A incubation®tCt. (Note 13). Optochin overlay&
Y2 THYA plateO|A{ Xt2t= colony= optochin0f XM&tA0| Q= SEHYH #F 0|1,
sterptomycin overlayE Y2 THYA plateO| Al Xt2t= colony£ sterptomycin0f X &M

AL

oLl‘L -||'|
rr rE ot
n =

C

3

=
1=
Ot
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23. ColonyE A& M7 L}, automated counterE O|&3}0 7H4& MLt (colonyl| 7H+E
Me HyS0| 233 M= Note 115 Tt}
24. Opsonic index2t non-specific killing= A AtSICtH (Note 18). Osonization index& 2|
X|HEl killing percent (T2 50%)2| @™ S| MUl4E linear interpolations}f A 4Atgt
= QACL Zf #F3F2| control B 0] CHE 7H5d0 —L=7| m=of, 2 =30 st 2t
Zp AlLtsiof otot. et 40| Bt 4742 CHE ms ZAA E AoICh (EEY
g 4 mhg)
a. Analysis template “opsotiter 3.XXxIs"E& CGCt ("XX"&= A|ZtO] M2 HHE £ Qe
versiontHS O|C}H
b. Template It 9| “raw data” worksheetE MEHSICY
c. Raw data®l assay §EE YUHTHLH (B0 ot= ZH2 LEMo=z HA| E|0f
AL
i. Raw data (CFU/spot)&, control A2} control Bo| |X|E =05, S| =hd}
7o Yottt O|A2 322 AE YHSHALL CHE LM SALSH
|

2
=0 €2 &+ Uth S datat 5’:1%519| CHE ThEOfA 26H

0%k
1>
fe)
f
>
rn
ogk
1>
=]
ofn
ne
rot
Ral
ot
ro
els
=)
O
n

ii. Assay EE% S| &

iv.  AM EE (dHF, M) E sHE = ZHol| YTt
S XMAEStD “Raw Data"2}
£ MEZQ| dataE 24517 QIoiA, M2 1, templateE CHA| AL ZF,

2M0| B OIYE MEZER data seto] 2MZ 2|t template2= AIES

o

“Report” worksheet2 = = $tC}.

25.

N
Q
(@)

AEE Al™HO| AHBStAX}; St= FBS lotof CH3HA Xoj= S MHEHTE 20
HHHH0| CHsll opsonization indexQ| H{t= 2t2to| QC YHOICH A AtsiCt £

b 2t assayOf| M 2] non-specific killing(NSK) = | AtSECY.

Ol'_j_'\l_J

r

C. FBS Loto| #{g7|
FBS lot2 Ctemp 2

ro |y

J|lzs TESHE 5 &

n

1. ZF QCEHEO CisiA, MZ2 FBSE At S [f I opsonic index?t (n>2) O 9

2}
HESE FBS lots ALEoiM Z2EE HEH? A0 S0{0F St (mean + 2SD).
2. HiFEel HEH ol NSKE 30%0[3to|ch. O HEHO CisiM= (ME =

6A, 6B, 7F) =2 NSK7} LtEHE #= QUL Ol2{gh HHHO| CisiM= 70% NSK7HA| &
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H|=: UAB-MOPA it
7414: 2008.2.1; 2013.8.1

6. UAB-MOPA HitH
ofgfo| AlHute 7
N ol¥el HHE

icrotiter plate2 A sl= ot

el m
Adste B2= g

Gl
TASOF oHCt (—., XNZ
=

2EIC} 41

770 microtiter

plate7} 2Fs| EH FOof O CFS 77§ microtiter pIate AlZfsint). dXl= UAB-MOPAE G}7|
O|M0Of, oA MEHSE ZdHE heat-inactivation k| 0{Of SHC}.
Al d8g2 orefel HQt #0| AFL2E Fert
Strain 1 Strain 2 Strain 3 Strain 4

Assay Group A OREP4 SPEC6B STREP14 EMC23F

Assay Group B OREP18C SPEC19F EMCaV TREPGA

Assay Group C OREPTF SPEC1 STREPS TREP19A

Assay Group D OREP3 SPECGEC STREP33F TREP22F

Assay Group E OREP10A SPEC6ED STREPS TREP12F

Assay Group F OREP17F SPECSIN STREP2 TREP11A

Assay Group G empty* SPEC20B empty* TREP15B
*ET ratiog FX|SH7| fIhMe Mol el MgdE 7HX 0 e ME #HO0| gils XY F
W7k m3HE(OfOF Bt OIS SOf, OREP3I} STREPSO| 37| Z&E 4 ULt

OBBE ZH|SHCt (100 mLE FE25}L)

2. 2 THYA plate (~12 cm x ~12 cm)& laminar flow hoodO| A 42 HAEHE 3020
A 60252t AXZA|ZICE (Note 4 £H11). 5674 plate7t 3%t ZO|Ct. EGO|EE A
ZANZ 2, 4B BO| AZXEle= A A7 /SiM F32 FoM Zad WK &2
of =Ct. S2O0IEY CHZat 22 JEE 7|ttt assay plate 0|8, & ¥z, #5FY
(22 overlayd| =0{7Zt 4 H 0O|E). OE =0, "C, H-E, OP'Et1 H7|St plates
optochin0f| Agtd0| Q= HNHE Zetdl= microtiter plate Co| H, G, F, EHS L}

EtiH Tt
3. H®XHAX|OA 50% powerZ overlay agarg

1500mLE =7 £ Q). B E agar 2|7t =2
ZMARH SSO|ELL CH2 Yoz, ML QX
2 overlayE FTH|S|N DASI|HA & C
ot1, =t m7tX| 50°C water bathOf| =C}
SN
02| &HK| QtCHH

21 712

|_

ot
t

>

HI 2N 0|2 ZH[3HA -80°CO| 2&sls

H Xl O
TTONS T

HHE 56°C
d=2dztE M d22 227t Wt =

!I@_R_ohO-IHrIr

o
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H, “"Control A'E |3t heat-inactivated (HI) EHE =H

= & UCh)
B 7 viale LI RS =m= Ao SCf

water bathO A 30259t incubationdtCt.
ArRSHCY.

BT

o II

overlay agarg& $':E*
3P04 =0[= o4l &

£ =0f 370 mLA

r 0°C7t & [Wi7Hx|

o
o

—_

— 0

=
s

[LE
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5.

ofzffel =t Z0| microtiter plateE &T=H|StC}. Of2{of 7|=3t
AIZSHO] 3HHM 88 A Zo|M5t= HHO|CE CHE WRES

Plate A2| 1,2€9| AYO|AM HMJIX|Of| OBB 20uLE Y=

Plate AQ| 30| M 12G97}X| = ASHO|A G 77FX|TH OBB 20 uLE
C, D E F GO 1€0|A 12€7X|2| AYMO|A GMO| OBB 20 uLE
Plate Ao 31t 4g9o| HYO| ZAN 18 30 uyLE=C} Plate A9
AX 28 30 uL L=Ct 2 AMZ of2Ho| templateli 2 E=Ct.

Plate A2| 30N 12E7MtX|, plate BO|M EVMX|= 2= &5, 3HIM A LGN
Ch HAS S7(4S0] dI7(X| §=8 =H28HA 2 H0M 10 pLE Gl
7130, Al S7|4=E0| dI1X] @EE & HOoM GHUAM Fez d7|l= &
OZ oot BHOIM Ao = 10 pLE =0 & HoM A”OIM 10 pL
5o H{2ICH

Herh

o

=
=

PN

=
=

7| =

—

4% 1> oo

Plate A

IO MMOoOO m»

Plates B, C,

ID@TMmMOoOO m»

L]
Diuxion 5
Diugion 7
Diution §
Diiugion 5
Digion 2
Diugion 3
Dilution 2 | Dilution 2
Dilution 1 | Diution 1

Sampie 2

10
Diwrion 3
Diution 7
Diution 5
Diution 5
Diution &
Diution 3
Diiution 2 | Diution 2
Ciiution 1 | Diution 1

Sampie 4

1
Dilution &
Dilution 7
Dilution 6
Diluion §
Dilubion &
Do 3
Dilution 2 | Dilution 2
Dilution 1 | Dilution 1
Sampie 5

12
Dilution €
Dilution 7
Dilion &
Dilution &
Dilution 4
Diltion 3

Diumion 8
Diustion 7
Diution &
Diugion 5
Diumion &
Diution 3

Oiiution &
Dilution 7
Dilution §
Diluion 5
Dilution &
Dilution 3
Digtion 2 | Dilution 2
Diution 1 | Oilution 1
Sampie 1

Diiution &
Diiution 7
Diiution &
Diiution S
Dliution 4
Diiution 3

Onution 8
Digion 7
Dition 6
Digion 5
Onurion 4
Dugion 3
Oiiution 2 | Dilution 2
Digion 1 | Dilution 1
Sample 3

Dilution &
Dilution 7
Dilution &
Dilution &
Dilution 4
Dilution 3

Ciition 5
Diilution 7
Diltion &
Diliution 5
Diltion &
Ciiution 3

Cormrol A
Comtroi A
Cortrol A
Comtrol A
Cormrol A
Cortroi A
Cortrol A

Cortrol B
Cortrol B
Cortrol B
Cortrol B
Cortrol B
Control B
Cortrol B

D.E,F,and G

1 2 3 4 H
Dilution & | Dinstion 3 | Deution & | Oilution & | Diiution &
DilLdion 7 | DIREION 7 | DRUGON 7 | CHUGON 7 | CULHON 7 |
Dilution € | Dikftion & | Diution 6 | Oilufion & | Diiufion &
Dilution & | Dikion 5 | Diumon § | Dilution S | Diiuion S
Dilution 4 | Dikstion 2 | Diution 4 | Oiiution 4 | Diiution &

[Diiution 3 | Diiion 3 | DRution 3 | Dilution 3 | Dition 3
Dilution 2 | Dikstion 2 | Diution 2 | Oilufion 2 | Diiufion 2 | Dbufion 2 | Diiution 2 | Dilution 2
Dilution 1 | Dikion 1 | Diumon 1 | Dilubion 1 | Dilufion 1 | Dbution 1| Ditbion 1 | Dilon 1
Sample 6, 12, 18, éic Sampe7, 13, 19, 6c  Sampled, 14,20, éic  Sampie 8, 15, 21, &l

8 7 8
Diution 8 | Diution & | Diiution &
| Diuion 7 | Ouubion 7 | Dilugion 7
Diiution & | Diution 6 | Dilution &
Diugion S | Dution S | Dilution S
Diution 4 | Dilution 4 | Dilution 4
Dhution 3 | DiLtion 3 | Diution 3

k)
Dilution 5
Dition 7
Dilution &
Diltion §
Dilution 4
Diltion 3

10
Diution 8
Diution 7
Diution 5
Daution 5
Diution 4
Diution 3

DCilution 2 | Diution 2
Diiution 1 | Diution 1
Sampile 10, 16, 22, et

n
Dilution &
Diuson 7
Dilution 6
Dilugion 5
Crlution 4
Dilugon 3
Dilugion 2
Dilupon 1
Samgie 11,

12
Diltion &
Dilution 7
Diltion &

Dition §
Dilution 4
Diution 3
Dilution 2
Dilution 1
17, 23, etc

Control A

Contains bacteria + complement (Hl) + HLBO, t=75
minutes

Used fo calculate non-specific killing.

Control B

Contains bacteria + complement + HLED, =75
minutes

Used to calculate maximum CFU/spot in assay
conditons. Used to calculate non-specific killing.

Qo

www.vaccine.uab.edu

2315l HL-60M Z2| ZH|

DMFZ E23}=l HL60 M=ZZE culture flaskO|A 50
(flask 57| = assay plate 7700] &%+ 0|CH)
HL60 A1|E§ 3509 (Sorvall RT7, RTH-250 rotorE

mL centrifuge tubeZ &7IC}

A8 3

1200 rpm), A&

rot ox
on 1 on

12

X1|7-|6}_T'_ E% cell pelletZ 1X HBSS (without Ca**/Mg**) 50 mLZ %t
Aeo | M sEZH gaEesic
X HBSS (with Ca**/Mg**) 50 mL

2 4dLu
= ST

0z

C}. 350g, &20XM

Ul
A
[~
mo o mjo

12

I-||7-|6}_T'_ ceII% OBBOj| 1 x 107 cells/mL7}

Ol EZSC}). &otU=E MZR

EE suspendStCt (EQ

Me gE2 "MzZA="

met ox
_ on

>
()
@
rIo
F}O
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10.

11.

12.

13.

14.

15.

16.
17.

£ HsCt 32 mLEE9| cell0o] 2R3 ZAO|LCH

f. MIZE M O, trypan blueE AR3}0] viabilityS ZAMBICH A0 MEZQ =
2 M=ol =& 7|Z3tCt Cell viability7} 90%0|A0|0{0F A|&Of| AtEE 4= U
C}.

A U= 47) EHE FFO| working stock tubeS HHE A 0|1 NASHCH

a. 37°C water bathOf| A tubeE BEEEHH =50 =L

b. MicrocentrifugeE AIE35t0 12,00090| A 2252 |IME2|SH0T

¢ dsdE H2EA MASHY H2ICH

d. 2 tubeO OBB 1 mLA Y1 MO FELC}

e. 12,00090|A 2250 AAME2|sHCL

f. d4sAS =LA I1|7 St

g g} YR QUE OBBOo| otE (0.5 mL) €O bacteria pelletES suspenddtLl.

OBB 10 mL7} £0{9l= tube01| 4740 A= ztztS XA ot2 Ho| 7

F=H|CE (ZF @30 CHsH 2F 50,000 CFU/mLOJO{OF &tCH). Control well
= wellof Z=2HS 10 ul d=rt.

Microtiter plateE mini-orbital shaker@|O|Ao A20AM 30239 700 rpmez

incubationstC}.

O AlZt &2 dZ0|M Al lote] ENE HUHCH (BEEN 8 mL, EEgd3%t

BH 02 mL 7} @R BHE A201M S0t (X7 2| 52 =, SA TR

SHIJFA| B 2HSHC)

302 incubation 20f, HL6OMZ 04 mlLo| =Mzt EH 01 mLE E1 Hd0A

o
-

mjo

HL60/EX|(HI) =¢tHE F=H|TICt. Plate A2| column 12| 2t well0f| 50 uL®! Y =Cf.
HL60M|Z 304 mLO| &AM =K 76 mLE Y20 AMO|A HLEO/EH|(ZA) =taie =

H|StC}. Plate A2| column 18 H| 2|t 2= well0f| 50 uLl® E&=Ct

Microtiter plateE mini-orbital shakerdj ©HE0 =2 =11 (plateE AX| 2=C}), 37°C, 5%
CO0|M 700 rpm2 2 4587t incubation®tCt. CO, percentE X|&X O =2 SX|AAHF

7| 2|8l incubationg = SOt incubatore| 22 YX| UL=rCt

Incubation0| £t Z0j, microtiter plateE S (0 Al 2027t EX|$HC (Phagocytic
processE 27| f/g)

2t wello| BEE M-S 10 pLY 4742| THYA platedf| spottingetCt. HIH O Al A|&tSIY] 24
well& & A, 12-well row2| Zt wellof A 10 uL® F A THYA plateQ| A EHR|(Of2H
Z) =0 10 yL¥ 1274 & spotting®tCt. PlateE HA| 7|20 spotO| 2~3 cm Z0|9|
il €2 ZY0| &|=5 St Row G, F EOf| CH3 O|et &2 IFEES BHESHCt (plate
4 & & 4871 well). Spoto| BH E2{7[X| RE=E 37| {IsHA plateE FA| 7|2
0{of SICL. D, C, B, A2 S=RHW M EQ| plate 470 spotting®tLCt.

PlateE A20|M 202HE F0{A agar2 20| AHELE SCt (Note 75t 1)
Overlay 350 mL7l S0{e & 3t 7| E water bathO| A 7HLHA] TTC stock 350 pLet
optochin stock 350 uLE Ye=rCh & MOA QoM SLSHA spotting®t 47 plate
oM HEHW plateof 2tz 25 mL¥ E=Ct 14719| THYA platedf| O] overlayE 4
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A ECk

18. Overlay 350 mL7} 20U FHR HES water bathO| A JHLHAl TTC stock 350 pL2t
streptomycin stock 350 pLE Z=Ch & AOAM 0N SLSHA spottingst 474
plate SO0|M FHR plated] ZtZF 25 mL¥ Y=C 14749 THYA plated O] overlay

S gct

19. Overlay 350 mL7} S0{U= MHR| HES water bathO| A JHLHAl TTC stock 350 pLet
spectinomycin stock 350 plE "e=Ch & A0A 0AM SLSHA spottingst 474
plate ZO|A MR plated| 2+2t 25 mL¥ =L 14709] THYA platedf| O] overlay
= 9 =t

20. Overlay 350 mL7t S0{Ql= YW S water bathO|A] JHLHA] TTC stock 350 plL2f
trimethoprim stock 350 pLlE Y=Ch & A0AM oA SLSHAH spotting®t 47Y
plate ZO|A YR plated]| 2+2t 25 mL¥ E=Ct 14719 THYA platedf| O| overlay
£ @A &t

21. PlateE M20A 202™E =Lt OverlayZ7t 22 =20, plateE AR ZE 8l0| candle
jareto €11, 16-18A|Z2t5QF 37°COf| A incubation$tCt. (Note 13). Optochin overlayS
€2 THYA plate0ijA{ Xt2t= colony& optochin0 X&do| U= EEHE =#F 0|1,
sterptomycin overlayE 22 THYA plateO| A Xf2f= colony= sterptomycinOf X &M
of A= EHY #F O|C

22. Overnight incubation® 2| plate= Of2f{Q} ZLC}.

5 6 7 8 9 10 11 12

23. ColonyE =™ M7 L, automated counterE 0| &30 7j5=E ML} (colonyQ| 7H4+E
ME YHE0 2E3IME Note 112 A BHC}
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24. DataE 243+ 2, THYA plate= Esli Al H2{0fSICt (Note 10).

s Zat

71°4:2008.2.1; 2011.11.1

7. 21} 24

A. Data F &t

Osonization indexe= 2| X| ™M &l killing percent (2 50%)2| %*@Q/&'HH*% linear interpolation
St AlLbe 5= AT 2t #3F2| control B g40| CHE 7H5d0 2ol 2t =30f CHst

Zp AlLtsof otct. matM 240] BHS, 4742 CHE It ZAo|Ch (HEES 1A Efa)-

1. Analysis template “opsotiter 3"E AL}

ru|_o ox
N
-

- —

2. Template I} 9| “raw data” worksheetE MEHSICY,

3. Raw data®} assay MEEZ QHsiC} (QUHS|OfSI= 7t atMoz FHA|L| O QULCH

4. Raw data (CFU/spot)&, control A2} control BO| QX|E =05, sliEtst= 7o) 2
Hotot O|A2 =322 XY YHSALL OE O AN 20EdE = AU
Ch. 2tof dataZl HFES| CHE TUONM YHEJACIH, O HAMO0| HEAIE AL 5
LOHX| ZQlsOFatLt
Assay EE i = ZHo| Hotrt

6. LQSICIH, =I5Bt assay parameters=2 oLl YHIM O Z assayOf| A assay
¢of HetE = A2 QU
Ax 2 (FME, 34l E iSEl= 7o LS
o g XNEStD “Raw Da ta"Qt "Report” worksheetS Z&3iCt ZE EMZANt= OF
M3t backed-upO| E|= MAO XNZAL|0{OF SHCt.

9. G2 MEZQ| dataE 24517 fIsHA, m2 4, templateE CHA| ALCL =, 00O)
=40| B MUS MZ2 data set] 445 ?[ot template2= ALESIA| Q=L
10. HE2MES siorst= AM7ZE A=K Z2HSH| s ded d=A0A AnE M=

C}.

B. Assay §{&7|&
ofzfel 7|EE B&F BHESHH StLio| A|FO|A L2 ZAats HOISHE = A (Z FHel Axt
= WOLSOX|X| & == UCL O[of CHShM= OrhE FHag A
1. Micro-colonyZ} Q10{OF $tCt. Micro-colony= EtA Ol colony= Ct SHYO|A 108 &
T %2 bacteria colonyC}. Micro-colony= CH7 StFSH St Al D12t S LIELHCE
2. % CFU/spot2 707§ O|4f, 1807} O|3}O|LCt.
DE SHXH0| Cfs) NSK= 70%0|38}0|C}.
4. QC &9 titer= S| 2t0| S0{0f $IC} (mean + 2SD). BHeF 3710 QC HHS
ALETHCHH, 374F 2707F S8R/l Qo % O ZAdt= ZOorE0E ZAO|C}
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C. 7i%E HHM Zato| 587|F

NEHHC Ol= 2l2] 7|28 2F THESHHA, ool 7|&5 TUHUCHEH 2050 FAOo|Ch

r

oot MM (dA) = HAEE(X| BOtoF oot
Ht=d e (replicate)2| HEH0| My Z=X0| o3 AFE 7|F0| XOtOF BiCt.
AH 2l killing curvex =2TAXO|X| gioOtoF otCt R2|l= WX AEA, SFEHH
curvel| Hojof CH3H §]

7 =
i = Note 162 ErISHCt

H|=: Assay Notes
704 2008.2.1; 2011.11.1; 2012.9.20

8. Assay Notes

Note 1: Baby rabbit complement@} HL60 cell2 A0I/UE o 0 Y2 O/E = QUCL MEEA,
OPKAO| AtEE Zt EHAEO & JAMHI+=E Z2FY Il EXQ HL60 MZ7} U= HEHZE S{OfsH
C}.

Note 2: UAB-MOPAtt 0| 7HEsE M y:

[y

k) 20 L AN 2 BN A]
= 2,000 CFU/well
s 10 pL L o
(F™H & 500 CFU/well x 47 E@HYH)
— . 400,000 HL60/well;
HL60 MZ/EX| (41 =2 50 uL
BHO %E sE& 125%
% volume 80 pL

Note 3: TTC= €2 7istH WztMo =z Hslo=2
Q A

Eot7| ™o 2B OHEICE AgarZt 50°CEE=Z 4

Note 4: THYA plateE H= st
(=]

7= A0 OfR SROICE AZAL2 2 55
=

of w2t SHatd = UKL (P2 HYM2 BEE 2 2I°CHE, HlEEe 70%°3 0|, CHA|
2 30-60&20|H 5&3 HZE[H, spote| ZHEALE|0| B2 49| colonyZ} LIEFLICE

=
S
[
O
Ct. Plate7l &
A
e

+
0|2 colonyZ M 1 FES QITh 42 50| AXE plates plateS 7|2¥S M spot

[
!
T

Note 5. DMSO&= HL60 M=Z9o| 230 g2 & = U2 SZZF, DMSO7} S0 Y= freezing
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medium& X|Cist HHS= Z40| = 5iCt

Note 6: HL60 M|ZEL= CO, %o X2 H3lo|E BIZSH7| IR0 CO, sEE SX|AF|E Zi0] =

Q5L 59| reference (0f, Bacharach (Pittsburgh, PA)O Al X|&3St= FYRITE® Gas Analyzern)Z&

AN HIIHOR CO, %S BT HS HHBICL E3 YT EE FQCL Incubatorgt
| q

- =
o 22 =07t M=AM X EE §=2 FAIEE AS =Qlsof oot

Note 7: H&, spotting?t 8AU2| 5+E o plateE MM oM X = UCL 2Lt 2
0| BO| LtEtLt= 82 (OIE S0 AU S7[2| &O| FX| @0tA), plate= laminar flow hood
QoM KR EHR7t Z AOICL O] dR, k& AltE £ ER7t )2 =& ULt

Note 8: Blood agar plate EE3H AF2E 4= QUCt TteF blood agar plateZt AR EICHH, overlayE
x| er=ct

Note 9: Ch31t 20| £7d5tH, O] A|YHH2 single serotype assayOf| = AMEE = QUCH

a. AssayE <2dll, @2 100,000 CFU/MLEEZZ 3|ME|0{of STt (UAB-MOPAE QsiN =
50,000 CFU/mLEZ 3|M). S|Md=l @ 10 yle 2 wello] 2o™ effectoritarget ratios
400:10| =ICt (UAB-MOPAE= 200:1).

b. Assay7} 24 Z0f, A= H2M0| 5 yLE 3t Q| THYA platedi| spottingdtCh (UAB-
MOPAO|| M= 10 uLE 4712| THYA platedj| spotting).

. o) EEHD 2t wellof 27| H20| HMHE W2 YOODZ overlayd| SMHES EX
=L} (TTC= overlay0f 'H0{0F tC}).

ofopgh otet. wat

—

0l A 7|3

il

Note 10: H @2 Q17 HRAMO|2Z biosafety level BSL22| ZZO|AM C}
st =
= =

N OSSR 7tFEOE ZF 271 AH Al of

>

= L=

Note 11: THYA plateE C|X|E ZtH2tL} AT LHE AFRIZ B O{A| colony counting softwareE 7}
XD Qe Al2Ho|A oYYz EY 4= QICt (RDEs 6 A1) 22|= US National Institute of
Standards and Technology?} $2&38jA, C|X|E 0|0|X|0]| L= colonyE A

gtSHC} 0| software= "NICE"O|C}. O] softwareZ Hto}

2 oYe BB & & Urk

£ Q= softwareE 7|
H

o 2 gl
M AMBBHS XEAISH B S nice@nistgov

Note 12: C}Z2 assay formatC 2= o 2 ol
(3H CHAI 2HK), 8HY sensitivity2 At23t= A7t QUL

Note 13: 22|= candle jar2 10 gallon glass fish tank& ALt TankOf plateE 22 2, =8
= AL, tanke| ?l= YR 0|5 2YE 2 T, HO|IZE =Y 7IEXE|E THEHS| 2QI0h Yty
HrsiA| 20| KA 317] YBHAL, tanks 50%0]4 K| K| SLOFOF Bt
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Note 14: R2|= autoclavest THY brothO Ao LUZE|X| U2 ZANE AAUALC} M2tA] 22| = filter
2 5t A2 Yot

Note 15: C}2 antibody cloned} ZH2 clonel| CIE lot2 CtE2 ZLt
HHot antibody| 5= W8 ARAO| ol Z7EE|0{0F SHCt K|
w2t ct2ch

Note 16: 7§ ZAX|of CHet A&l S E7|&2 Ot 2Lt
Good curves

2iXYf, good curveO CHEH X[MO| Fol= LM Ql SX} 29| killing 54 LtEILYL Of

el S==0| sHEotx| &

rr
sl
o
o

U curves

X|CH killingO| 40%0|4F 70%0|8tE LtEtL= UK} 29| killing curveE Zt= ZN = X
AoHOF otCt. Trof SEHW| Al A7t WER Al ZAnter 2o ™, B Al 741@
2OrSQICt. THof SRR AlRZa7t R Al Zutet 320t 3 A XpO[LEH, 1 2

= MEBR AlgdS SCh THeF MIERY Al e

(GHH Olstel XtO]), MM =2 FUIR ZDE ALETHCH (MER Zatet 22 At ALE).
DHOF MIRHMY Zt7 o] FIHO| A[FZN T O ALtE YX|SHX| ST, Ol= "TND”

=

2 HA[PHCL

N curves

1 @E2ZE titer X|™O| L killingO| 40%0{|A 70%At0|Q1 NXI 2QFQ| killing 3ME&

'—fEH-Hi AM= THBHOF SHCE BHof SRR AR Zubt AHR AR Zote oW,
BR Al ZutE oS QICH Tref SHIW| AR ZaIt WER Al ZDntet 3HIECDH 3

71I KtO|LtEH, 2 7*7HIi MR AlglS SO 2HOF MR )\I%”E‘IPP Ao 22 &9

W AlEZotel 2™ (3Hf O|5te] Afof), HEHM =2 FHM ZIE AL (MBI

Ante #2 Z1t M%). THOF MR A7t ol =42 *I%” nE ofH AntE X

SlX| oM, Ol= "TND"2 HA|$ICE.

Extraneous data

UAB-MOPAA|MOI|A, 2+ 7H2| AMOIAM o+ 4o EEHO| CHSHAM P Bt=A[R0| HaY

W7y 5 At WMz, 2= MAH0| Eost d¥HAS MAIE o7 fIsiM aE2

Td2 H2 = AULL AL RS 3R Rel= =g a7t gE EEES0

CHo M 2tAQ= Bt= ZutsS Y=Lk ol2et d&0M= 2o Br=EAI™o| 2ot 73

AW A, FEHA A, MEH Al )2 THEC
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Note 17: Barbital2 schedule IVE2 ZZ|E|= S20|E2 KXe0| ZQ3SIC Barbital2 A20|A ¢
Mot Z4a0| E2HE[0{0F Dot

Note 18: Opsotiter3= opsonophagocytic killing assay (£ UAB MOPA format0j| [}2 A|E)0||A
A2 ZNE 2M3517| ol 7S Excel®0|| 7|=%t =2 ZHO|Ct. Colony 7H+E M dataE =
ZEI™0| 29 =, opsotiter3&= linear interpolation algorithm& A2 A 50%2| &2 killingdt=
HHO| S|MH|=E AM™Stes Ao E Z AHX 9 opsonic indexE =7 HCL Opsotiter3e ZE A
Ko opsonic index® ®EE LIEILHD, 1 Q0] AKXt Q2dst MEHQb assay MEE 7HASH
report sheetO HO{A, A|&D} 22E HHE HE|st= HES ZQIEL}E Opsotiter3= 3 ZF A

H| 0| CHSt point-to-point dose response curveE BH= 0§

F|>i>
inl

Note 19: 22|:= optochine| &40| MZ=EHe|(lot)OtCt CHEC= AS LASIAC WeEtA, M2
batche =823t 250| =X HASHOF o1, ==& 10| U2t M-S

A8ElE 522 1/20|M BZst d¥AS F0|1, 2Hie s=0M MdUAes dEHAN o
e OXX| @f= sEE MHSioF otCh 2|9 FHo =M, =
mg/mLO| A 8 mg/mLE CHYSICE Optochin2 E20| 8 mg/mL 52 £ Q1, 1000X Edo=z
Hig == QACH

ok

o

|.|-|

rir o
MY o 0R

ME: Hnss

[y i)

7178: 2008.2.1; 2013.8.1

9. xtn23]
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opsonophagocytosis for serological evaluation of pneumococcal vaccines. Clin. Vacc. Immuno.
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2) Kim KH, Yu J, Nahm MH. Efficiency of a pneumococcal opsonophagocytic killing assay
improved by multiplexing and by coloring colonies. Clin. Diag. Lab. Immunol. 2003 Jul;10(4):616-
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opsonophagocytic antibodies specific to the capsular polysaccharides of streptococcus
pneumoniae. Clin. Diag. Lab. Immunol. 2003 Nov ; 10(6) :1019-1024.

6) Putman M, Burton RL, and Nahm MH. Simplified method to automatically count bacterial
colony forming unit. J. Immunol. Meth. 2005 July ; 302(1-2):99-102.

7) Burton RL, and Nahm MH. Development of a fourfold multiplexed opsonophagocytosis assay
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HIS: XX 3¢ Al
JH7: 2008.2.1; 2012.9.20; 2013.8.1

10. Xz, A<k, &4 8¢ 77|
or2fo] LtEE =52 UABOIM ArE3tE M Z=ALRt catalog numberO|C}. CHE M|Z=ALS| 8 &5t
= NES A8l #ES A= YZ4E(Lf, CHE MZF2 UABOIM Als| 2X|= HR%ACH

A. XIj

eIg= M Z=AF Catalog Number
Tissue culture flask, vent cap Falcon 355000
(T150, 150 cm?)
Microtiter plate (round bottom,tissue CoStar 3799
culture treated, for UAB-MOPA protocol)
Microtiter plate (ELISA plate, flat bottom, | CoStar 9017
for CH50 assay)
Small square Petri dish Nunc 4021
(10 cm x 10cm x 1.5 cm)
Large square Petri dish VWR 82051-066
(12cm x 12 cm x 1.5 cm) (Greiner Bio-One #688102)
Sterile reagent reservoir* CoStar 4870
Cryovial (2 mL, self standing) VWR 66008-284
Microcentrifuge tubes (1.5 mL) Fisher 05-406-16
Centrifuge tubes (50 mL) Fisher 05-539-6
Centrifuge tubes (15 mL) Corning 430790
Pipets (50 mL) Falcon 357550
Pipets (25 mL) Falcon 357535
Pipets (10 mL) Falcon 357551
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Pipets (5 mL) Falcon 357543
Filter, 0.22 micrometer, syringe top Millipore SLGPO33RS
Assorted pipet tips Any Any
Cotton-tipped applicators General Medical Corp 24-806-25
Inoculation loops, disposable Nunc 254437
Filter, 0.2 micrometer, bottle top Millipore SCGPTO5RE
Glass bottles (1L, 500 mL, 250 mL, 100 Any Any
mL)
Fiberboard boxes for freezing (2 inch) Fisher 11-678-24A
B. 8% I A%

1= M Z= AL Catalog Number
Penicillin/Streptomycin stock (100X) Invitrogen 15140-148
GlutaMax-1 (100X) Invitrogen 35050-061
RPMI 1640 CellGro MT 10-040-CM
Bovine Serum (Fetalclone I, for HL60 cells) | HyClone SH30080.03
Fetal Bovine Serum (defined FBS or HyClone or SH30070.03 or 11150

premium FBS, for OBB)

Atlanta Biologicals

10X HBSS (without Ca, Mg, phenol red) Invitrogen 14185-052
10X HBSS (with Ca and Mg,without Invitrogen 14065-056
phenol red)

Baby Rabbit Complement (3-4 week, Pel-freez Biologicals 31061

see complement section for lot (Rogers, AR, USA)

acceptance criteria)

Sheep blood (in alsevers solution) Colorado Serum Company CS1113

C. ZH|LHYX]

0%

=
=

M Z=AL

Catalog Number

Todd Hewitt Broth

Becton-Dickinson

249240

Yeast Extract Becton-Dickinson 212750
Bacto Agar Becton-Dickinson 214010
Blood Agar Plates Remel 1202
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D. 3}SHE%E (Chemicals)

(=t M Z=AF Catalog Number
Gelatin Sigma G-9391
Glycerol Sigma G-7893
N,N-dimethylformamide (DMF) Fisher D131-1
2,3,5,-triphenyltetrazolium chloride (TTC) Sigma T-8877
Streptomycin sulfate Sigma S-6501
Optochin (Ethylhydrocupreine HCI) Sigma E-9876
Spectinomycin Sigma S-9007
Trimethoprim Sigma T-7883
Dimethylsulfoxide (DMSO) Sigma D-2650
Sodium azide Sigma S-2002
Calcium chloride Sigma C-4901
Magnesium chloride, 1M solution Fluka 63020
Sodium chloride Fisher S271
Barbital sodium C-IV (see Note 17) Sigma B-0500
Hemolysin Sigma S-1389
Hydrochloric acid Fisher Al44
Trypan blue solution (0.4%) Sigma T-8154
E. 7|7] 9! software

(=t M Z=AF Catalog Number
Assorted pipettors Any Any
Mini-orbital shaker (with rpmdisplay, you | Bellco Biotechnology 7644-20115
will need two; one at room temperature
and one at 37 °C with 5% CO2)
CO2 incubator, 37°C, 5% CO2, humidified | Thermo-Fisher 13-255-25
Water bath (56°C) Any Any
Water bath (50°C) Any Any
Water bath (37°C) Any Any

Microwave oven (1.65 kW)

General Electric

Model JES1358WJ01

Controlled-rate freezer

Thermo Forma

Cryomed Systems

Cryobiological storage system

Thermo Forma

(or equivalent)

8031 (or equivalent)

Microcentrifuge

Kendro

(or equivalent)

Biofuge fresco

(or equivalent)
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Water purification system

Millipore

Synergy 185

Laminar flow hood (biological safety

cabinet)

Any

Any

Colony counting software

Synbiosis or NIST
(See Note 11)

ProtoCOL or NICE
(See Note 11)

Calculation programs

www.vaccine.uab.edu

www.vaccine.uab.edu

Autoclave Any Any
Computer (PC) with MS Excel® Any Any
Microplate reader Bio-Tek Instruments ELx808

(with 405 nm filter)

Spectrophotometer Bio-Rad Smart Spec 3000
(with 541 nm filter)

Centrifuge (with 15-ml and 50- Kendro RT7 Plus

ml tube adaptors and microplate carriers)

Flow cytometer Becton Dickinson FACS Caliber

(with Cell Quest)

Flow cytometry analysis software

DeNovo Software

FCS Express

F. M=

EI=t | Z= A Catalog Number
HL60 cell line ATCC CCL-240
G #F

Ig=1 HIZ= AL Catalog Number
R36A (M AlEO| ALE) ATCC 27336

UAB-MOPAO| AL =8 @™MAE9| #F+= BEI Resources2E2EH O]

(www.beiresources.org):

+ Utk

BEI Catalog # ! Mo Ao
NR-13388 SPEC1 Spectinomycin resistant variant of L82006 (serotype 1) 2
NR-31700 STREP2 | Streptomycin resistant variant of DBL2 (serotype 2) 7
NR-13389 OREP3 | Optochin resistant variant of Wu2 (serotype 3) 2
NR-13390 OREP4 | Optochin resistant variant of DS2382-94 (serotype 4) 2
NR-13391 STREPS | Streptomycin resistant variant of DBL5 (serotype 5) 2
NR-13392 TREP6A | Trimethoprim resistant variant of EF6796 (serotype 6A) 2
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NR-13393 SPEC6B | Spectinomycin resistant variant of BG25-9 (serotype 6B) 2
NR-20805 SPEC6C | Spectinomycin resistant variant of BGO-2197 (serotype 7
6C)
NR-20806 SPECED | Spectinomycin resistant variant of MNZ920 (serotype 6D) 7
NR-13394 OREP7F | Optochin resistant variant of DS2617-97 (serotype 7F) 2
NR-31701 STREP8 | Streptomycin resistant variant of DS5675-06 (serotype 8) 7
NR-31702 SPECON | Spectinomycin resistant variant of DS1398-00 (serotype 7
9N)
NR-13395 EMCOV Streptomycin resistant variant of 1081748 (serotype 9V) 2
NR-31703 OREP10A | Optochin resistant variant of DS3032-06 (serotype 10A) 7
NR-31705 TREP11A | Trimethoprim resistant variant of DS3160-06 (serotype 7
11A)
NR-31704 TREP12F | Trimethoprim resistant variant of DS4031-06 (serotype 7
12F)
NR-13396 STREP14 | Streptomycin resistant variant of DS2214-94 (serotype 14) 2
NR-33666 TREP15B | Trimethoprim resistant variant of DS0556-97 (serotype 7
15B)
NR-31706 OREP17F | Optochin resistant variant of DS3022-06 (serotype 17F) 7
NR-13397 OREP18C | Optochin resistant variant of GP116 (serotype 18C) 2
NR-13398 TREP19A | Trimethoprim resistant variant of DS3519-97 (serotype 2
19A)
NR-13399 SPEC19F | Spectinomycin resistant variant of 2217-94 (serotype 19F)
NR-33664 SPEC20B | Spectinomycin resistant variant of DS3014-06 (serotype
20B)
NR-31707 TREP22F | Trimethoprim resistant variant of DS3433-06 (serotype 7
22F)
NR-13400 EMC23F | Clinical isolate (1212458), naturally resistant to 2
trimethoprim (serotype 23F)
NR-33665 STREP33F | Streptomycin resistant variant of DS3052-06 (serotype 7
33F)
H. Flow Cytometry0] Al2E|= A|Qk
== M Z=AF Catalog Number
Anti-human CD11b PE BDIS 555388
Anti-human CD35 PE BDIS 559872
Anti-human CD71 PE BDIS 555537
IgG1 PE Isotype BDIS 556650
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IgG2a PE Isotype BDIS 555574
Propidium Iodide Solution Sigma P4864
Annexin V FITC BD Pharmingen 51-65874X
10X Annexin V Binding Buffer BD Pharmingen 51-66121E
Microtiter plate (V-bottom) Nunc 249570
FACS tubes Falcon 352008

-

8N Hx 4y
=
2o H X0 AFRE|= 22 ultrapure water0|0{OF StC}.

CM1(HL60 M= F2[0]] AFEE|= MIZHHLHIX])
RPMI1640 1 LOf| FetalClone I (56°COH|A 30827t heat-inactivated=l Z) 114 mL, GlutaMax-1 11.4
mL 2} penicillin/streptomycin stock 114 mLE Y&=Ct &st= 42 penicillin/streptomycin2

94X o2 4 9Uck

CM2 (HL60 M= Z310]| AFRE|= MIZEH| Ui X])
RPMI1640 1 LOf| FetalClone I (56°COH|A 30827t heat-inactivated=l Z) 114 mL, GlutaMax-1 11.4

mL DMF 9.1 mLE @=C}. Penicillin/streptomycin2 9 X| Qt0}0of SiC}.

CM3 (M2 EZE|0{AE HL60MIZ2| 3|8 ITh MZH{LHYX])

RPMI1640 1 LOj| FetalClone I (56°CO{| A 30&7t heat-inactivated=l Zd) 256 mL, GlutaMax-1 12.8
mL penicillin/streptomycin stock 12.8 mLE @=Lt fsle AL penicillin/streptomycing & X|
¥g & ok

Todd-Hewitt-Yeast broth (THYB)

Az 1L F2/¥H0 = 1000 mLE @10 Todd-Hewitt broth 30 g1t yeast extract 5 g2 @=Lt
M| =52SUNR|] A O0{E=Ct 0.22 um bottle top filterE 0|50 B =l 1L S2|&H|

A OjutE TIC} 4°COf| E2HSHCE Note 148 #H4.

Todd-Hewitt-yeast extract agar plate (THYA plate)

AutoclaveE &g £ Q& 500 mL K2|H0 = 400 mLE @1 Todd-Hewitt broth 12 g, yeast
extract 2 g 1t Bacto agar 6 g2 2 =Cf. Autoclave®t = water bath0f| @11 56°CZ AlSICt
$HO| SHF T EHO A square Petri dish (~12 cm x ~12 cm)0]| 25 mL pipetE A3 25 mLE

1 A20M 2027t =L} Plastic bag0f] Y11 LE310] 4°CO|AM SHEMHX| 22tg 5= QULCE

O
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Overlay agar

AutoclaveE & £ QU= 1L 2”0 & 800 mLE @1 Todd-Hewitt broth 24 g, yeast extract 4
g4l Bacto agar 6 g2 Y=Lt Autoclavedt 2, A 20 A EZSHCL EE=, overlay agargE A SHe
0| THSO{M autoclaved} T, ALREIIIIA| 50°C water bathof BB 4& ULt (50°CE
EE2 87| QM MO Z water bathO A 1-2A|Zt2 F0{0F L))

TTC stock

TTC (2,3,5-triphenyltetrazolium chloride) 1.25 g2 & 40 mLof| £ 0{ 25 mg/mL (1000X) stock
solutiong &TH|$ICL =90 &, 28 50 mLtX| E10 0.2 um filter2 E0ja} SHCH 4°CO|A

B PBICE TIC 82 Gl 2440{0{0F SHCh BHYE B2A0| LIEFLIE B{2|D MZ2 stockS
BHELE TTCE & colonyOff MZS LtEILHA| StO colonye| 7H+=E ME NS EOI5HAH ==Lt

Streptomycin stock

M 3 g2 = 5 mLo| Z0{A 300 mg/mL (1000X) stock solutiong F=H|$CE =Q =, K|
A0l 10 mL7t E|EE F2 § €2 0.2 um filter2 @ 0{0t St 1 mLY 23310 -20°COj|
WA wEksiC

Optochin stock
Note 192 & 3ICt (MK AFES= optochin lot2 8 mg/mLE AFESHCH. 2| 80 mg2 = 5
mLOj| 20| 8 mg/mL (1000X) stock&%H S DOFEL} =0l & My 0| 10 mLIt T=2 28 [

HD 0.2 pm filter® HZO{0} SHCh 1 mLA SS0) -20°CO| 37 LIFK| ERHsic.

Trimethoprim stock

A 250 mgE DMSO 5 mLoj| &0{ 25 mg/mL (1000X) stock A4S TrECL =50 2, FHH|
0| 10 mL7t E|== DMSOE O E1 0.2 um filter2 EF0{u} SHCL 1 mLY 23510 -20°Coj|
W UR| wEksiC

Spectinomycin stock

o MA 3 g2 DMSO 5 mLO| €0 300 mg/mL (1000X) stock 2H2 TrELCt =01 Z, ™A 0|
10 mL7} £|=& DMSOE G “2 0.2 pm filter2 EF 00t $CH 1 mLY EF5H -20°CO||
WA wEksiC

1% sterile gelatin solution
Gelatin 1 g8 & 100 mLO|| Y+=Ct Autoclavedto] 220 A = 2tstCt

2k 80% glycerol
2

o}
£ 20 mLQ} glycerol 100 g Al+=C} Autoclaved}o] AL20)A = ZSICE,
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Opsonization Buffer B (OBB)
o=l = 80 mL, 10X HBSS (with Ca**/Mg**), 1% gelatin 10 mL2} FBS (56°CO|A| 3027t heat-

inactivation $tZ) 5.3 mLE 41=C} 0] HEE 813 S0 AF2SHCL.

1X HBSS (Hanks' balanced salt solution)
10X HBSS stock 10 mLE Z A=l & 450 mLof| €10 M=C}

10% (w/v) Sodium Azide

2 40 mLOj NaN; 5 g2 Wit @3] 52 20| 22 50 mUtx| Yect

10X PBS (with azide)
2 800 mLOj Of2fo| meo ZO| Al2tS YiECh Y| BafE =, 1K 22 YeCt PBSE

FACSEMZS 2IoiA Tt AHEOL, azideZt SO{QU7| 20| wHILF0|= AHESHA| =Lt

22U5lstEH (Dry chemical) ZAH (grams)
NaCl 80.00
KH,PO4 3.14
Na,HPO,47-H,0 20.61
KCl 1.60
NaN; 10.00

1X PBS (with azide)
10X PBS (with azied) 100 mLE & 900 mLO| €Lt

FACS Buffer (with azide)
10X PBS (with azide) 100 mL, FBS (heat-inactivated) 30 mLe} & 870 mLE 41 &=Lt

Calcium Chloride (0.3M)

= 40 mLof| CaCl; 1.66 g2 @=L 29| dljel =, 50 mLHK| 28 E=C0h

Sodium Chloride (0.9%)
2 200 mLOjl NaCl 225 g 'g=Cf M| )= S0| 22 250 mLIx| ‘g=Ch.

5X Gelatin veronal buffer (GVB)

1L Q2|0 & 750 mL, NaCl 41.5 g, Barbital sodium C-IV 5.1 g (Note 1 #t11), gelatin 5 g2
=Lt Stirbarg @1 2F 90°CE 7+ =l magnetic stirrer?|0]] & ==Ch EE A0 52
20| (2 30-602H™ %), 7IE9S FX[52 10% NaN; 2 mL, 0.3M CaCl, 1 mL, 1M MgCl, 2 mLE
QECH 80| 4202 A2 20, 8US M T pHE SRIBICH (pHE 9FE Y ZOICH. 6M

HCIZ2 EH9| pHE 7.35+0.052 SF=C (25 mLEEO| HCIO| E0{EZAY). 22 1 LK E&=Ct
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1X Gelatin veronal buffer (GVB)
S2|"Ho| 5X GVB 100 mLet = 400 mLE Y+=C}

11. M|= #H|+= (Cell Counting)

1. Sample 10 pLe} trypan blue < 40 uLE 4

O{ Al 5Hf 3|MEl sampleg Z=H|$tCL.

2. @3A (Hemacytometer)Q| counting chamberd 3|A &l sampleg Y=Lt ChamberZt

HX|ZZ sampleg EX| Qtojof siCt.

3. Hemacytometer?| 30| U= 92| T2 F0A, E7t20 F= 1t 2t corner?| 474
T20f A= HOtUA= M= (trypan blueZ2 FME|X| Qf2 M=) /4=t 2
Ml X (trypan blue2 MEZl M E)O| Jj~& /MIC} Assay cover sheetOf| MZEO| /|+&

elagtrt.

4. MZzZo| =& Altlettt
MES/mL=(571 F2lof HH M Za)x10°
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