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Saturday~Sunday, 7~8March 2015

LIt

1% week, 9~13March 2015

CDC %% ¥4 h 5%

3F ¥ 7% (badge) B~ ¥

Safety Survival Training (1,11,1V)

Computer Security Awareness
Training

Counterintelligence/Insider

ThreatsTraining

FheFRAEELL R o
FLb 4 itk Rl

Poxvirus and Rabies
Branch, CDC

2" week, 16~20March 2015

RFFIT SOP = 3

RFFIT 3 =31 5

Micro RFFIT # i3 3%

RFFIT s ¥

RFFIT 7 f%iplz

Poxvirus and Rabies
Branch, CDC

3" week, 23~27March 2015
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Poxvirus and Rabies
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Disease Laboratory Worker Health and Safety Checklist) - ** CDC 3,55 B TR
WAL > R P P ¥ B s g4 38 5% (Rapid Fluorescent Focus Inhibition
Test,RFFIT):& {7 = & f},%ﬁ; ';Pit’ fodid 4 B 22 ¢ fodAl 4 B F @ iE0.5I1U/mL -
AR A T Ak L3FiE ~ F % % o Poxvirusand RabiesBranch f §# # % 2 2 + % >0
VR RARRRTICARRER A5 R FE FRARS TR B
tE AL 2P whp - F G2 23 (chemical hygiene plan) v g8 ~ B A7 +
FERALTBAFTREFL (e ) B ARERAR 2R AR LS
PR P T IEAR T~ PR RS T ORIEARR 2 X 2R PR Y B
PR EERE R FERAA DAL AT R EE EARSER 2 2R AR AR
N el il el B RN VR ?f%iﬁ%%?%i‘ﬂéﬁ‘@‘ﬁ%i%iﬁ%ﬁ‘ - &
%\ﬁgﬁ%ﬁqﬁ‘ég\%%@fﬁm;i7 hie%k o

(2) RFFIT 2 micro RFFIT "3t

P34 Sk paghdr ) 22 % (Rapid Fluorescent Focus Inhibition Test,RFFIT) % -
ERNEERE SR IR LA T IR f}ii ¢ *fr#m%ﬁ 4 1}; | TP R L fm RE g Z2d LB ¥

KA AAN O RFFIT S84 920 1 GG v e r A 2138 o 2 ol o0y

RaFaE TA BV R RBAR 2 3HEM &A'ygasfgai;cmgv # * ELISA %
R 0 1 ELISA R T R 9T B BFUR B & afal o

PAELG Y fepa it @ REFITRIF RN E 5 ¢ e X minh # i o
2 - RFFIT % Advisory Committee on Immunization Practices (ACIP) % World

Health Organization (WHQ) #73& 2% j= + I i F ¢ Joduhl ok 4 R

(1) #-i& &k srgkdr 4] 22 % (Rapid Fluorescent Focus Inhibition Test,RFFIT) @ + i
¥ 7 Fig 17 % B4 2 (end-point titer) # 7] % & & (screening) * o 3% i 5 @
* chamber slide & {7 #& iR > & et * £ 5 50uL - 5] RFFIT & =t i& 74

"F*J“Lr,ﬁﬂ.,,a i ﬂ@%i&iﬁv#ﬂ#%ﬁé%i%ﬁﬁi”} v i 2 RFFIT =

micro RFFIT H s 2 &% & * 3~5uL -



RFFIT # 4

AW AL B e i 56°C 7 75 L AJE 30 A 480 A ik iF 56°C A iE 1t AT 45
Lo & o

End-pointtest : = jf-#-¢ i& {7 8 14 5 & A 7| ff-f# ; Screening test : & - #-i&
7215 B AEZIFE(R-)-

#-i% End-point test 3 G| B fljﬁr% » % — 3% 4c ~ 75uL 10%FBS-MEM » #
&7 3% 4c ~ 100uL10%FBS-MEM> % 13t 4c » 50uL P x /ﬁ""}» fs B~ 25Ul
T AfRRE  EAFR RS RE LS 84 B - U FRRRRE R
25uL > B f o

HRE DA R EREL A R R 3T W wEFRE o 1t
wPe PR e (Rl =) e

%% & 75 (Reference serum) : i * WHO Standard Rabies Immune
Globulin(SRIG) 2 lU/mL § (FH38 & F - Fiplu 5 % 2R o i a4p vt i
T B ER A4 e % - 344~ 75Ul 10%FBS-MEM » H & 3 34 4e
100uL10%FBS-MEM - % 1 3%“4c » 50ul &% 5 5 » 2 & {6 2~ 25Ul » T -
R EAARRFEARILF 430 B - SRR 6 18P 25Ul ~
B e

:I}iafr B R # 3t 4r » 100uL 10%FBS-MEM > {F4c » 100uL 7 F 4
[ mffiafr (0.5 FFDsp ~ 5 FFDsg ~ 50 FFDsp) » 1438 7 3?5:3- 4R e

e PR T 4o » 200uL MEM(# 4 ~ :)P‘si ) e

PR R DB F A Kk RS R PRI 50 FFDs/0.1mL 5+ i

317 214 10 2 A 7| -8 (900uL10%FBS-MEM #c » 100uL 50 FFDso/0.1mL
J# % o fed % 5 FFDso/0.1mL J5 3 i - k4 4p I % F#fe B 0.5 FFDso/0.1mL
Fid i) e md 4w iFRlE o A 84~ 0.5 FFDs/0.1mL ~ 5 FFDsg/0.1mL ~

50 FFDs/0.1mL J{%i 7% & 100uL -
4
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;;thi}g\; R “f 7 dmYe $TPR 2 :;,;qi ﬁbﬁ;ﬁ%ﬂ! BoRl T o BRI R AR R
3t 4e » 100uL 50 FFDs/0.1mL :/P’ai o N ITCH AR FI0 448 -

MNA ‘mPe e & @ 4% {53 75T flask 32 % 3~4 % ;=0 = & < monolayer
MNA m? Bif & RFFIT 3 1% > ‘wre2 k¢ % e i v - I H PN en
MEM i » 4c ~ 5~8mL PBS ‘;Fii;t_fﬁm’?é {55 #%-PBS 3¢ 41> ¥ 4 » 2mL 0.5%(1x)
Trypsin i it fmre > it &) 2~3 & 455 > 4 » 8mL 10% FBS-MEM # it ij it o
iz fE 2 10mL fw%e % ¥ 4 » 15~16mL10% FBS-MEM pe ¥ = %) 25~26mL
e > Bk AR A % 5.0x10°mL -

fmre S TE D& 3U4r » 200Ul fm g % (5.0x10°/mL) > »t 37°C & H R iF 20 o)
P o

FEERF RITRAS %chamber%%“,lf » g B E~ PBS3 =i R B
acetone3 =t » 11-20°Cacetone %30 4 45 - H T {é » B P BN B304 H 3
23 (TR PR AC 15 > 11 FujirebiodOx ##1% <iorabies ¥ thindie (74 ¢ » B+ 37
THAEHL S 30 48 %¢ 227> Mgt PR PBSE5 A4 £47 7%
H L o

HIR BT RS BN A S 2 TR BR A PRiC e MR R B LR 7
3% > slide chamber %) 7z 3 25~50 AR5 (& %] 17 160 % ~200 & gLZp¥) o 14 20
B 410 B p g 2%k 200 B)ieAEE > FIVEE 20 BARET > FE IR

¥ KB LT (] =) o



2 8 End-point Screening sera

125

1:625 D D 1:390625 Serum 2 "D D‘

erum 2 { } Serum
1:125 |:| D 1:78125 LS ‘El B’

1% D I:] LA Serum 1 {—D G_:IL Serum
I LT s s ] [

Test serum |

Bl- ~ RFFIT & f# WpEas -

Observe 20
1:625 D D 0.5 FFDgy fields per 4—% D
chamber (200X)
1:125 D D 5.0 FFDg | Virus back D D
Reference titration
serum
s |00 ams (1]

115 D D Cell Control D D

Control slide

Bl- -~ $Repy - Bz 2202

(2) MicroRFFIT 2 §:c 2 p RFFIT > e & AR > 22 F’hi'_ /‘ja*‘?f%‘% B#EY 7
“rZ R R G F3 RFFIT 2 micro RFFIT ig 7 2 & ¢ % » 7 @ 4 micro
RFFIT >4 i T & F 5 4% Ko Flet a3k 4 micro RFFIT & {7 # & T (Fsl

LI U &
Micro RFFIT # Z#4e

1. MiCrORFFIT *tw 3tgh & FiE(7 > IV F 2 /S5 6mm > Flk it ER " » 2
KR AT PRI N R RO R TR PR R 0 R PR o

2. Hei A F T LS ﬁ‘%ﬁ% » &3V E Fde » 3ul Fpls A 7o #7110 ﬁ
> #3440 » 120L 10%FBS-MEM » £ 4c » 3uL ] F - ¥ i& {7 end-point
test > IR & (5P~ 3uL » T - FEEY o B 18- FUAFRIEIR £ 1P 3uL » A
e



$RE ALY FLHBE - @A) RFEEL F4 P E(Fr)

FoskH P 3t eTpdd RwEERGE V13w R E(RT) -

T 5 5 0 % WHO SRIG 2 IU/mL &7 4 §p[ 2 & 3 e » 12Ul
10%FBS-MEM » % 13““4c » 3uL #2752 R & 162~ 3ul » T - R &

- dt IR &8P 3uL M Rt e

Fod 4 Wipl R # 3 4e r 12uL 10%FBS-MEM > #4c ~ 12uL 7 4 if e 4

(0.5 FFDso ~ 5 FFDsg ~ 50 FFDso) » 12 it 7 5.4 4 1 if] %
im¥ P8 e 1 4o~ 24Ul 10%FBS-MEM(3 #c » 5 4 i) o

:)ﬁi Rpe R L Ae RFFIT © :})‘ﬁfr 4 i f}*ﬁﬁ?i?‘]éﬁ » & %4 ~ 0.5 FFDso/0.1mL ~ 5
FFDso/0.1mL ~ 50 FFDso/0.1mL & 12ulL o

FARE TR mre R 2 pd v iE S BRI o Bl 2 R R
3t 4e > 12uL 50 FFDso/0.1mL 5 & it » ** 37T°CH & a8 17 90 » 48 -

MNA ‘m?e iz & © 4o RFFIT » 4c » 2mL 0.5%(1x) Trypsin i} i fm#e > jj i 5
2~3 48 fs > v~ 8mL 10% FBS-MEM ¢ JF i it > 34 01 5 10mL fm¥e > i
micro RFFIT i * -

R R IE L E e 2Qul e 0 E PR E > BN 3TCE A HE (720
P

HEE LI Ao RFFIT o
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\

o LB R RS 0 BN A ST 2 TR 0 BRAC (S M R BRI (7 2
Foo 20 B 4(10 B P &0 2 < 200 B)E AR FE R 10 BALE -

RE DI kL AT #ic o
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SRIG Back Titration

Bl ~microRFFIT 2. &% 5 F 4% - BlZ ~microRFFIT 2_ 73 4 Rl 2 -
AT P

(3) RFFIT 4248 4 % (end-point titer)3+ & : #=48 4 % %4x 509 ¥ K Frf|3- 5 2 » 7~
T LT Frgl- Lamiedt NI (S sd)2 o R A S ks 2 4

# o

Percentage

No. of fields Fields Fields of fields
Serum containing containing containing ne containing
Dilution infected cells infected cells infected cells infected cel
135 0/20 0 88 0/88=0
1:25 0/20 0 68 0/68=0
1:125 0/20 0 48 0/48=0
1:625 0/20 0 28 0/28=0
1:3125 12/20 15 B 12 /20=60
1:15625 20/20 32 0 32/32=100
1;79125 20720 52 0 52/52=100
1:390625 20/20 72 0 72/72=100

b A HRETR L e AR A 38 {85 2 Reed & Muench = 23+ 8

50%— (4>t 50%R % F A ¥) < > g pus
X = F |3 s ﬂﬁ:lﬁ'
(%% 50%E % F 4 3)— (12 50%E % F ~ ) ﬁ?ﬁ 7l HEE

+ % & b starting point dilution(g % 7 4 3 43 50%) 5 1:625(F#-1% P & % 5

5 0%) 0 @ HFS 5 50 HHdciE 0.69897 « Pl E

50_0x069897—0582475
60—0" o

B oA R R4 € AT AT B A% @ 54 o #702 50% end-point
dilution(® 1+ 509% ¥ sk e i 13 #) € % * starting point dilution = ¥ 3% 4-

Yy



log(recipocal of 50% end — point dilution)

= log(recipocal of starting point dilution) + difference of logarithms

= 2.79588 + 0.582475 = 3.38

1og(50% end — point dilution) = —3.38 » @ 50% end-point dilution % 1073
RO 123997}14-#1;’&'7 Frd] 50% F kA4 o AT I & & P R

iRl 732 end-point titer(*it & - )

FARRE F 2 Bl 04§ (end-point titer) 5 i 7 ek 5 (2 IU/mL)
s O R F AR 2_jufl 4 I BN AT

# | 772 end — point titer
-2 5 2 end — point titer

x 2 1U/mL

% iRl f end-point titer 5 2399 » %% & # end-point titer 7 200 pF » R| ¥

= r»| lj;/PJ.ﬂ- /F *”b’gﬁ% ’%‘ S 24 IU/mL °

2399

oo X 21U/mL = 24 1U/mL

(4) p# wiFs §35 % 0 2 Reed&Muench = 23~ H o4 4 § - &7 1% % &
Peig R0 F iRl 2 end-point titer(*it & = ) - RFFIT 2% > & fidl 4 7 4%
= § ] 5 32~100 FFDso(** 50 FFDso 4 R3¢ 7 2§ 20 B ARL2F &) 3 F K3 B
(20/20) > 5 FFDsg #& iR13¢ 7 L5 20 M ARTF 41 3R % =€ 31 5.(20/20) » *+* 0.5 FFDsg
WR3LF L 0~10 BARTF 43R & k20 §L(0~10/20)) -

(B) thla i B3 i P VRSP LS HFEA AL F LEL(0/20) 0 1:25 f
PE kL3 k1 5L(0/20)0 10125 AR BE R 4~8 (B ARTF 4L IR K 3 5E(4~8/20) -
1:625 3 pF v L 20 AR TF IR Sk 31 52(20/20) - end-point titer & 200 -

(z) 7 Heple

= = RFFIT "3 % #& {5 (%4 =) > Poxvirus and Rabies Branch § 2% % %+
A Ik AR f%‘gq #B:F 0 RFFIT 234 _d Ms. Xiaoyue Ma & 7 » i& f?;’q R R

9



PRI Ed ¥ - RFFIT 4% § + i Ms. Michael Niezgoda i& {7 £ -« ¥ 3t § & =

G\' |g ’ Kif‘l“f{ ﬂ\#m’gﬁ" l%l 2L E’ Kffj‘%\' .y ) °
EQELE RS o SEE RN Leat i § 3

AR F AT ST MG € & (TATIT R AR E ShiE 5 R A B 3 262
RN R CE S -;f';:;g,-% ® {edukl #& B > & Poxvirus and Rabies Branch 7 =% % 4
ARIRdhi@ e s ir A PRt k@ d LA pA e LA > R BSL-2 9 % %
FTERDRBFF R FEREL D HS Y fritiie R F 5 BSL3F &z
{7 ¥ 1% » }& Poxvirus and Rabies Branch e7 BSL-3 § 2% % w A % 1 » F] 3t ik (&
2R AT CVS- IR 4 Rk 7 RV /S ¢ frdnlife vl dhi & > F15 L
Fd e AR LG AR F o Fa i G RV RS Y foiaapl i
CVS-11 s # tk 17 & challenge virus 7= v & ip| & b 15 12 o i % 4 i & i 5
CVSs-11 :},‘5% OB TS B 1 0 B ¥ F Poxvirus and Rabies Branch 7 BSL-3 ¥
BRERIGEFFRLR Y A AR o

Bofs— B L BT 2445 micro RFFIT 385 » %3+ = = 94 b 4 $4hig o jin
WER BETAHBE(CHET ) BAYFERG O g2 22977 AR
Btk A FF AR % E = micro RFFIT ez = 18 > ¢ 1% CVS-11 Jf%’:-i%:)ff,:‘% R
BiETHRR 0 F T IR MR 2 R € % 32 Poxvirus and Rabies Branch § & %

AR
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PanayampalliSubbianSatheshkumar ~ Ms. Singletary Meadows Kristi ~Ms.Ma Xiaoyue
g PR Y N R R AR w2k - R 3% Ms.Ma Xiaoyue ~ Mr.Niezgoda Michael -
Smith, Todd G ** RFFIT £ %' R e384 22 B A > & 3% Dr.Li Yu ~ Dr.
Velasco-VillaAndres 4 + 2 %78 a1 it 0 R 331 Dr. WallaceRyan # & 4p B s {7 i
B g Lo g3 Ms. Ellison James A. 2 Ms. HudsonYvonne ** CDC #2 % P 4p i {7
FCARR ¢ Freht 24~ g 33 Ms.Orciari Lillian~ Ms. YagerPamela~ Dr. GreenDouglas
Dr. Wu Xianfu % #t3 Poxvirus and Rabies Branch =73 A R *>#7 3 8 & PR Af ~

BHP AR IRS LY 4 SR R o

FAR 2013 A i e I 2 AL N ppE o SEET L REEEY
MEAFEHER ] g I 5 © WET > F B 15 BopA P apa T g P
LS PR AL R0 Rt G ERR S . RS Ut ROR R
TR R R ME AAEFE ST g € & (T (THRIG IR AT Hhif
HAET AT R BRI TR PRI RARY M BRI p
Aoorkoan K 2 micro RFFIT & I His » softHk b 2 s o i 6 L 7 073 0 5
1 & RS ATALE FA R 2 TR P s R T Mg o T ﬁi//ll%—*#mfgp/?lmﬂl
Fle AT AP N 28 FELREZE B FRFFIT 2 micro RFFIT s> 138 (7 4

G R A PR R o M T AT
L ﬁg:;i_f‘f"l//g‘i‘ ,ﬁ LE A ﬁ ?t{i

£ RARBIFIEEE Y S (CDC)IFE 22 RAHLY s L2 AL L &
Wi 2 A RV ETE § £ X TRk o CDC & £ B 2Ny a7 £

B AR @ s Hpnimd iso dH AT A R EE T~ CDC P

11



W

)

¥

W
it

CRTE

T
L\\
N
=
N
¥
\“}{r

o

PEEEHNY B M AR TR FIRER Y A B Y

PP FY GRS WY CDC #r P T chph P 2 (7

HKECDCppRFEAHEE A 7EHPRO T 73
%

P

FERR GRAE LR R e I R RE P B L P A

%?%@we?ﬁ@ﬁ@@oé*ﬁ»fﬁ@ﬁ%@&ﬁ%%&&ﬁ@m’z

B ER

~E

s g QMR T RS FOR YA B WA o L

fo A eRFV R o

BB O05IUML A PAL Azt » % E > Bhef 2/ IT5 3 50
TRrEFARAL R LA ARG RBEAL Frd g
HEA AR FARESF B AT NI REPEAISRE TV
= Poxvirus and Rabies Branch 7 5 % B[ 7" 5 =0 i {7 € ;k3t3h &~ =03

CD
1V R APM AR ALY ST (8 4 ¥ 217 F 7 & (badge) °

xR H D FALE LT X 2HT VIO B L R X R P
0

\\?{r
=

ok

[

L

¥

#

ik e R AR bk o Bt iR A CVS-LL s A 1R (7 bhif o Y

BHp o FXEFIMBRD FHHERMMA G A A2 B

ot 2 ERB I FR VT FHNFALTRIPAR LIRS %

CDC p #8434 AR 2 F i e B @B Y » § % 3 A&
T ARREID EAR G A F T 0 B LS HAIL o 32 1D BT @

Jied2 E
R

=L
7}
7

FROAEARRHEL AP E 2 UERT R EAT A | s

}-\
T

EEE S
S R
RALT By RY %57 CDC™ § 7 2 pF e (78 Fo B F ik &
HERRAF e BR(N R F 0 BUFEPLARF A E S

YX‘»

m

3

12

iy
7h

1

é



LSS TEOF

4k
o
11-'
o

® F%nA2SOP %~ 29

A=A Y RFFIT $oe > 3 (79 2 473 RFFIT 1228 3% %75 42(SOP) » RFFIT 3
PRI TEHHF FAL SOP AL o 2 FHRATAIL B R APGE J oY)
wxﬁﬁi%#%\%%ﬁﬁﬁiﬁﬁkﬁ‘@%ﬁ%ﬁﬁ%;?ﬁﬁq‘éﬁ
WO TR L B e R R A R SRELF R F I BRI R 2 FRL
FHRABE S S PEAF R G F D 2R3 F5E RFFIT skt
WEF AR hF P AR LT HBEREF 0T RN E FREA
Bkt VAL o

SOP jife 44 1 7 * 3t fL k7 b4k (F 4 | #TE (T HRFFIT 2% i 2.7 § *
X PR AN IRE IR AL > PSR A R 5 SOP AR A el Bk w AR
EEvEF REFREFBE o 2 R G meatp S P I0E A P

* o
® A keFEyLir

;;‘gc} ASTFY G 0 ARE F AT A BT % FE 2 micro RFFIT Fpe
PR G B H A P e kR A F 1 BRI D Y kg
E FHARAG A RETHATRTREPN TG P L R ERACHF AL AR
TR R R R R éf«ﬁmw’%*ﬂ%ﬁ$%EW%%ﬂ#ﬁ
HARR 3 R G Y o et 0 R HE RA R R
= Poxvirus and Rabies Branch § 2 % i& 74530 o # F 5 d M 0N 45 38 7 bhig o

FRYpE o E 4

AR Y B f8 - p >t Poxvirus and Rabies Branch s {7 4 8 jz & o s 2
AT B R FRRER FLEd THIMEFY 2P E XA KRR L FLE
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Bl- ~ Y 97 &3 A KBTI AEE ¢ < Poxvirus and Rabies Branch # 7

Ao i d L I -

Bl= ~ &2 AR § 2P ¢ o Poxvirus and Rabies Branch # 3 + | £ # -
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tﬁgg

* ’ N > 730 £ *
#— ~RFFIT & 444 e 2 & o
| ddsa | cureu | cureu | &urev curev | cuiev | cureu P LUl LV _| LUl Ly J7 curev cureu 1 curev Zurzu 1 cureu zur ey PAV/PAVEN VAV PAT] zureu zurzu
- oy 5 T age S0 of 5
Appendix B. Table for determining 50% end-point titer
145 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:25 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
11 X 10 ° ° 8 7 7 6 5 <5 <5 <5 <5 <5 <5 <5 <5 <5 <s <5
1:25 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:125 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
56 54 50 50 45 42 40 36 33 29 25 21 19 L 16 14 13 a3 13 12 -
15228 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:625 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
280 270 250 250 230 210 200 180 170 145 125 110 o5 85 75 70 70 65 60 60 -
1:625 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:3125 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
1400 1300 1300 1200 1100 1100 1000 200 800 700 625 540 480 440 390 360 340 320 320 290 --
1:3125 o/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:15625 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
7000 6800 6300 6000 5700 5400 5100 4600 4200 3600 3125 2700 2400 2200 1900 1800 1600 1600 1500 1500 -
1:15625 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:78125 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
34800 33489 31950 30313 28571 26718 24747 22652 20432 18086 15625 13500 12000 10000 10000 9500 8500 8000 7500 7500 --
1:78125 0/20 1/20 2/20 3/20 4/20 5/20 6/20 7/20 8/20 9/20 10/20 11/20 12/20 13/20 14/20 15/20 16/20 17/20 18/20 19/20 20/20
1:390625 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20 20/20
174692 167448 159750 151565 142857 133591 123735 113263 102160 90434 78124 67491 59744 53887 49326 45687 42724 40269 38206 36450 S
REZDTT 1 .2 Effective date: September 7, 2010
Revision No. 2 (04/11/14) Date originated: January 1, 2010

Changes to page
Approved by:

(Date) :
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Page S2 of §7

ID. Acceptable ranges for the challenge virus and reference immune globulin control

Titers of challenge virus used in the RFFIT (Reed-Muench)

Number of fields with fluorescing foci / Total number of fields

Challenge dose 20 >
(50 FFDsy/0.1 ml) 20
1210 G155 10 | 11 | 12 | 13 (14 15| 16 | 17 | 18 | 19 | 20 =
) 20 (20 | 20 | 20 | 20 | 20 | 20 | 20 | 20 | 20 20
. o > o 1 2 3. 4 S 6 74 8 9 10 11 12 13 14
1:100 (-2) >
20 20 |20 | 20 |20 | 20| 20| 20| 20| 20 | 20 20 20 20 20 20
FFDso 10 15 15 1674 19 | 25 26 |26 | 27 | 30 | 32 | 32 35 40 | 43 47 | 51 59 68 80 | 100 150 | 150 | 170 190

Acceptable range

B. Acceptable range of fields with fluorescing foci for the control reference serum.

Standard rabies immune globulin: Lot R-3 (2 IU/ml):

Dilution
1S 0 of 20 infected fields
1525 0 of 20 infected fields
LE125 4 to 8 infected fields of 20
1:625 20 of 20 infected fields
BREFIT 1.2 Effective date: September 7, 2010

Revision No. 2 (04/11/14) Date originated: Januvary 1,

2010

Changes tc page (Date):
Approved by:
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Test conditions

%=

Testing room #

o8 (

pate_*2f 1312015

~ % - T RFFITSOP iz F38% &% o

1 Heat inactivation of sample(s) at 56°C | Time in Time out
2 | serum dilutions in MEM-10 MEM Lot# /33 &UY
Exp ob -APR—2°(5
3 Standard Rabies Immune Globulin lot# R -3
(BBIG) 0N —(o—20(3
4 Addition of rabies challenge Lot # Al 4 ~(o5 b
cvs-11 ol i2ey (4 M/l ]
5 Incubation of virus-serum mixture Time (0>{% AM
©3,1'F / >/}
6 Addition of MNA cells Time [ 5o Passage# 4|
Split ratio i= Monolayer day L}.
7 Incubation of virus-serum-cell mixture (20 hours) | 2 : ¥ p M vg/ (q [>%)T
8 Fixation of slides Time y 5 am
Acetone lot # SU2f %
9 Staining Direct Fluorescent Antibody Lot# 523 43 k
(DFA) Test Tun 20(5
10 | Incubation of DFA stained slides Time q :Gh
11 | Rinsein PBS Time (Q- 4z
12 | Staining completed Time [O N 5 9
13 | Observation of slides under Date 92/ 1§72/ Time
fluorescence microscope Bulb hours 9§ =
14 | Second reader of reference slide Initials Date
Time
15 | Other slides observed

18
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1:625 -2
1:125 -1
1:25 Challenge
E 20
=
— i Cell
N |1 control
210
2 O
n

Reference slide

U/ml:
Titer: /.
A
1:625 1:390625
O | 20
1:125  [1:78125
O |20
1:25 1:15625
O / 0
* ¢
M 1:3125
Q.
El @ | D
Uy
(%]
U/ml:
Titer:
1:625 1:390625
1:125  [1:78125
1:25 1:15625
*#* 1135 1:3125
L.
Q.
£
0
wv

RFFIT
HUMAN SEROLOGY

0,

o
0

§8.3

| 2009

Date:

Date:

g FFDg, 4V

7.4

3
{0

0

sRIG Titer 271 ©

State

Patient

»

", Date received
“Date‘testéd

Test performed by

Page of
Comments:
Reviewed by: Voo
Date: = ; -
U/ml: IU/ml:
Titer: Titer:
1:625 1:390625 1:625 1:390625
1:125  [1:78125 1:125 178125
1:25 1:15625 1:25 1:15625
#* (15 1:3125 #* (15 1:3125
Q@ Q
Q. se Q.
£ 2 £
& fa) &
U/ml: 1U/ml:
Titer: Titer:
1:625 | 1:390625 1:625 | 1:390625
1:125  |1:78125 1:125  [1:78125
1:25 1:15625 1:25 1:15625
# (1 e # [T ?
ME 1:3125 w |15 1:3125
Q e Q.
: :
& o 3
Signature:

RFFIT RES 1.1 # positive fields of 20 fields read at 200x magnification
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Test conditions

Testing room # Lo 8(

Date

2119 favlb

oA

1 Heat inactivation of sample(s) at 56°C | Time in Time out
preheat ThacTived
2 | Serum dilutionsin MEM-10 MEMLot# |33 QU ]
Typ  ©Ob-fipr-2015
3 | Standard Rabies Immune Globulin lot# RK=3
(SRIG) 00 -2913
4 | Addition of rabies challenge Lot # P(S(L:\'m)f—:y
1
Cvs-11 Ryl
5 Incubation of virus-serum mixture Time [129% am
6 | Addition of MNA cells Time {235  Passage# 4L
Splitratio |~ T Monolayer day 3
I
7 | Incubation of virus-serum-cell mixture (20 hours) 2 >3%
S
&t AW
8 | Fixation of slides Time oQ5t
Acetone lot # G g
9 | Staining Direct Fluorescent Antibody | Lot#  b2H¥b
(DFA) Test Jun 2015
10 | Incubation of DFA stained slides Time  0f37 am
11 | Rinsein PBS Time 1007 am
12 | Staining completed Time [0:20 dm
13 | Observation of slides under Date 09/ 20 Time /=20
fluorescence microscope Bulb hours o &‘5
14 | Second reader of reference slide [nitials Date
Time
15 | Other slides observed

20



Vol 007l RFFIT
’,’[g/}//% HUMAN SEROLOGY

SAFER+HEALTHIER: PEOPLE™

State
Patient
Date received

Datetested __ %/ (4 (26\§
Test performed by _ SHU-CHIA U

1625 2| spigTiter_2 {© Page of |
of 8 T
2 FFDg, L8
— | 1125 1
| 20
g 5 Comments: (alunaTon based  on Yz‘feveme cde |
oL
1:25 Challenge
g 0]°° W
= Reviewed by:
=115 Cell U
S control (/
= 010 Date: 93 /23 [ 2015
Reference slide
1U/ml: 1U/ml: Zgrt U/ml: 2 SX
Titer: Titer: 2110 Titer: 250
p AT | 1:390625 62 1:390625
is@ 1"390623’ SRI(:{ T\fe( 270 1:625 1:6 SO
O |51 |20 2
1:125 M[ 71:125 1171125 r;l 1:125 1:78125
~
Nl L0 wl | 7 Z
‘ 1:25 145625 2' 125 |1:15625 !?n 125 |1:15425
Qq—) o.\autnge \:_D = O
az O 20 X 4
ﬁ 1:5 g-ms\ g 1:5O 1:3125 ﬁ 15 1:3125
1 N i = P a . v
£ ¢ ] £ 9 3 @ -2,0 g
& 0 Z |8 8 2 8 & 8
1U/ml: 1U/ml: IU/ml:
Titer: Titer: Titer:
1:625 | 1:390625 1:625 | 1:390625 1:625 | 1:390625
1:125 1:78125 1:125 1:78125 1:125 1:78125
125 | 115625 125 [1:15625 125 |1:15625
* 15 13125 z 15 13125 z L5 1:3125
B 5 £ g £ g
E bt = = B
a8 i ] o} & a

SHO-Cher 140

Signature:

RFFIT RES 1.1 # positive fields of 20 fields read at 200x magnification

21



AT s g F R4 R RI(F - ) o

Test conditions

: 1 \
Testing room #
Date_ %[22 [22\F

1 Heat inactivation of sample(s) at 56°C | Time in Time out
2 | serum dilutionsin MEM-10 MEMiots | 2280
E)‘P =0 B'ﬁ'P)'_ So0)5

3 Standard Rabies Immune Globulin Lot # Lot k-3

(SRIG) oll-1° -20|3
4 Addition of rabies challenge Lot # Alg—-1056

CVs-11 SM 124F

of(2014 JAE
5 Incubation of virus-serum mixture Time Lz 30
6 | Addition of MNA cells Time [2>2° passagett 17
Splitratio />4~ Monolayer day '1-
7 Incubation of virus-serum-cell mixture (20 hours)  p% > 2° pw
o428  um
8 | Fixation of slides Time 946
Acetone lot # 542 ?

9 Staining Direct Fluorescent Antibody oty B52 3d &b

(DFA) Test T yp: Jun 2017
10 | Incubation of DFA stained slides Time  10=31)
11 | Rinse in PBS Time s o%
12 | Staining completed Time {1=39
13 | Observation of slides under pate 2l 24 Time

fluorescence microscope Bulb hours o1 § §
14 | Second reader of reference slide Initials Date

Time

15 | Other slides observed

22




d RFFIT SCREEN

State

Date received

2 ANIMAL SEROLOGY CEERN
Test performed by
Page of
2
3 SRIG Titer Titer s |aas | Titer
3 S |
{O FFDgq @'1\53 w/ml — [O lD w/m —
1D # / date: T;o lf;o 1D # / date:
) l:§<J Challengs KMDg'ol KO ‘ KMO?"’%
E 0 (10 Titer Tfp ot Titer
r% 149 (c:rI:uol 5 //] V’(;
ol 0 u/ml 1O fiw/mi
@ 1D # / date: %’; tt“’ 1D # / date:
Reference slide KHog-02 |/ /|° (,O kMo&-o4
Titer I R — Titer y s | Titer
.ll% [}9 5| BANNY 1;31&0 (&
10/ml /7| V4 o 1/ml &% | O wmi
ID #/ date: 75\0’ 1@ |Du7dat<;: 1D #/ date: \"':\. :;u D #/ date:
viog-ot [0(b|Of5] tmegon V' kmegoq [° (O] kmop—(
Titer f = Tit ' Titer *:‘5 ’fo Tit
i 71° [0 | Titer 1o [ iter
10/mi /5 g}'g 1/ml 10/mi i’ r! L0
rs S b E.
10 #/ date: BY e, [o#/ date: D#/date: /[ |2 i #/ date:
kt-og —otf /)' q/’) K Hog—of \cmof -0 V@ (0 KMo —>
Titer s s | Titer Titer «a vas | Titer
(x{o L) >0 1=t
1u/ml ‘ (é'l& u/ml 1U/mi VIO 9) 7| w/m ——
D # / date: e [Tae |04/ date: o#/date: |24 gm’ D # / date:
74
Enog- (3 9 B1 (O] et rg-1n Y W 0N] eugg !
Titer ::o k\:o Titer Titer 1\?\\3 \'r:\e{ Titer
u/mi L 5'76{ u/mi u/ml z 4 ”lO w/m —
ID #/ date: 20 |10 | 1p i/ date: - lo#/date: VAS 19 11p 4/ date:
cho%—\L\L /4 3/6 lMog-1L F tog-(§ 5:‘/8 B8l (Mo § >0
Titer o | | Titer Titer v s | Titer
e 12 5 (| R
1U/ml {9 %/g w/ml —— 1U/mli 6/1’ §B 1u/ml
1D # / date: \;\o ’;"o ID # / date: ID # / date: T-t‘p ”-s\e ID # / date:
k-2 [ (O ]b/ 4] kmog-y2 kg4 B/Yb| emor -y,
) Ve e ) s, | s )
Titer ‘-/\% =L@ | Titer Titer 1e [\=1o |Titer
U/ml ¢ 'A‘/b w/ml —— U/ml ng 47'4— w/m ——
= ) 2\2 L‘:— 9 ”i\'o
ID # / date: P\ \5 ID # / date: D # / date: J.? Y3 |iD #/ date:
Fhog2e |0 |93] eMog -y 3 sgHeli g o/L, eog -

23
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Test conditions
Testing room #

Fho |

Date %29
1 Heat inactivation of sample(s) at 56°C | Time in Time out
2 | Serum dilutionsin MEM-10 MEMLlot# 13 384y
EYp 06 ~pApr -29|§
3 Standard Rabies Immune Globulin Lot # -3
(SRIG) b-i0-20 (3
4 | Addition of rabies challenge lot#  AllU-{esh 0
CVs-11 oizoy (SMAuL)
5 Incubation of virus-serum mixture Time o 13
6 Addition of MNA cells Time \ =00 Passage # u/(f
Split ratio lyL{( Monolayer day ;
7 Incubation of virus-serum-cell mixture (20 hours) \10 -<:1 9
IR
8 Fixation of slides Time j2- 30
Acetone lot#  E 2\ §
9 Staining Direct Fluorescent Antibody lot# vy 2 24 86
(DFA) Test Txp: Tun 20 \§
10 | Incubation of DFA stained slides Time | y- us
11 | Rinse in PBS Time 'G~2°
12 | Staining completed Time ‘:_735
13 | Observation of slides under Date 2 I'ZQ Time (‘\737/§
fluorescence microscope Bulb hours [6\3
14 | Second reader of reference slide Initials Date
Time
15 | Other slides observed

24




State

| RFFIT SCREEN Date tested
| ANIMAL SEROLOGY Test prerformaliy. .
i Page of
L Al Sera Sample weve 1= 5 dalute
L6 2
0 [%6 SRIG Titer Titer | T
(1:)1 O\'O ‘(l) FFDg, [U/ml —mm % @ u/mh — \
Eﬁﬁ 1D # / date: q”(,\l'i 0 1D #/ date: FM‘&'Ei
12 - Chalengd - e ms'?“
E O v 0 (C Ref1/ 2 BTVZ . et s (i, | @\
2 5| el ‘@ [0 = b ll;t/ﬂ' [O b/ m/ell 4«/8
0| by uml —— w/m ——
g O 0 OT O | (o to HNF s |1 EM93-98
0 | (o ( Q D #/ date: M’ 7 (0 ID # / date: .
Reference slide o O {927 kmog-1+n
/
© 0 0 v
Titer s s | Titer Titer s s | Titer
9
u/ml —— (O( U/ml w/ml —— {o 10 il _r(\-(ol-,o -3z
IDM/date:mm‘B 12¢ 'to D #/ date: by b IDn/date:"lw#lG 1;5\0 1D #/ date: . .
o0 q 11-7%-1n /lo Pibio2) / 8 YUl-efe-3
” 25 1:25 1:25
Titer | 1.2(0 Titer Titer 2(0 W Titer
/ml —— q /m — um —— wm ——
i 1:@” 15 Y031 § V1ot 15 0 115 y 1= b0 . Yl
1D #/ date: / Q [o#/date: 1D #/ date: ( ' ID #/ date: -
R 4’ \ - puote-3) %{r@( (%60~¢ 9
Titer s s | Titer Titer s s | Titer
IU/m} (O (0 U/ml 1U/ml T \0 (0 1U/ml —ll'ﬁ“')
|Du/(l;!{§%°"w e 0 i mn/date:'z'A'z 1D # / date: - . ’ 0 10 # / date:
140 4§ ( [ 2-A-3 (A (1Y ( (2-p -
1:25 1:25 125 125
Titer J Titer Titer 01V Titer
/ml —— \ (0 w/m —— u/ml —— \ \ u/ml ——
|Du/df1‘l\(:l2‘“ H() ¢ 1D #/ date: \H’("} Il.)n/dali?:h—g 1150 15\0 1D #/ date: (l~A—|l
(2-A-| \ . & Q : |1'A'S (_)_-—A_(\ ‘ (2-A - 3
liter s |12 Titer Titer 128 “50 Titer
w/m — \O (O w/ml —— 1U/ml _2_[,4, LO ‘ w/ml ——
- - B~ L g & - Q0
IDu/d.!l%—:# \"t i ”‘0 1D #/ date: (2-B-62 IDu/da'te:B - D\o 50 1D #/ date; gmog- \ \
(241519 (2-f~bJ 12 - (Y \ v13-2b4-32
”[Pl 1:25 135 ]“F' 2 @ Ti[e| 1:25 1:25 Titer
‘ Q
w/ml —— ‘O 3 U/ml /(0 w/ml —— \ LO /ml —— ,
(z_A-tn 1:5 15 o (2-5-(9‘{ [21[},5£ 15 e ' Y|3~26‘?|"3+
1D # / date: ) \ ID #/ date: 1D # / date: \O o 1D #/ date: ’
A-]] | o S e = | IR (3244135
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@l RFFIT SCREEN

| ANIMAL SEROLOGY

Titer s s Titer
(@]
/ml —— ( (0 /m ——
”%"ZLS"; 15 1:5 ‘1 '32(8"""0
1D # / date: 2 0 1D # / date:
] () { F132814
1:25 1:25
Titer Titer —
ol (9
w/m —— ( ( /m ——
T N it
1D # / date: 0|10 #/ date:
) (0] ¢
1333 1 3-26)(-4 3
Titer s s Titer
U/ml (/0 (0 w/ml —
IDM/datel.(W’&q ol " 1D # / date: F”"&-M
] | © | 1
Tit 1:25 1:25 Tit
iter iter
o] o
1U/ml L ( ( w/m —
o015 15 )
ID # / date: [0 (O 1D # / date: mo&? l?
Titer s s Titer
w/ml — w/m —
1D # / date: v - 1D # / date:
. 1:25 1:25
({1 (P Titer
w/ml —— w/ml ——
1:5 1:5
1D # / date: 1D # / date:
Titer s s | Titer
w/ml —— w/ml —
1D # / date: - = 1D # / date:
. 1:25 1:25
Titer Titer
w/ml —— w/m ——
15 15
ID #/ date: 1D #/ date:

State
Date tested
Test performed by

Page of
Titer P (TR (L -
0
/ml — O l u/ml X
3268145 [T eqe§
1D # / date: ( o) {0 1D # / date:
|2 [ 4ooS
) 125|125
Titer \0 o Titer
U/ml o l w/m —— L
. 1 q’ou B
1D # / date: é/b 9- 1D # / date:
Wy /5 (oo ]
—y
Titer s s | Titer
le)
u/ml —— { (o w/ml —
15 1S
ID # / date: ID # / date: Yl?\lbgl “Us
ktog-o19 [[O] (o ot * ¢
. 125 |12s
Titer ( Titer
\¢] )
w/m —— ( w/m ——
1:5 L3
I[)(M%aég;oz (O | (o |0#/date V13 ~2A8H¢-2
Titer s s | Titer
/m —— Wl —
1D # / date: e " 1D # / date:
) 15 [
Titer Titer
/m —— w/m ——
1:5 L5
1D # / date: 1D # / date:
Titer s s Titer
u/ml — w/ml —
1D # / date: » 2 1D # / date:
. 1:25 1:25
Titer Titer
w/ml —— w/m ——
LS 15
1D # / date: 1D # / date:
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Certificate of Training

This certifies that

Shu-Chia Hu

has successfully completed the training of

Rapid Fluorescent Focus Inhibition Test (RFFIT)

In-vitro assay for the detection and measurement of rabies virus neutralizing antibodies

March 26, 2015

Xiaoyue Ma : _ Subbian Satheskumar Panayampalli
Trainer, Technical Supervisor N : ‘ Immunodiagnostics Team Lead

Poxvirus and Rabies Branch Poxvirus and Rabies Branch

—

iy i B b
Michael Niezgoda Darin Carroll

Evaluator, Technical Supervisor Branch Chief
Poxvirus and Rabies Branch Poxvirus and Rabies Branch
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