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RERESHIA—Fv—h L&) Measles/Rubella IgM Proficiency Testing

Ohbiectives

* Assess proficiency of laboratories in the
WHO global network

° [dentify any problems with assays in
routine use

* Check the accuracy of data reporting

AheERY
BEX
THTRLA

TRl CRiE ° Check assay validation criteria
e [Frrhrey T, B ko Tis ° Laboratories to report results within 14
|EEEE genotypeF#f || | genotypefiFif BT days of receiving panel

BRALLI7LYR
\ ) B e a
Jennie Lyndon (VIDAL); 11% Global Measles & Rubella laboratory meeting (June 2013)
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IgM ELISA Proficiency Test (2008)
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BREBIPT WHO PT

REFERENGE CENTER
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o BRIADWER
RIS ITB AN EES T
fmIzRaE RT-PCRiE

s REXYLOOXE

Siemens IgM kit
130,000 /kit + #§ Bt ZE 40,000 /kit

o EEDFHE, 2Rk

Results of RT-PCR using reference RNA

Reference RNA {ZDUVT ANA
s by National Laboratory (NIID)

o RT-PCROBHEIVIO—IL

*  RT-PCROFEEEF

o DUFUBRY S LBEOEHRNA (genotype A)
copy/reaction copy/reaction

14,800b
Reference RMNA 4

1744 3402 4871 7110 9208 15854
o n Jeenwlm [ ¢ T v J1s89a

1st PCR: 574bp
1167 1740
j—y —

v . 2250 i 1st PCR: 411bp
. A
1160 Nested PCR: 537bp 1730 ML MHRL
— b Nested PCR: 349bp
PhGT2m prvGTE2 2318 8666
Genotype BRIEERAL
1233 a2 inz

N gene

1.5% agarose gel i

S 08 PNAC S S WRANAIG P ED > O —)L)

c IBEDRECHERATHLBEETEENEN . 1sa,
&ZD NS

BRBLT7LUARNA N BT

1st PCR: 585bp

o PCREEHTAEDAVEIDOREEELDH

A nli 7{){ ﬁ) é 15t PCR: 728bp i
ﬁ B 1167 1740 Nested PCR: 523bp
PMVGTHIM PMGTIL 8318 8666
Nested PCR: 687bp wiz MRz
1194 1726
= —
PMVGTIZm PMVGTI2
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Nested PCR

S

N PCR

HPCR

12345

1. $1SHBRNA 250copy
2. 15 IBRNA 100copy
3. IBZHBRNA 80 copy
4. [EPERR

5 A XT—hH—

687bp 1>
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N I oopy £ 10l
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B cope £ W0t
B referszor 00, BB
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[} 100s Iadler USRS S Kot
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Real-time PCR}%

cocik

Development of quantitative gene-specific real-time RT-PCR assays for the
detection of measles virus in clinical specimens

{Hummel et al., Journal of Virological Methods 132 (2006) 166-173)

WEIGA)TDNA
Forward Primer (MVN1139F) : 5" TGGCATCTGAACTCGGTATCAC 3’
Reverse Primer (MVN1213R) : 5’ TGTCCTCAGTAGTATGCATTGCAA 3

Probe (MVNP1163P) : 5" FAM-CCGAGGATGCAAGGCTTGTTTCAGA-TAMRA 3’

fEIELF=CDCik (TagMan Fast Virus 1-step Master Mix)

water

4 X Master mix
MVN1139F (1004M)
MVN1213R (10uM)
MVNP1163P (6.2501M)
FUTI

7.6

Sul (1)
0.8l (400nM)
0.8l (400nM)
0.8ul (250nM)
Sul

20l

lcycle [ 50°C  Smin
95°C  20sec
SOcycle 95°C  15sec
60°C 1min

detector : FAM-TAM Rgz

WS real time - PCR

WHO R % (CDCIE)
Development of quantitative gene-specific real-time RT-PCR assays for the
detection of measles virus in clinical specimens
(Hummel et al., Journal of Virological Methods 132 (2006) 166-173)

9208 15854

1748

3802 4871 7110

Genotype REERHL

> —

ABUH—RRNA R RER

08 &
15
w0
35 o aubA—LANA
o i~ © ShE—LANA ow copy
2 . . A 1XBEANA
0 : — 8 (b )
s =089
10
B
o
2 1 o 1 2 3 4 B
E Slope R2 S HBRNA (x1)
1 -3.383 0.99982 3553
2 -3.1094 0.98274 36.49
3 -3.7447 0.997%4 37.00

CDC#4 (D Slope is between -3.1 and -3.8, @ R is greater than 0.98)
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Real time PCRMD & &5 D A7

@iBEIZNested-PCRTHREF EMUIIBIAD R L CHOBRE
— BFEHEELS SO ISR e
Nested-PCRTHER AT TS EIEHAR TR R

FEAL TS0 - —
SEETFR, BESORELERELEZVOTTESLTEC
DIFETEBEL TS,

B DNested-PCRTDBRELOESHARRL TSN,

BRtHEH=Standard RNA (£40) S DT RO,
HRE DR
(Copy/ELIG)

B ROK) Ch it e O .

BERHO

HIEAE
4B SR SUEE (D EIIR e

BB 1B O CHE
Copy/ & Ct=40
| ——
13 500 50 5
ABI 7500 (#72(XABI 7500 Fast ) QuantiTect Probe RT-PCR kit
ISHERRD

CtiELL T
Roche LightCycler 480 QuantiTect Probe RT-PCR kit
MESE AL, B
EOBABDYE :
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Real-time PCR&CPCRM H#z 2T

(N=139481K, FE1E 3 BB ANG I o REERE RO

Real-time PCR&CPCRM L ERFRAT

HERIDOEE. HABREDER

F&f% (Ct> 40)

DIF%

B

Real-time PCR

Molecular PTO 178 s
* RNAQEM (3%, FMH.aRH)
o W HESOBWNNILDLIFEOHE
© BBOATFUROME

- BEEHEORE

Molecular PT(Z)

Real-time PCR
o REEBARNADET (107 copy/ 1t L)
RNAFFRGE (105-10""copy/ 1 LYEVEHLL | real-time PCREZE
L. REREERT D,
—BRER-TRERNBRTEIAANERERTS

o [BERA2, IRERIKI (FTA card) TERF
FTA card5RNA JtH— real-time PCREE
B — BEIICRETEINERRTD
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Molecular PT(ZE)

RT-PCR
¢ Real-time PCROEFHFRERLIZ FAL /A RRNA(I 03107
tcopy/ tt DIZRT-PCREEEY 5.
~ 10%copy/ 4L HUEH CELBERERT HURLBEDWER)

o [EtERRIR2, RUERRIKT (FTA card)EEETH
FTA cardBRNA il H—RT-PCRE ZE (4 LEFL, RT-PCRD
R, B b O — )L S h AL A X —h— kT
YIZERAL TS D)
RT-PCRIG M (A1 R A4 RET 5 (GRE I ORER)
RFEEER LB R FREMRINTT AT RBITEORERD

Panel 01202 composition
{n=20)

Measles IgM positive samples -5
Rubella IgM positive samples -7
Parvovirus IgM positive samples -1

Dengue IgM positive samples -1

Measles/rubella IgM negative samples -6

Jennie Lyndon (VIDAL); 11 Global Measles & Rubella laboratory meeting (June 2013)
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