Product Quality and Disposition Depariment The vaccings division of sutofi-sventis Groug

Diphtheria, tetanus, pertussis (aceliular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophilus
influenzae type b conjugate vaccine (adsorbed) lot n° §4313 (clinical batch) 117/180
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Test for Mycoplasma by culture method

Method : Agar culture
Volume tested ;34 ml
Media used : Hayflick solid
Hayflick semi-solid
B.0.B. solid
B.0.B. semi-solid
Temperature of incubation :36x1°C
Positive controls : M. pneumoniae and M. orale and A. laidlawii
Primary test
Teston : 28.07.08
Test off © 11.08.08
Subcuiture at 37 day
Teston : 31.07.08
Test off : 14.08.08
Subculture at 7" day
Test on : 04.08.08
Test off :18.08.08
Subculture at 14"day
Teston . 11.08.08
Test off : 25,08.08
Subcuiture at 21%day
Test on : 18.08.08
Test off : 26.08.08
Result : No growth of Mycoplasma

Test for Mycoplasma by epifluorescence in ceit culture

Method : DNA fluorescence staining

Cell used _ : Vero, 148" passage

Volume tested c1ml

Temperature of incubation 136+1°C

Positive control : M. hyorhinis and M. orale

Test on . 19.02.08

Test off - :26.02.08

Result : No Mycoplasma detected by epifluorescence

in cell culture
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Product Quality and Bispositton Degartment
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The vacoines divishon of mooli-avaptis Gmup
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Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophilus

influenzae type b conjugate vaccine (adsorbed) ot n® §4313 (clinical batch)

1187180
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CONTROLS ON SINGLE VIRUS HARVEST :

Polio virus identification

Method

Cell strain used
Antiserum

Test on

Test off

Result

Polio virus concentration

Method

Cell strain used
Test on

Test off

Virus concentration
Result

Bacterial and fungal sterility

Method used
Media

Temperatures

Volume tested

Inoculum per Steritest

Volume of medium per Steritest
Teston

Test off

Result
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. Thioglycollate
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: Cytopathogenic effect neutralization
' Hep 2

: LEPINE type 3

:22.02.08

:29.02.08

: Positive

: Cytopathogenic effect on sensitive cells
P Mep 2

. 22.02.08

£ 29.02.08

: 10863 CCIDgp/ml

: Conforms

Membrane filtration

Soybean Casein

Digest medium
20-25° C

medium
30-35° C
20 ml
10 mi 10 ml
100 ml 100 mi

28.11.07
12.12.07
No microbial growth
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Product Quality and BHsposition Deparfment

Diphtheria, tetanus, pertussis (acellular, component)},
hepatitis B (rDNA),poliocmyelitis (inactivated) and Haemophllus
influenzae type b conjugate vaccine (adsorbed) iot n°® 54313 (clinical batch) 119/180
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Test for Mycoplasma by culture method

Method
Volume tested
Media used

Temperature of incubation
Positive controls

Primary test
Test on
— Test off
Subculture at 3 day
Test on
Test off
Subculture at 7" day
Test on
Test off
Subculture at 14"day
Test on
Test off
Subcufture at 21%day
Test on
Test off
Result

—
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. Agar culture
c 34 mi
: Hayflick solid

Hayflick semi-solid
B8.0.B. solid
B.0.B. semi-solid

1 36+x1°C
M. pneumoniae and M. orafe and A. laidlawii

. 28.07.08
. 11.08.08

: 31.07.08
: 14.08.08

: 04.08.08
: 18.08.08

: 11.08.08
: 25.08.08

: 18.08.08
: 25.08.08
: No growth of Mycoplasma
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Product Quality and Bisposition Department

Diphtheria, tetanus, pertussis {(aceliular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophilus
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influenzae type b conjugate vaccine (adsorbed) lot n® $4313 (clinical batch) 120/180
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CONTROLS ON CONCENTRATED PURIFIED VIRAL SUSPENSION:

Protein content

Method
Date
Result

D Antigen content

Method

Reference standard
Date

Result

Bacterial and fungal sterility

Mathod used
Media

Temperatures

Volume tested

Inoculum per Steritest

Volume of medium per Steritest
Test on

Test off

Result

e Purity

Result

352_CC5_SPI_AE.dot /19.09.11

. Spectrophotometry
1 04.12.07
- 91.88 ug/ml

: ELISA

:28.1.99

: 06.12.07

: 6 443 D Antigen U/ml

Membrane filtration

: Thioglycollate Soybean Casein

medium Digest medium
30-35° C 20-25° C
20 mi
10 mi 10 mi

100 ml 100 ml
04.12.07
18.12.07

No microbial growth

: 0.014 pg of protein / D Antigen U
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The vaccines divison of surofi-avents Group

Product Quality and IHsposilion Department.

Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis {(inactivated) and Haemophilus
infiypnqe pre“b. qonjugLaHa yaccil}g (ads_or‘bed) tot‘r:l" 3431?, *(clini.cal batch) _ 121/180
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SINGLE HARVEST - Type : 3
Lot Number : FA292974

CELL:

Working Cell Bank
Date of thawing ampoule of WCB
Thawing ampoule amount

VIRUS:

Virus Working Seed lot
Date of inocuiation
Date of virus harvest

CRUDE HARVEST:

Storage
Volume
Storage temperaiure

SINGLE HARVEST:

Date of single harvest

: FA106611

: 16.11.07
: One ampoule

: FA109086
:10.12.07

1 13.12.07

: from 14.12.07 to 17.12.07
11489 L

1 +5°C £ 3°C

:17.12.07

CONGENTRATION AND PURIFICATION OF THE SINGLE HARVEST

DEAE Spherodex large column
CL-6-B Sepharose column
DEAE Sphérodex small column

* lon exchange chromatography on 18.12.07
. Gel filtration on 18.12.07

: lon exchange chromatography on 19.12.07

CONCENTRATED PURIFIED VIRAL SUSPENSION :

Manufacture date
Volume
Storage temperature

352_CC5_SP{_AE.dot /19.09.11

:19.12.07
19600 mi
1 +5°C £ 3°C
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Product Quality and Disposition Depariment
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The waccines division of sunofl-avenis Group

Diphtheria, tetanus, pertussis (acellular, component), »
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophn!us
mfluenzae type b conjugate vaccine {(adsorbed) fot n° 84313 (clinical batch) 122/180

nnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnnn

CONTROLS ON CELLS:

Observation

Method

Cells

Number of cells tested
Test on

Test off

Result

Test for haemadsorbing viruses

Method
Number of vials tested
Type of red blood cells

incubation

Date
Result

Simian cells identification

Method
lso-enzymes analysed

Reference cells
Date
Result

352_CC5_SP|_AE dot /19.09.11
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1 Studied through a microscope
: Vero, 142™ passage

: 320*10° cells

:10.12.07

1 24.12.07

: Absence of cytopathic effect

: visual inspection

'8

: Guinea-pig

. 4 vials, 30 minutes at 5°C £ 3°C
: 4 vials, 30 minutes at 20- 25°C

1 24,12.07

Absence of hemadsorption

' soenzymes analysis by IsoElectric Focusing
: Lactate DeHydrogenase

Phospho Gluconate Dehydrogenase
Glucose Phosphate Isomerase

: Vero, MRC5, WI38, Hep 2
1 14,02.08
: Positive identification
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Product Quality and Disposition Department
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Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophtius
influenzae type b conjugate vaccine (adsorbed) lot n° $4313 (clinical batch)
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CONTROLS ON SUPERNATANTS:

Test for extraneous agents
Vero cells

Method

Type of cells

Volume tested
Temperature of incubation
Test on

Test off

Result

Human diploid cells

Method

Type of cells

Volume tested
Temperature of incubation
Test on

Test off

Result

Primary monkey kidney cells

Method

Type of cells

Volume tested
Temperature of incubation
Teston

Test off

Result

352_CC5 SPIAE.dof /19.08.11

. Studied through a microsco
: Vervet Monkey Cells

210 ml

:361£1°C

. 15.01.08°

: 29.01.08

: Absence of cytopathic effect
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123/180

: Studied through a microscope
: Vero
10 ml
:36+1°C
: 14.01.08
. 28.01.08
: Absence of cytopathic effect

: Studied through a microscope
: MRC5

: 10 ml
:36+1°C
. 20.02.08
: 19.03.08
: Absence of cytopathic effect
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Method
Volume tested
Media used

Temperature of incubation

Positive controls

Primary test

Test on

Test off
Subcuiture at 3™ day

Teston

Test off
Subculture at 7" day

Teston

Test off
Subculture at 14"day

Test on

Test off
Subcuiture at 21"day

Test on

Test off

Result

Method
Cell used
Volume tested

Temperature of incubation

Positive control
Test on

Test off

Result

352 _CC5_SPI_AE.dot /18.09.11
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Diphtheria, tetanus, pertussis {acellular, component),
hepatitis B {rDNA),poliomyelitis (inactivated) and Haemophilus
influenzae type b conjugate vaccine (adsorbed) lot n° $4313 (clinical batch)
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Test for Mycoplasma by culture method

. Agar culture
: 34 ml
: Hayflick solid

Hayflick semi-solid
B.0.B. solid
B.0.B. semi-solid

1 36+1°C _
: M. pneumoniae and M. orale and A. laidlawii

: 24.11.08
. 08.12.08

: 27.11.08
: 11.12.08

: 01.12.08
: 15.12.08

: 08.12.08
» 22,12.08

: 16.12.08

: 22,12,08
: No growth of Mycoplasma

Test for Mycoplasma by epifluorescence in cell cuiture

in cell culture

: DNA fluorescence staining
: Vero, 146" passage
21 mi

1 36+£1°C

: M. hyorhinis and M. orale
: 20,03.08
: 27.03.08
: No Mycoplasma detected by epifluorescence
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Product Quality and Disposition Department

The varcines division of snofi-eventis Goug

Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophilus
influenzae type b conjugate vaccine (adsorbed) lot n® $4313 (clinical batch)
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CONTROLS ON SINGLE VIRUS HARVEST :

Polio virus identification

Method

Celt strain used
Antiserum

Test on

Test off

Result

Polio virus concentration

Method

Cell strain used
Test on

Test off

Virus concentration
Result

Bacterial and fungal sterility

Method used
Media

Temperatures

Volume tested

Inoculum per Steritest

Volume of medium per Steritest
Test on

Test off

Result

352_CC5_SPlI_AE.dot /19.09.11
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: Cytopathogenic effect neutralization
‘Hep 2

: LEPINE type 3
: 21.07.08

: 29.07.08

. Positive

: Cytopathogenic effect on sensitive cells
‘Hep 2

: 21.07.08
:29.07.08

: 10840 CCIDgg/mi
: Conforms

Membrane filtration

Thioglycollate Soybean Casein
medium Digest medium
30-35°C 20-25°C

20 ml

10 ml 10 ml
100 ml 100 ml

19.12.07
03.01.08
No microbial growth
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Product Quality and Bispasition Department

Diphtheria, tetanus, pertussis (acellular, component},
hepatitis B (rDNA),poliomyelitis {(inactivated} and Haemophilus
influenzae type b conjugate vaccine (adsorbed) lot n° $4313 (clinical batch) 126/180

*****t*******************************t****************t**************************t*t********ﬁ****'k****ﬁ*************************

Test for Mycoplasma by culture method

Method _ : Agar culture
Volume tested : 34 mi
Media used : Hayflick solid
Hayflick semi-solid
B.0.B. solid
B.0.B. semi-solid
Temperature of incubation 1 36+1°C
Positive controls : M. pneumoniae and M. orale and A. laidlawii
Primary test
Teston : 24.11.08
Test off : 08.12.08
Subculture at 37 day
Test on 1 27.11.08
Test off :11.12.08
Subculture at 7" day
Test on : 01.12.08
Test off : 15.12.08
Subculture at 14"day
Test on : 08.12.08
Test off : 2212.08
Subculture at 21%day _
Teston : 15.12.08
Test off 0 2212.08
Result : No growth of Mycoplasma
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Product Quality and 1¥sposition Department

Diphtheria, tetanus, pertussis (aceliular, component),
hepatitis B {rDNA),poliomyelitis (inactivated) and Haemophilus

influenzae type b conjugate vaccine (ac}sorbed) lot n° 34}31 3 (clinical batf:p) A1 ?7/1 80
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CONTROLS ON CONCENTRATED PURIFIED VIRAL SUSPENSION:

Protein content

Method
Date
Resulit

D Antigen content

Method

Reference standard
Date

Result

Bacterial and fungal sterility

Method used
Media

Temperatures

Volume tested

Inoculum per Steritest

Volume of medium per Steritest
Test on

Test off

Result

- Purity

Result

352 CC5_SPI_AE.dof /19.09.11

. Spectrophotometry
. 27.12.07
: 88.90 ug/ml

: ELISA

. 28.1.99

- 14.01.08

: 7 403 D Antigen U/mi

Membrane filtration

Thioglycollate Soybean Casein

medium Digest medium
30-35° C 20-25° C
20 ml
10 mi 10 mi

100 ml 100 mil
24.12.07
07.01.08

No microbial growth

: 0,012 ug of protein / D Antigen U
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Peoduct Quality and Disposition Depariment

The vaccines division of sinofi-aventis Group

Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemoph[lus
influenzae type b conjugate vaccine (adsorbed) Iot n° 84313 (clinical batch) 128180
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MONOVALENT BULK (TYPE 1, 2 AND 3)

TESTS

ACCEPTANCE CRITERIA

RESIDUAL FORMALDEHYDE CONTENT

80 + 30 pg/mi

PROTEIN CONTENT

For purity calculation

D ANTIGEN CONTENT

For purity calculation

PURITY

< 50 ng of protein/D antigen unit

BACTERIAL AND FUNGAL STERILITY TEST

No microbial growth

KINETICS OF INACTIVATION
DAY 0
DAY 24H
DAY 48H
DAY 72H
DAY 96H

SLOPE CALCULATION (DO, D0+24H,D0+48H)

The infectious titer drops in linar mode

Type 1 : within -0.1187 and -0.1758
Type 2 : within -0.0955 and -0.1820
Type 3 : within -0.1090 and -0.1933

TEST FOR EFFECTIVE INACTIVATION :

DAY 9
DAY 12

No cytopathic effect during amplification process
No cytopathic effect during amplification process
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Fraduect Guality and Bisposition Department The vaccines dtsioss of sanofi-ave s Gmup

Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA},poliomyelitis (mactlvated) and Haemophtlus
influenzae type b conjugate vaccine {adsorbed) lot n° 4313 (clinical batch) 129/180
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MONOVALENT BULK - Type : 1
Lot Number : FA303359

Single harvest used
Date of inactivation
Inactivation method

Date of manufaciure
Volume
Storage temperature

Monovalent bulk period of validity

. Expiry date

CONTROLS:

Residual formaldehyde content

Method
Date
Result

Prbtein content
Method
Date
Resuit
D Antigen content
Method
Reference standard
Date
Result

Purity

Result

352_CC5_SPI_AE.dot /19.09.11

: FA295889 — FA297421
:17.03.08
: 0.88% (w/v) Formaldehyde, 37°C, 12 days

:17.03.08

: 260 550 ml

1 +5°C £ 3°C

13 years

: 17 MARCH 2011

: Spectrophotometry
: 25.03.08
: 84.62 ug/ml - Conforms

. Spectrophotometry
: 26.03.08
: 21.83 ug/ml

. ELISA

. 28.1.99

. 25.03.08

1 248 D Antigen U/ml

Y
\ .
:17.922 ng of pro\gﬂi D Antigen U - Con;g
N DR
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Produet Quality and hispositton Depariment

T}m vacriney division of sanoft-aventis {Jmu;&

Diphtheria, tetanus, pertussis (acellular, component),
hepatitis B (rDNA),poliomyelitis {inactivated) and Haemoph:lus

|nf|uenzae type b conjugate vaccine {adsorbed) lot n° 84313 (clinical batch)

130/180
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Bacterial and fungal sterility

Method used
Media

Temperatures

Volume tested

[noculum per Steritest

Volume of medium per Steritest
Test on

Test off

Resuilt

Inactivation kinetics
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: Membrane filtration
Thnogiycollate Soybean Casein
medium Digest medium
30-35°C 20-25° C
20 ml
10 mi
100 ml

10 mi
100 m|

19.03.08
02.04.08
No microbial growth

Method : viral titration of polio cytopathogenic effect on
sensitive cells
Cell strain used cHep 2
Temperature of incubation 13612 1°C
Test on 1 21.03.08
Test off : 28.03.08
TIME DO DO+24H | DO+48H | DO+ 72H | DO+ 96H
Titer 109.60 105.50 <£102.30 <101.30 <101.30
(CCIDgg/mi) -

Slope calculation

e

362_CC5_SP|_AE.dot /19.09.11

1 -0.1521, Conforms
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Product Quality and DNsposition Department

The vaccines division of sagofi-aventis Grrup

Diphtheria, tetahus, pertussis {acellular, component),
hepatitis B (rDNA),poliomyelitis (inactivated) and Haemophilus

influenzae type b conjugate vaccine (adsorbed) lot n° S4313 (clinical batch)

1317180
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Test for effective inactivation

Method

Cell strain
Volume tested
Virulence challenge

Temperature of incubation
Date of inactivation (Day 0)

Day 9

End of inactivation date (Day 12)

: Cytopathogenic effect on sensitive cells
. Vervet

. 3000 theorical human doses

. viral suspension (type 1, 2, 3)

about 100-300 CCIDg/mi

:37+£1°C
: 05.03.08
:14.03.08
:17.03.08

inoculation date Reading date Result
‘ AtT"day | At14"day | At21%day
@g"&i?ﬁsfoeo 07.05.08 14,06.08 | 21.05.08 | 28.06.08 | .o
Day 9 \s/‘;?“,’:f?_rsfgé‘*thday 21.06.08 04.06.08 Je
f,“e?“j:{tﬂr;aészz’ﬂday 28.05.08 11.06.08 e
peatiredl 29.06.08 06.06.08 cpE
Inoculatio_n:_c_i‘ate Reading date
e G At7"day | At14"day | At21*day
e a1 20,06.08 27.06.08 | 03.06.08 | 10.08.08 | Ao
f’/‘;bnf:,itﬂrsf;g; day 27.05.08 10.06.08
Day 12 | | Subcuiture f;;;thday 03.06.08 17.06.08
f/‘;bnf::tfrsf;:fday 10.06.08 24.06.08
Wpiatebveti 11.06.08 17.06.08 CPE
Resuilt ' No cytopathic effect (CPE)
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