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* . INTERNAL USE ONLY IN CONFIDENCE

Office of Laboratories and Scientific Services

Therapeutic Goods Administration

Operations: HPLC Manual

Procedure . HPLC —01 - General HPLC — WORKSHEET

witen G
Authorised 522 ]

Date issued | DD/MM/YYYY

Revision # [7

HPLC - 01 — General HPLC - WORKSHEET

TEST DETAILS

I TEST NAME IgG SE-HPLC
METHOD HPLC - 10 - Immunoglobulin SE-HPLC — SOP revision#6
REFERENCE
METHOD This worksheet is in draft.

MODIFICATIONS

(if any)

MODIFICATIONS
APPROVED BY:

NAME OF ANALYST _ TEST DATE ﬁ o 7(5:

BUFFERS AND SOLUTIONS
SOLUTIONS BATCH No:
‘ MOBILE PHASE (pH 6.9 =0.1)-2L

9.746 + g di-sodium hydrogen orthophosphate dihydrate, Na:HP04.2H:0

3.482 + g sodium dihydrogen orthophosphate monohydrate, NaH:PO..H:0 X — Py
23.376 = g sodium chloride, NaCl “-:f SANI t (
In2000ml ddH20

COLUMN WASH SOLUTION A (pH3.0+0.1) - 250mL
17.755 4 g sodium sulphate, Na:504 (F SANIF =2
Make to 200m1 with ddH20. pH to 3.0, make up to 250ml - l ? BA 7 al
COLUMN WASH SOLUTION B - 250mL
1.218 + g di-sodium hydrogen orthophosphate dihydrate, Na:HP04.2H.0 . &
0.435 + g sodium dihydrogen orthophosphate monohydrate, NaH:P04.H:0 - ( ? TA'N'.; =y
Make to 200ml with ddH20, add 50ml of acetontrile

COLUMN STORAGE SOLUTION - 200mL

20ml methanol /

| Make up to 200m! with ddH20

m— ol — e ]
Sodium Chloride Solution (0.9%)
0.9 g sodium chloride, NaCl ! ( ?TKV /? = “(
Dissolve in 100 mL of distilled water o
Record Details HPLC worksheet - Normal 1gG - 170100091, 170100092, 1608003191, 1608003192
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* . INTERNAL USE ONLY

IN CONFIDENCE

. PIPETTES USED AND EXPIRY DATES

Sample compartmenttemp: 6 £4 °C
Pump flowrate: 0.5 mi/min

Sample injection volume: 10 pi
Detection: UV 280nm (16nm) Ref 360nm
(100nm)

Run time: 60 min +

§2C}L‘f — loferf(#
22018 — rf Zo/e2((?
a _ 2SI F
Se4s — L[l LF (eroa]
HPLC setup
Column compartment temp: 21 + 10 °C | Gradient setup:  Isocratic / -Gradient

Column# 40, 013, 104,145, }52
) —_—

TSKgel 3000SW, 600x7.5 mm (Cat#: 05103 ) or TSK gel 3000 SWxI
Column ( RRP- SE / IEX+f-other ) 300x7.8mm (Cat#: 08541) columns are suitable.

- 10% methanol
Column storage condition

‘ Sample set sequence

Injection # L ~_ Sample name Number of injections
Pre-sample sequence
1 Blank 1
2 Reference standard 3

Sample sequence

5 Anti-D - 1608003191 3
Anti-D - 1608003192 3
Post sample sequence B B

Reference standard 3

Blank 1

Total number of injection 20

Record Details HPLC worksheet - Normal 1gG - 170100091, 170100092, 1608003191, 1608003192
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- INTERNAL USE ONLY IN CONFIDENCE

- [REFERENCE MATERIALS

NAME AND CODE BATCH NO:

EDQM Human Immunoglobulin (molecular size) BRP Batch 1.2

WL 3 -H|1

REFERENCE MATERIAL PREPARATIONS AND CALCULATIONS

Blank —edh26- [’
‘ Reference standard — 100 mg/ml (dilute using ddH20)

Reconstitute each vial with 7.0ml of ddH20 \N/ 04 % Nal Q
Storage — 4C for 2 weeks, -80C for 12 months

— W/LQ 703“ Iﬁow)/mL
Md 4 of

e. 20w [ o 5sz

Assigned potency — 700ml/vial 100 Wj / /“‘Q A([\k\"ﬁ to

Hopp/n
/\
20\
/ ‘ﬁﬁ/&k"\ J

o OI/ NACi}

J 7

Record Details HPLC worksheet - Normal 1gG - 170100091, 170100092, 1608003191, 1608003192
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INTERNAL USE ONLY

IN CONFIDENCE

J SYSTEM SUITABILITY CRITERIA AND RESULTS
] PARAMETERS LIMITS RESULTS COMMENTS
Reference standard (n= 6)
%RSD (System precision) —— N
Peak area for the monomer peak of the 0/ ’c[ R e " 9\/}
| reference preparation from triplicate : 0c¢ " 415){\
injections at the start and at the end, / (057.) /. ')
| breacketing samples. p AS S i
| Relative retention time (RRT) _22.03% _ 3¢ /
Of the dimer to the monomer peak T 174t
L N litiidigi s — sEL L SIS
‘ —
J Relative retention time (RRT) ( r e p
| Of the dlmerw monomer peak nc%wl + ¢ rhss v
| %RSD NS :
~ +. Ad (,1‘
Peak area for the mononl:enJ o /- Lk
| “reference-preparation from tnphcate ; [ 7o\ pecod |
injections v e

Mongner

p—

Ank-D 160810 0314 |

({(m(./ 27| (!.C'C‘) A 2;.0/'('-(“'- v
e — e ———
nonome i 27.5 H‘_a)%/, ) 35 Q“j

»/A{D e

(.'r'; h)//;';'\ Al Ujf’f"(”(‘& /

B .7

Record Details
Last Editor
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INTERNAL USE ONLY IN CONFIDENCE

SAMPLE DETAILS

SAMPLE NAME Human Anti-D Rho Immunoglobulin — Human Immunoglobulin G
(1gG) — 6251U Gy

LIMS No: 1608003191

BATCH No: 3690850044 EXPIRY: 08/08/2018

SAMPLE DILUTIONS, CALCULATIONS and DATA

Initial Conc. Vol. sample Vol. diluent Final Conc. DF Inj. Vol. /l’&,}p\/\
17mg/ml 40 mg/ml 1 .

E=k)

Dilute sample to 40 mg/ml using 0.9% sadium chloride

DATA LOCATIONS

Hard copies of Empower reports YES /@ Data location in TRIM l Pf?' 5_())(8

attached?
TEST RESULTS
PARAMETERS LIMITS RESULTS COMMENTS
Purity [ oA ot er) ]
2 £5 /¥
IgG Monomer and Dimer (Area B) . "
3% A Phss A

Impurity

Aggregates (Area A o, 2 )0
s P 2% | tass 7| P

MDDV s S

Fragments (Area C)

SAMPLE RESULTS: F1 PASS 0O FAIL

SigtiatireePanalbels ol e e s s Date: 25 /9 /| |#

Checked by: ...q.s _

................. Date: 25 /IAN/ Lot7

2% /o0 /1 (F#

Record Details HPLC worksheet - Normal IgG - 170100091, 170100092, 1608003191, 1608003192
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INTERNAL USE ONLY IN CONFIDENCE

EEWM!  Australian Government Office of Laboratories and
¥“ Department of Health Scientific Services

Therapeutic Goods Administration

Operations Biochemistry — Forms

| Procedure | Forms — Reagent Preparation Record

W
Authorised N

. Date issued 20/06/2014
Revision # |3

Reagent Name: __Mgbyle I/AGS( ( 10)() sBHPLC ) Firial Mehive: 2.0

Prepared by: Date: Expiry Date: Batch #: eg. LBO10CT09-1 | Storage Temperature:
ﬁ (Floi JIF 17/ e3/\F -HIAMV = RT

. Balance / Final Conc
Required Measured >
Component Manufacturer Batch # Algio it Nrvsistiit Plpettz LIMS (%étr(;M,
(L" Na, HPOy _2H.0 ‘Su},»\,\- aldack| S2B81Mr | . Fdha| 2. F ‘{'3{4} v el
fg"d'b\[ﬂJ"l\h{k“'c A-l)(’.'ﬁl ¢ J ; 2 YA
\.‘1(1\»}clm’Te i‘f/\ yAF+ ‘1‘1;//"0\

) NaHa PO H. 0
Sedwin physarate pundas)) Sima—aldad |SLBD FLATV |2 . 482 ol 2. ¥744 S2ind Y i
T MW7 (3 1940 » J

€ Nacl

™

(sadim cilorid ¢ ) Me-dc K4S 7SC 20t 273464 | 23. 3H)4q | 3SLILL "l
Mw= 5% di)/jm J 2 I
3 | Adjusted with:

pks Target pH: Init'al PH: @/ HNOs / HsS04 / HsPO4 Final pH: | pH Electrode LIMS#: (circle)
A@stment | _¢ -] e  saiiiesici S €93 (816532100

o -

Filtration None 0.45um 0.2um Other:
(circle): e ®
Other
Comments:

Attach B Here
{)- :l/Cu\‘ /l(.:' \1 \3: 21\q

—A-N + 47429
o3 ¥ 34799
0O& N+ R.3BG

Record Details R14 814225 Forms - Reagent Preparation Record
Last Editor Edit Date 23/06/2014 12:08 PM
Print Date /2017 11:42 AM Page 1 of 1




INTERNAL USE ONLY IN CONFIDENCE

Australian Government Office of Laboratories and

Department of Health Scientific Services

Therapeutic Goods Administration

Operations Biochemistry — Forms

‘ Procedure | Forms - Reagent Preparation Record
written - = ]
‘Authorised N
| Date issued | 20/06/2014
Revision # |3

Reagent Name: (c’L.m\ TN SO[LT(W--’L A (/61 (,7 SEH/LL)pma Volume: 230 /LJ(

| Prepared by: Date: Expiry Date: Batch #: eg. LBO1OCT09-1 | Storage Temperature:
T P R I T T

[

[ Balance / Final Conc

Required Measured ;
Component Manufacturer Batch # Avannt s Plpettz LIMS (%étrcr;M.
Q©_Na, S0 Meick K60 3Y3FE (7 75Vq | [2. 7500 | S20k =

/ ‘ S‘o/v[ um s M}/"/I‘\"‘?"

2t
NI LA G

Adjusted with:
Target pH: Initial pH:

ph . F 42 @ I HNO3 / H,504 / HsPOs Final pH: | pH Electrode LIMS#: (circle)
AWstment -0 : 2 4. /
- _ NaOH / KOH / Other: 2% |(pr6s /32109
Filtration  yNone" 0.45um 0.2um Other:
(circle): <\/
Other
Comments:
N -Jan-2017 14:39:32
Attach t Hereecr:n 179539
Record Details R14 814225 Forms - Reagent Preparation Record
Last Editor N Edit Date 23/06/2014 12:08 PM
Print Date 3/01/2017 11:42 AM Page 1 of 1




INTERNAL USE ONLY IN CONFIDENCE

Australian Government Office of Laboratories and
Scientific Services

Department of Health
Therapeutic Goods Administration

Operations Biochemistry — Forms

Procedure Forms — Reagent Preparation Record .

witen )
Authorised 522 ]

Dateissued | 20/06/2014
Revision # 13

Reagent Name: (‘-/gmn Wosh solefisn £ (l@(; §EH/’CC) Bl Vsliiiia: 23‘5/1\[

Preagred by: Date: Expiry Date: Batch #: eg. LBO10CT09-1 | Storage Temperature:
ﬁ ESAVE s | oz | g
x Balance / Final Conc
Component Manufacturer Batch # 'xgz'l:ﬁ? M:rii‘:ﬁd Pipette LIMS (%, mM,
# etc)
o~ [ i ,‘ ) R - ~> — v I3 =
D Na. [P0, 2H, 0 ng/um-a/r//rzk SZB92%2¢ | [2ifa | i-2(24 22126 ¥ il
[ sodun despufe didesd : ‘ . /
Abadte’ MW=i7711g ol
& NaH Poebfo | SLED?2V [ 0-45%a | 042q | 32126 "l
/’ g‘(,‘/_/lup\ [[J!O?ﬂlu'!z Man dLasi, g HI]/M'\ ‘(J[{/?bl\ }
/:«m:/ m‘( < - .‘
/ r-( b,‘ = ‘Z ?’ 25 j/ﬁu‘ ; . Hfﬂ&u 2 Hf
%) Acetinrale Mk (326530614 | SOML | SO Cy (iade - il
B Adjusted with:
P Targe%(: Initial pH: HCI / HNOs / Final pH'/pH Electrode LI ~(circle)
A!stment /
/ / KOH / Other: 74 8165
1

—

Filtration ( None 0.45um 0.2um Other:
(circle): \)
Other
Comments:
Attach E Here
17 -Tan -20\7 13 6S: O
OSSN + )\ ~l\7_c&
e N + D.432% c:)
Record Details R14 814225 Forms - Reagent Preparation Record
Last Editor s22 ] Edit Date 23/06/2014 12:08 PM
Print Date 3/01/2017 11:42 AM Page 1 of 1




INTERNAL USE ONLY IN CONFIDENCE

*
FEWNE  Australian Government Office of Laboratories and
55 Scientific Services

Department of Health
Therapeutic Goods Administration

Operations Biochemistry — Forms

Procedure | Forms — Reagent Preparation Record
written 2
Authorised s22 |

Date issued | 20/06/2014

Revision # |3

Reagent Name: 564/?&1/)\ CA/C"TL/E, )z.[(,\ﬁo,“ (O-"I /aw/v) Fital Valiifne: /OJJ
( l96 SEHALC

Pregared by: Date: Expiry Date: Batch #: eg. LBO10CT09-1 | Storage Temperature:
h /oL /17 203017 | e -4 | __RT

Balance / Final Conc

Required Measured :
Component Manufacturer Batch # AMOLIE ArGRint Plpettz LIMS (%éth
facd Mok K4VTiG2uttyl 0.94 | O30kg | 2212d | |

I ( S‘C'c/l&y‘m d«/a- ,;ﬂ/e )

|

Adjusted with:

Target pH: Initial pH: -
P 3 / HCI / HNO3 / ¢/ HzPOy
Ahstment /

= / _ / NaQH7TKOH / Other:
Filtration one 0.45pm 0.2um Other:
(circle):
Other
Comments:
Attac its Here ,
—> | 7-Tan-2017 (41462
AN FO- ‘gclga
Record Details R14 814225 Forms - Reagent Preparation Record
Last Editor N Edit Date 23/06/2014 12:08 PM
Print Date 3/01/2017 11:42 AM Page 1 of 1
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