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Bacterial Endotoxins Test
Apparatus

Preparation of Standard
Endotoxin Stock Solution

Preparation of Standard
Endotoxin Solution

Preparation of sample
solutions

Determination of Maximum
Valid Dilution

Gel—clot technique
(1) Preparatory testing
(2) Limit test

(3) Assay

Photometric techniques

(1) Turbidimetric technique
(2) Chromogenic technique
(3) Preparatory testing

(4) Assay

Reagents, Test Solutions
Amebocyte lysate
Lysate TS

Water for bacterial
endotoxins test (BET)

T ¥ b E YRR
3
;éFb#vyﬁ&Mﬁma

2 Ky S RO
RO B
BAAHHREE RO KD

kg 4(#73
(1) FinER
(2) BREZABRY:
(3) ERRABRL
A B
1) &
(2) Wik
(3) TR
(4) sEft
R - R
54— FRK
54— FRARN
I F MY CEBNAK

Wy PR O RBEORERFEOVTIE, ZRATAMLTY
2%, BTWUREHFERTOEEWH [ F P2 o RBMHOR
) TR, BARSEORMIZ, KADOFHHRE 60 kg ¥HVT 5.
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KIG)iHMEBE | FTNSEAKERS i £
Residue on R S AR ER
Ignition/
Sulphated
Ash Test
(Introduction)| (i &) G X 2B s HAKRB N
AR o
(HAERFEELERIIB
B RRFAUINT 5 )
TR %Rz, 21010
% UF 1g EBETHLOD
3, AR 1 g BHHICKD,
KOBIEHEIZE > CHlsh$ 5 &
&, EORGHAAM 1 gilD
X 10mg UFTH2EI k%R
3. Fl, ERHEHDE X,
BRI ORDO R TR L
%, AHERINT 5.
Procedure ek BRAFLOTU B3 2 HARKER )
L T i o
(GURHRHUC M3 2 & BT
[7:72L, RBAERTARS
NTVwaEERREMZELFICH
EYTHREIEMICHDY, HiiLo
L2002 AND, AEREHT
EhTwaboll, 2038
BEIImELT, HEARSE
5.
K H MBI $+IHEE B AR R H i &
Sterility AR
Precautions against BE 1
microbial
contamination
Culture media and i, EERRTEDOHR
incubation Bl
temperatures :
Fluid thioglycollate CBRFA Y I VEE L ~ 5
medium . 3.}
Soybean—casein VA=V - hEL
digest medium ﬂ/b. c ¥4 T2 A M
l
Sterility | HomEE
Growth promotion ; KoM RERER
test of aerobes, i
anaerobes and fungi i
Validation test d') F— 3 v RE— 6
Membrane filtration ! i)‘ T TANT—
Direct inoculation P i —d
Test for sterility of the B O R
product to be
examined |
Membrane filtration ALTFI 74 NS —H:
Aqueous solutions a) WRPE S 7
Soluble solids b) FIRBEHLLIES | 8% 2
LTHWAERR
Oils and oily solutions ¢ iR NI RE K o
Qintments and creams d) BE#H
Direct inoculation of the | B
culture medium
Qily liquids a) il
Ointments and creams b) BRI —
A
Catgut and other BE 3
surgical sutures for
veterinary use
Observation and ERRUBISE, Y E8~9
interpretation of
results
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Application of the test

to

preparations,
ophthalmic and other
non-injectable
preparations required
to comply with the
test for sterility

Table 26.1.-1. Strains of
the test micro— U 7= g A&
organisms suitable
for use in the Growth
Promotion Test and
the Validation Test

Table 26.1-2. Minimum #£3
quantity to be used :
for each medium

Table 26.1.-3. Minimum *
number of items to
be tested
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KERTALTIT 74Ny — X BATERVEEE, V1
=2 A8 ¥4 T2 X MEOBD DI, WiRFA 7
V- VR, 20 ~ 25°C TIET 5.
HRAWERE T 2 55 it B SRR L ST 5 5B At
L) BALKASHTY S 25/ v F BRI ERR
RS 24 EE R,
AVTIT AN —HIIBY A 1 WY okl
TANS— R OREFBEREL LT 100 mL &7 5.
RGP S PR~ OBEE | Ei
BB BT 2 RRES  HOREFEDON- L
XiE, REEHETE. 5L, RHER, HREOMKREY
P oEEHRAKICHEND o - LW I NBSITIE, AR
BREFITENTEDL. HRROME, RORENZOOLNE
WwEER, EERRIIESLTE. HoRGHEDORE X
i, FlEENET 5.
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[y R %70 Ok &R B ROREL:
e LTHE.
KEREA FRR 100 mL BLE) OREID B &K 10
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. FPXTRMOZ L2 RT3,
. BARRAY, 17, EEA 9 1 TEFER, ICHET S b 00

3, BHARECEGT S, 2B, BALZERMN L DI
DWTE, WERET 2 L0013, BUYOBFAICERL -
LOIDWTHREEITS. )
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Appearance of solution

Readily carbonisable
substances

Oxalic acid
Sulphates
Aluminium

Water

Sulphated ash
Bacterial endotoxins
Assay

Storage

MEEREE (1) Bk
FBLRAEE (5) MEEEMY

HIEERER (3) YRl
MBESER (2) WEBEN
BEL v,

Ao

MR

BE L v,

Bk

R 07 RAHIH I O AR 1 &
Sodium Chloride Eirrywa
Definition BanE e
Identification A HeRAB (1)
Identification B HeRRB (2)
Acidity or alkalinity ﬂ%ﬁ;ﬂﬁ (2) T TN H
Bromides FEEERER (5) KLy
Ferrocyanides FERR (7)) 7217
&
Iodides MIEREE (6) a1t
Nitrites BE Lk,
Phosphates FERER (4) Y UmiE
Sulphates PLRERER (3) AkMEIE
Aluminium BEL 2w,
Barium MEERER (100 v A
Iron PLRESER (9) 5k
Magnesium and MR (1) <732 ¥v A
alkaline-earth metals BRU7hA) LEER
Potassium el
Loss on drying IR B
Bacterial endotoxins HEL 2.
Assay Yich ids 3
F Ry RAHE IR $5TNBGE TAER K i &
Citric Acid Monohydrate VESE:
Definition WaoERHE
Identification AR
Appearance of solution FEERER (1) ¥k
Readily carbonisable LB (5) WNER LY
substances
Oxalic acid MEERER 3) Yol
Sulphates FREAER (2) WM
Aluminium Bl
Water K
Sulphated ash EHERIR 5T
Bacterial endotoxins B L.
Assay SE R
Storage i
R RAEH B+ IUEOIE 14K R )i i€
Citric Acid, Anhydrous iy e dVg. 4
Definition B D& B
Identification B ARR
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E AW LR ) H1 ML B AEE ¥ W& B L 3l - IE H AR RS i £
Carboxymethylcellulose Calcium | AL AT —ZXH N Lo A Corn Starch [ i w n RV S 7
Definition D9} Definition IR
Identification A AR (D) Identification A MR (D
Identification B e RER () Identification B HeR AR (2)
Identification C HERAER (3) Identification C HERAR (3)
Identification D W2 (@ pH pH
Alkalinity MIEREE (1) 7ah Loss on drying YRR
Loss on drying et B Residue on ignition IR
Residue on ignition SIS Limit of iron FEELAER (1) 8K
Limit of chloride #LAE (2) ELY Limit of oxidizing substances | #LEERER (2) ML HE
Limit of sulfate MREARR (3) HRARIE Sulfur dioxide determination| HLEEFER (3) “Wefk4 +
FeI SR PB #TMUE HARR S % HETH A HEH HH N IE A ARRRH L E
Wheat Starch ALFF LT Potato Starch N4 rafFr7Ty
Definition P/} Definition e
Identification A RSB () Identification A WL AER (1)
Identification B HRRE (2 Identification B LA (2)
Identification C HRAR (3) Identification C R (3)
pH pH pH pH
Iron MRZSER (1) &% Iron MEERER (1) 8k
Total protein BT L%\, Oxidising substances MERER (2) MEYE
Oxidising substances FEESRER (2) MebtiyE Sulphur dioxide FEEREE (3) Mk A A
Sulphur dioxide FIERER 3) “Mik1 A Loss on drying (A 385
Loss on drying G Sulphated ash BRI ST
Sulphated ash ‘i"ﬁf“'?iﬁ
R RHHIEH - NOE B A KR S %
R H WA - SR N 4R % Benzyl Alcohol NYSLTAa—I
Cellacefate Nife7 7 VL o — 2 Definition K3 OE BRE
Definition B0 & R AE Identification AR
Identification AR Appearance of solution FEEAR (1) IR
Viscosity HIE Refractive index it 7 e
Limit of free acid MURERER (2) MM Acidity HMERER (2) A
Water K5 Benzaldehyde and other MERER (3) NXUATNFEF
Residue on ignition B related substances L ROEIADY: it <k
Phthalyl content CEE (1) AAEEINLY Peroxide value RUBERER (4) AMALDM
1V Residue on evaporation FIERER (5) AIEREYW
Content of acetyl Wik (2) 7TEFAHE Assay s REE
Packaging and storage ik




136 BEWEH
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BERH EZarE
Sodium Dodecy! Sulphate SDS BV T7Z2INTIFSNL Amino Acid Analysis VWA Sikik
Polyacrylamide Gel LAk EhEE -
Electrophoresis Apparatus ®E
(SDS-PAGE) General Precautions — W
C}ﬁlii,cat;r;ls;i,;?dgfcels 1 ;-)gg;é ZUNT S ETN Reference Standard Material | HE#WH
Denaturing Polyacrylamide 2. EURBTFRYT 2N Calibration of KB
Gel Electrophoresis 7 3 Py ES kS Instrumentation
Reducing conditions 1) Rkt Repeatability figite
Non-reducing 2) FeIEet Sample Preparation AH AR
conditions Internal Standards B E
Ctﬁgﬁﬁféfﬁﬁsd 3. ﬁ%ﬁﬁg WAy ER Protein Hydrolysis 7z A FTE OIS 7
Buffer System Gel Method 1 Jidk 1
Electrophoresis
Preparing Vertical 4. BEAEBLS TR SDS Hydrolysis Solution 1}[]71(?}%?75
gé?;:ggg{]l:%(siefigg:r SDS ;)‘1‘;!;)& TIYLNTIFFN Procedure BlEE
Assembling of the gel D YVIBERA Yy POl Method 2 ik 2
moulding cassette S Hydrolysis Solution Tk 53 R H
Preparation of the gel 2) YLORR Vapor Phase Hydrolysis SN
Mounting the gel in the 3) ERKBEE~DT L Method 3 Fdk 3
electrophoresis DI 7 B ik &y 55 . .
apparatus and -3 Hydrolysis Solution TN 53§
:é%c;f;’gf,‘gre“c Vapor Phase Hydrolysis SHIIA ST B
Detection of Protein in Gels| 5. # LD AETEOBRK Method 4 itk 4
Coomassie staining 1) 7=y —Bfn Oxidation Solution 413
Silver staining 2) i Procedure Bk
Drying of Stained SDS 6. YefuL7: SDS-HY 74 Method 5 Higk 5
Polyacrylamide Gels VL7 I KXotk Hydrolysis Solution Ak
Molecular-Mass Determina:| 7. T ROWE Liquid Phase Hydrolysis MUK 53R
Validation of the Test 8. Kb L 7SRO M4 Method 6 itk 6
Quantification of Impurities | 9. A#WNER Hydrolysis Solution Bk 53 AL
Reagents, Test Solutions R - SR Vapor Phase Hydrolysis SR 53 %
Blocking solution (231 €1 Method 7 Tk 1
Coomassie staining Va8t Jut %1 Reducing Solution BIH
solution Procedure Befeik
Destaining solution JBe £6 3t Method 8 S 8
Developer solution Bl Stock Solutions o813
Fixing solution B2 S Reducing Solution I
Silver nitrate reagent MR, S Procedure e
T;iecagg:?t)acetic acid I‘%7 o oM, M Method 9 Fi 9
Table 1 - Preparation of 1 ErVvoRY Stock Solutions W
resolving gel Carboxymethylation HEEF S XF NALEH
Table 2 ~ Preparation of ®2 BESVORE Solution
stacking gel Buffer Solution B
Procedure Bl
Method 10 FiE: 10
Reducing Solution BT
Procedure Befrik
Method 11 HEE 11
Reducing Solutions Bt
Procedure Btk

Methodologies of Amino
Acid Analysis General
Principles

Method 1 - Postcolumn
Ninhydrin Detection
General Principle

73/ BAO)iEt T
A

Fi:l =ve¥
2R T aBiDEE




Method 2 - Postcolumn
OPA Fluorometric
Detection General
Principle

Method 3 - Precolumn
PITC Derivatization
General Principle

Method 4 — Precolumn
AQC Derivatization
General Principle

Method 5 - Precolumn
QPA Derivatization
General Principle

Method 6 — Precolumn
DABS-CI Derivatization
General Principle

Method 7 — Precolumn
FMOC-CI Derivatization
General Principle

Method 8 - Precolumn
NBD-F Derivatization
General Principle

Data Calculation and
Analysis

Calculations
Amino Acid Mole Percent
Unknown Protein Samples

Known Protein Samples

Jik 3 PITC 7LA5 4
E 2t 147
Y4 AQC FLH I L
Kk

Jig: 5 OPA 7L #5 A
F kb

Jitk 6 DABS-Ct 7L #
F hEEALE

%k 7_FMOC-Cl 7L #
5 LA H

)itk 8 NBD-F 7L #3
Zigs L

7 — & OFL & AT

it

T I/ BOELS
K7z A DVEAH
BT A VRS
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Capillary Electrophoresis
Apparatus

Capillary Zone
Electrophoresis

Optimisation
Instrumental parameters
Voltage
Polarity
Temperature
Capillary

Electrolytic solution
parameters

Buffer type and
concentration

Buffer pH
Organic solvents

Additives for chiral
separations

Capillary Gel
Electrophoresis

Characteristics of Gels

Capillary Isoelectric
Focusing

Loading step

loading in one step

sequential loading
Focusing step
Mobilisation step
Optimisation

Voltage

Capillary

Solutions

Micellar Electrokinetic
Chromatography (MEKC)

Optimisation
Instrumental parameters
Voltage
Temperature
Capillary

Electrolytic solution
parameters

Surfactant type and
concentration

Buffer pH
Organic solvents

Additives for chiral
separations

Other additives
Quantification
Calculations
System Suitability

Apparent Number of
Theoretical Plates

Resolution
Symmetry Factor

Signal-to-noise Ratio

T AR Ty
BETHR
F v €7 ) —BAkBhiL
Wil

. ¥Fx¥5 Y-V —rHER
kg
53 Mk s
BIIIMT BT A — 5 —
(1 EH
(2) wtt
(3)
(4) EME
%%g@ﬁﬁ%?aﬂix

(1) EBHOMB L B

(2) %BHO pH
(3) Al

4) FINrMDIHD
R E

2. FrEITV - NEAIK
Bk

FOKE
3. FrV¥SU—SENAR
kB
(1) #EHRm
(i) T AF v FiEm
(i) JEHEDY TN
(2) K
(3) B
3844
(1) &H:
(2) EMEF
(3) s

IbrBEIOZNTT
7#: (MEKC)

5314
BBCMT B85 A5 —

1) g

(2) WK

(3) BT
E%g@ﬁumtéﬂax

-~

(1) R A O &
=313

(2) %#BEO pH
(3) fHbEHE
) i Uikt kel

(5) F OO T
& w5 AT
Fig-}
WEENT A—5 —
SRR
¥ — o OREE
Sy A-4 Xk
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Total Protein Assay
Method 1
Standard Solution
Test Solution
Procedure
Light-Scattering
Calculations
Method 2
Standard Solutions
Test Selution
Blank

Reagents and
Solutions

Copper Sulfate
Reagent

SDS Solution

Sodium
Hydroxide
Solution

Alkaline Copper
Reagent

Diluted
Folin-
Ciocalteu’s
Phenol
Reagent

Procedure
Calculations

Interfering
Substances

Sodium
Deoxycholate
Reagent

Trichloroacetic
Acid Reagent

Procedure

Method 3

Standard Solutions

Test Solution

Blank

Coomassie Reagent

Procedure

Calculations
Method 4

Standard Solutions
Test Solution
Blank
Reagents

BCA Reagent

Copper Sulfate
Reagent

Copper-BCA
Reagent

Procedure

Calculations
Method 5

Standard Solutions

BEWHH
TeAEERE
Tkl (SESVRILE:)
HER
Bl
bt &30
s
itk 2 (Lowry &)
Bis
Xt
i
RE - A

W

SDS i, 5 %
KL Uy
2 F .
YR Z L5 S

#

B7 40 YRR

MY 7 oofig

Bk
Ji#:3(Bradford #:)
FEHE W
gty
r—=v—RM
Bt
Atk

HéE 4 (¥ raz
M)

AR
xR
BCA #i
$ - BCA #ifi
BivEL
&
##: 5 (Biuret )
BRI

Test Solution AR LRI ORI
" #i% (hot water)
Blank x BR Ak ’C'li“tg K (xR
Biuret Reagent ¥yl y bR BB
Procedure Befik BRI ENER O
. s Blex 8.
Calculations FIN=k7 5
Interfering wEWH
Substances
Comments i
Method 6 Jik 6 GRAE)
Standard Solutions LA
Test Solution AEHEH
Blank Fogiitid
Reagents RE - R
Borate Buffer 7 7 MR i L
Stock OPA OPA i
Reagent
OPA Reagent OPA #A#
Procedure B
Calculations 27
Method 7 Jig: T BENEH)
Procedure A Bk A
Procedure B #wfE8: B
Calculations i A
¥Ry HANER -1 NYIE O AR A
BEHH
Isoelectric Focusing SEALR kB
Theoretical Aspects A&
Practical Aspects ¥lE
Apparatus il
Isoelectric Focusing in FUYTI2IVNTIEFL
Polyacrylamide Gels: FE AR
Detailed Procedure BEDEM
Preparation of the Gels SER AL O P L
1) 75 per cent 75 % RITIZUNT
polyacrylamide gel E o 4
2) Preparation of the DM AT
mould
Method ik
Variations to the ARABREOMBO L
Detailed Procedure (KEEDLE 2K
{subject to validation)
Validation of Iso—electric SEOERKB AL
Focusing Procedures Keak
Specified Variation to AEOPIENE N
the General Method
Point to Consider ER
Figure - Mould ¥E
Reagents A - Rl - y—=
o . . | R R
Fixing solution for RUTIZINT I Y| OBl
isoelectric focusing VAR ERIKEI | o Tid
in lpo]yacrylamide ] 2 RS I
g s =% —Ref R
B i






