10 (JLAC10) 2
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[Det ai | ed Regul ation for The Methodol ogy Code]
1. “Radi oi munoassay (Rl A)” (001 010)

(1) “RI Anet hod” i ncl udes t he | RVA net hod, t he RI ST net hod, t he RAST net hod,

etc.

(2) As for B/ F separation nethods, “Solid phase method” incl udes t he beads
net hod, the particle method, the tube nethod, the disk nethod, etc.

(3) “Gthers-l to V' (007 010) applies to the follow ng cases.

i Those cases in which the B/F separati on nethod for the i temconcerned
does not neet the criteria of any of the classification codes 001
006.

[application exanple] 007(RI A others-1) “Anti-human | gG net hod”

ii Those cases in which several assay nethods(reagents) are avail abl e
for the item concern-
ed, sone of which enpl oy t he sanme B/ F separati on net hod, where the data
obt ai ned are not readily interchangeabl e.

[Appl i cati on exanpl e]
001(RI Atwo-anti bodi es net hod) CEAEi ken(doubl e anti bodi es net hod)
006(I RVA et hod) CEA Di napot (beads solid phase net hod)
007(RI A others-l) CEA The First Rl (beads solid phase nethod)
008(RI A others-11) CEA Cl S(doubl e anti bodi es net hod)
2 “Enzyme inmmunoassay(El A)” (021 030)

(1) “EI A method” includes the ELI SA met hod, the | EMA(I mmunoenzynonetric
assay) net hod, and the EM T (Enzyne mul tiplied i mmunoassay t echni que)
nmet hod.

3 “Fluorescent anti bodytest” (161 162)and“Enzyne-l abel | edanti bodytest”
(171)
(1) I mmunol ogi cal assay, including the “Fluorescent antibody test” (161
162) and the “Enzyne-l abel | ed anti body test” (171), is a technique
to detect anti bodi es specific to an antigenin biol ogi cal sanpl es such
as tissue sections or culturedcells. Thus “Fl uorescent anti body test”
and “Enzyne-l abel | ed anti body test” for immunohistol ogi cal staining
are each classified as arelevant itemin the category of cytol ogical
and pat hol ogi cal assays.
4 O her inmunol ogi cal assays
“Enzyne imunofixation nethod” (181) is a nethod of staining or
col orinetry dependent on the enzymatic activity of the target nol ecul e
itself which is displayed after it is captured and fixed by the
anti gen-anti body reaction. The “I munoabsor bent assay (I AA) net hod” is
i ncl uded.
“Inmobi lization test” (186) is a nethod to detect the inactivation of
an antigen carrier caused by the specific antibody in a test sanple,
with detection by eye, etc. The “Immobilization nmethod” used for the
anti-sperm anti body test is included.
5 *“Chromat ography” (201 210)

(1) “Hi ghperformanceliquidchromat ography” i sclassifiedin204regardl ess
of the attributes of the detectors enployed such as fluoroneter,
el ectrochem cal detector (ECD), etc.

(2) “Qther chromat ographi es” (210) i ncl udes the foll ow ng.
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Affinity chr omat ogr aphy, Cel chr onat ogr aphy, | on-exchange
chromat ogr aphy, |on chronat ography, etc.

6 Centrifugation
“Coi |l planet centrifuge nethod” (222) is a technique to record the band
of henol ysi s of thetestederythrocytes producedin an osnotic pressure

gradient inthe coil, which corresponds to the sedi nentation tube, of
acentrifugehavi ngtwoaxesof rotation, andthisappliestothefollow ng
items:

Dynami ¢ physical test of erythrocyte nmenbranes; etc.
7 “Electrophoresis analysis” (231 240)
(1) “Qther el ectrophoresis” (240) includes the foll ow ng:
| sot achophoresis method; Cell electrophoresis nethod; Hi gh voltage
el ectrophoresis; etc.
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8 El ectrochenical analysis
“Qt her el ectrocheni cal anal ysi s” (270): Deterni nati on of oxygen parti al
pressure or carbon dioxide partial pressure, etc. by nmeans of a bl ood
gas anal ysis apparatus is classified in this category.

9 “Absorptionetry analysis” (271 276)

(1) Various colorinmetric nmethods and enzynatic nethods with the prefix of
the inventor’'s name are classified in the category “Absorptionetry
anal ysis” as a relevant item based on the wavel ength neasured.

(2) “EIA nethod” is excluded fromthe category of colorinetry.

(3) “Sandwi ch binding protein assay” (276) is a nethod in which a target
nol ecule is captured by neans of a specific binding protein and
determ nation is acconplished by neans of an enzyne-l abel | ed probe,
etc., and this applies to the followi ng itens:

Hyal uronic acid; etc.
10 “Lum nescent photonetric anal ysis” (281 283)

(1) “Lynphocyt e bl ast ogenesi s” t est by t he EB(et hi di umbr oni de) f| uor escence
nethod is classified in the category “fluoro photonetry” (282).

11 Physi cochenical assay method/ Qt hers

(1) “CGelation reaction[qualitative]'(296) is a nethod to detect visually
the agglutination of an extract of Linulus henocytes follow ng the
addition of endotoxin, and this applies to the followi ng itens:

Li mul us test

(2) “Celation reaction”(297) applies to those cases in which the
aggl utination of an extract of Li mul us henocytes fol | owi ngthe addition
of endotoxin in the liquid phase is optically determnm ned as a change
in turbidity, and “Turbidity tinme analysis” is included.

12 “Blood cell count” (301)

(1) Determination of Henogl obi n(Hb), Hermatocrit(H ), MV, MCH, and MCHC
by means of an aut omat ed hemat ocyt oneter or classification apparatus
is classified in 301.

13 “Coagul ation and fibrinolytic factor assay” (311 320)

(1) Assays based on deternination of clotting time manually or by neans
of an aut omat ed appar at us such as t he PT net hod, APTT net hod, SDA net hod,
Bet hesda nethod, etc. are classified in 311.

(2) “Synt heti c(chronpgeni ¢c) substrate nethod” (315) applies only to tests
concerning coagul ation and fibrinolytic factor systens.

(3) “Platelet agglutination test”(316) applies to tests concerning
coagul ati onandfibrinolyticsystens, inparticularrelatingtoplatel et
aggregation function, and this applies to the followi ng itens:

von WIllebrand factor activity; etc.
14 “Chronmpsone anal ysi s” (401 420)

(1) Staining nethods are classified in each corresponding item403 to 407
inprinciple, and only those cases in which the rel evant itemdoes not
exi st or the staining technique is not specified are classified in
“Differential staining”(402).

(2) “Doubl e staining”(416) includes the follow ng:

QM AMD et hod; H33258/ AMD et hod; QM CMVA et hod; H33258/ CMA et hod,;
DAPI / CVAnet hod; DAPI / AMDret hod; CMA MGnet hod; DA/ DAPI et hod; M& DAPI
net hod; etc.

15 *“Pathol ogical tissue and cell staining (1)" (431 650)

(1) Iron staining of peripheral blood cells using the Berlin Blue nmethod
is classified in 529. “lron stain”(541) applies to the tissue iron
st ai ni ng based on the yel | ow prussi ate of potash nethod, or catal ytic
net hod, etc.
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(2) “Test for term nal deoxynucl eotidyl transferase(TdT) activity by the
i mmunof | uorescence nethod” isclassifiedin6l8asacriterionof enzyme
st ai ni ng.
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(3) “Pat hol ogi cal tissueandcell staining(l), Ghers”(650)isthecategory
for thosecasesinwhichthestainingtechni que does not neet thecriteria
of the itens 431 644 and is not based on an i nmunol ogi cal nechani sm
in principle. This applies to the following itens:

I ndi an i nk phagocyte test; NBT reducing test; etc.
16 “Pathol ogical tissue and cell staining(ll)” (661 680)

(1) “Fl uorescent anti body net hod” (661) i s an i munol ogi cal stai ni ng net hod
usi ngfl uorescent -l abel | edanti bodi esagai nst ti ssueor cell ul ar anti gen
whi ch does not neet the criteria of any of the itens 431 644. This
applies to the followi ng itens:

Lynphocyt e surface anti gen anal ysi s usi ng nonocl onal anti body; etc.

(2) Sane as those of “Fluorescent antibody nethod” (661) described in the
application criteria(l) of “Enzyne-l abel |l ed anti body mnet hod” (666).

(3) Tests exam ni ng pat hol ogi cal tissues or cells by electron nicroscopy
areclassifiedin®“electronmcroscopy” (671) regardl ess of the objects
to be observed, the technique of heavy metal staining enployed, and
ot her conditi ons.

17 *“Morphol ogi cal test” (701 735)

(1) “Negative staining”(720) i s a net hod of observati on based on stai ni ng
t he background, such as that of spirochetes or fenestrated bacteri al
nmenbranes to visualizethecellsinmcroscopy, andincludes the | ndian
i nk et hod, nigrocin method, Congo red nethod, etc.

(2) “Stain for parasites” (723) applies to the observati on of Pl asnodi um
M crofilaria, Pneunbcystis carinii, Entanpeba histolytica, etc., and
i ncludes the follow ng:

G enmsa stai ning; azure-eosin staining; hematoxylin-eosin staining;
toluidine blue O staining; Gocott staining nethenam ne-silver
st ai ning); Heidenhain's staining; etc.

(B)“Oceinstain”(724)and“Victoriabluestain” (725)applytothefoll ow ng

itens:
HBs antigen; etc.
18 “Culture test” (741 750)

(1) Tests perforned by neans of cell culture in which the conditions are
cl earl| y defi ned as aer obi c or anaer obi c and cat egori zed as ei t her aerobi c
or anaerobic culture nethods are classifiedin 742 or 743. Those cases
i nwhichthecultureconditionsarenot clarifiedorinwhichtheexistence
of both conditions is expected are classified in 741.

(2) “CO, cul ture” (744) i s used for detection of those ni croorgani sns whose
growhispronptedinthepresence of acertainanount of carbon di oxi de.
Theidentificationtestsconductedbyneansof cultivationof gonococcus,
nmeni ngococci, Haenophilus influenzae, brucella, etc. are included.

(3)“M croaerobi ccul ture” (745)i susedfor det ecti onof t hoseni croorgani sns
whose growt hi s pronot ed under m croaerophilicconditionswithaparti al
oxygen pressur e of around 5%. Theidentificationtest conducted by neans
of cultivation of Canpyl obacter is included.

(4) “Shell vial nethod” (748) is a technique of rapid cultivation of a
m croorgani smbased on a centrifugati on procedure after inocul ation
of a nmonol ayer of cultured cells onacover slipw thaclinical sanple.

I solation and identification of virus, etc.
19 “Sensitivity test” (761 770)

(1) “Photonetric anal ysis” (763)is atechniquetoevaluatedrugsensitivity
by passing light through a bacterial suspension and detecting the
resultant transnmitted or scattered light. This mainly applies to the
case of the drug sensitivity test based on the use of an automated
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appar at us.
20 “Mcrobiol ogi cal assay, O hers” (781)
(1) “Mcrobiol ogical assay, Qthers”(781) includes “Niacin test”, etc.
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21 “lsotope | abeling nethod” (811 820)
(1) The test s based on nucl ei c aci d hybri di zati on are excl uded from“| sot ope

I abel i ng met hod” (811 820), even if isotope-l abel ed probes are used in
t hem

(2) Radi oreceptor assay(RRA)" (811) applies to the followi ng itens:

1 al pha; 25-(OH), vitanin D; TSHreceptor; steroid hornone receptor;
etc.

As isotope-l abel ed al pha-bungarotoxin used in the “Acetyl choline

receptor antibody test” is not a binding protein specific to the

receptor; the said itemis classified in “Qher radi oassays” (820).

(3) “Radi oenzynmatic assay”(813) is a procedure to | abel the conpound to
be det er m ned by means of anenzynereaction, andappliestothefoll ow ng
items:

three fractions of catechol amne; etc.
“Enzyne activity assay withisotope-l abel ed substrate” is classified
in “Cther radi oassays ”

(4) “ O her radi oassays” (820) i s radi oassays ot her t han r adi oi mmunoassay (001

010) andi sot opel abel i ngnmet hod(811 814), andappliestothefollow ng
itens:
HBV-DNA pol ynerase; anti-insulin antibody; anti-T; anti body; anti -T,
anti body; etc.
22 “Assay nethods enpl oyi ng genetic engi neering techni ques” (831 900)

(1) The assay nethods for detection of hunman or pat hogen-derived DNA are
classifiedineachcorrespondi ngitemi n“Assay net hods enpl oyi nggenetic

engi neeringtechni ques” (831 900) regardl ess of whet her t he probe used
i s radioactive or non-radioactive.

(2)“Southernbl otting”(831)isanmethodfor detecti onof target DNAfragnents
after fractionati onaccordingto chainlength by el ectrophoresis, then
denaturation of the DNAs to the single stranded form transfer of the
DNAfromt heel ectrophoresisgel toafilter, fixationof theDNAfragnents,
and hybri di zati on of the DNAfragnents with | abel ed probes to deterni ne
t he presence of the specified sequence of nucl eotides and the chain
length of the said DNA fragments.

(3) “Northern blotting”(832) is a method for detection of target RNA after
denaturationto unfoldthe higher structure, then fractionati on of RNA
fragments according to chain length by el ectrophoresis, transfer of
the fragnments fromthe el ectrophoresis gel to a filter, fixation of
the fragnents, and hybridi zation of the fragnents with | abel ed probes
to determine the |l ength of nRNA fromthe specified gene and the rate
of the expression.

(4) “Western blotting”(833)is anethod for detectionof thetarget protein
after fractionation of proteins according to nolecular weight by
el ectrophoresis, transfer of the protein fromthe el ectrophoresis gel
toafilter, fixationof theprotein, andreactionw thl abel edanti bodi es
to identify the protein inmmunol ogically.

(5)“Dot blotting”(834)i sanmethodi nwhichthetarget DNAor RNAi s extract ed,
fixedonafilter, and hybridi zed with | abel ed probes to deternine the
presence of a specified gene or nucl eoti de sequence, and thi s i ncludes
the “Spot hybridization nethod”.

(6) “Slot blotting”(835) is a method sinlar to the previous item “Dot
bl otting”, but thetarget DNAor RNAi s appliedthroughaslot and fi xed.
Then the signal density obtained is integrated by the densitonetric
nmet hod.

(7) “PRINS net hod” (840) Primed in situ labeling is a nethod in which after
the in situ hybridization of an unl abel ed DNA probe with the target
geneor nucl eoti desequenceinintracel | ul ar organel | es, cel | sor ti ssues,
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etc., DNA el ongation primed by the probe i s conducted by neans of DNA
pol ynerase wi t h | abel ed nucl eoti des usi ng t he sequence adj acent to the
probe bindingsiteasthetenpl ate, whichcontributestoidentification
of the target gene or nucl eotide sequence.
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(8) in situ (841)

FISH (fluorescent in situ hybridi zati on)
) (842)
HPA(hybri di zati on protecti on assay)

(10) SsOP  (843) sequence specific oligonucleotide probe

10
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(11 (848)
Maxam@G | bert Sanger
(12) (849) PCR

ELMA (enzyne |inked m ni -sequence assay)

(13) PCR (851) polynerase chain reaction DNA DNA
852 865
RNA DNA(cDNA)
PCR 866 880
PCR
ED-PCR (enzyme detection of PCR products)
(14) nested PCR (852) PCR DNA

sem nest ed PCR
RNA DNA(cDNA)
PCR nested RT-PCR  (867)
(15) mul tiplex PCR (856)
PCR
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(8) “In situ hybridization”(841) is a method in which nucleic acid
hybri di zation i s performed under conditions such that the norphol ogy
of the intracellular organelles, cells or tissues, etc., whichcontain
the target nucleic acid, is preserved. Al of the said nethods are
classifiedinthis itemregardl ess of whether the target nucleic acid
is derived fromhumans or a pathogeni c m croorgani sm
“FI SHmet hod(f | uorescent i nsituhybridization)” inchronbsone anal ysi s
is classified in this item

(9) “Liquid hybridization”(842) is a nethod i n which hybridization of the
target nucleicacidw thaconplinentary nucl ei c aci dprobeis conducted
inareaction solution without inplenmentation of a fixation process,
i keblotting, etc. “HPAChybri di zati on protecti onassay)” as t he si gnal
detection nethod is included.

(10) “SSOP technique”(843) Sequence specific oligonucleotide probes

technique is a nethod in which the target nucleic acid is fixed on a
filter and hybridi zedwith a series of several | abel ed probes di ffering
in sequence, each with a fixed | ength of over 10 bases, to deternine
thel ocati onof anutati oni nageneor t hepresenceof geneti c pol ynorphi sm
The “ Dot bl ot met hod usi ng ASO(al | el e-speci fic ol igonucl eoti de) probe”
i s included.
“Reverse bl ot method” in which several types of nucleic acid probes
differinginnucl eotidesequenceareprefixedonafilter andhybridi zed
with a series of target nucleic acids. The “M cropl ate hybridi zati on
net hod” which enploys a plate as the solid phase, and those cases in
whi ch the “Nucl eic acid anplification nethod” is used in conbination
are also classified in this item

(11) “Base sequenci ng anal ysi s”(848) i ncludes the follow ng:

Maxam@G | bert met hod; Sanger nethod; Direct sequencing nethod; etc.

(12) “Enzyne | i nked m ni -sequence assay” (849) For sequenci ng of PCR-anpl i fi ed
nucl ei ¢ acid products, etc., the nethod of direct sequencing, wthout
subcl oni ng, using sequencing priners each of which has been defined
appropriately in advance especially is classified in this item
“ELMA(enzyne-l i nked ni ni -sequence assay” is included.

(13) “Pol ynerase chai n reacti on” (851) The pol ynerase chai n reacti on nmet hod
is anmethod for detection of the target DNA by anplification through
reacti on with thernost abl e DNA pol ynmerase, and applies to those cases
whi ch do not neet the criteria of any of item 852 865.

Those cases i nwhichthetarget nucleicacidisRNAandtheconplinmentary
DNA(cDNA) i s synthesized with reverse transcri ptase i n advance before
the PCR reaction, are classified in the relevant item of 866 880.
“ED-PCR met hod(enzynme detection of PCR products)” which detects the
presence of PCR products by nmeans of the chenilunm nescence of an
enzyme-l abel ed primer is classified in this item

(14)“ Nest ed PCR’ (852)i samet hodi nwhi chatwostepanplificationisconducted
usi ng anot her set of priners inside of the anplified region after the
first PCRof the target gene, and t he seni -nested PCR et hod where only
one set of priners is set inside is included.

Those casesinwhi chthetarget nucleicacidisRNAandthe conplinmentary
DNA(cDNA) i s synthesized with reverse transcri ptase i n advance before
the PCR reaction, are classified in “Nested RT-PCR’ (867).

(15) “Mul tiplex PCR (856) is a nethod i n which nultiple PCR are conduct ed
at thesanmeti nmeusi ngseveral pairsof prinmerscorrespondi ngtodifferent
regi ons, i ncl udi ngt hosecasesi nwhi chtheanplifiedproductsarefurther
el ectrophoresed to detect changes inthetarget nucl ei c acid as evi dent
fromthe band pattern.
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(16) I MPCR (857) intercalation nonitoring PCR DNA
( ) PCR

aan (859)
PCR
MASA (nutant-allele specific anplification) MSSA (mutant site
specific anplification) ARMS (anplification refractory nutation

syst en)
(18) insitu PCR (864) DNA
PCR DNA
RNA DNA(cDNA)
PCR insitu RT-PCR  (879)
(19) PCR (865)
i mmuno-PCR | ong PCR AP(arbitrarilyprimed)-PCR hot start PCR

panhandl e PCR anchored PCR one-si ded PCR RACE (rapid
anplification of cDNAends) TRAP (tel onerase repeat anplification
protocol)
(20) conpetitive RT-PCR  (868) RNA
(conpetitor)
RT-PCR RNA

(21) nulticyclic RT-PCR  (869) RNA
PCR RNA
RT-PCR
(22) simul taneously & independently RT-PCR  (870) RNA
RT-PCR RNA
23) RT-PCR  (880)
DDRT(di f ferenti al di spl ay RT)-PCR  SNuPE (si ngl e-nucl eoti depri ner
ext ensi on assay)
(24) LCR (881) ligase chain reaction DNA

(25) SDA  (882) strand displacenent anplification

DNA
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(16) “I MPCR et hod” (857) Intercal ation nonitoring PCRis a nethod of PCR
in the presence of a conpound whi ch shows enhanced fl uorescence when
intercal ated i nto doubl e stranded DNA(f | uorescent intercal ator). The
extent of anplification is deternmined by neasuring the fluorescent
intensity, andfromanal ysi s of thetime courseof changesinfl uorescent
intensity, the initial anmount of the target nucleic acid present is
quanti fi ed.

(17) “Mutation site-specific anplification”(859) is a nethod in which PCR
is conducted using prinmers specific for known rmutant sequences wth
the aimto detect a mutation in the gene, and i ncludes the fol |l ow ng:

MASAnet hod(mut ant -al | el especi ficanplification); MSSAnet hod(nmut ant
site specific anplification); ARVS nethod(anplification refractory
mut ati on system)

(18) “In situ PCR' (864) is a nmethod of anplification by PCR in which the
speci nen is kept under conditions such that the norphol ogy of the
intracel lular organelles, cells, or tissues, etc., which contain the
target nucleic acid, is preserved. All the said nethods are cl assified
inthis itemregardl ess of whether the target nucleic acid is derived
from humans or a pat hogeni ¢ m croorgani sm
Those casesinwhichthetarget nucleicacidisRNAandthe conplinmentary
DNA(cDNA) i s synthesized with reverse transcriptase i n advance before
the PCR reaction, are classified in “In situ RT-PCR’ (879).

(19) “Oher PCRs” (865) includes the follow ng:

I nmuno-PCR et hod; Long PCRnet hod; AP(arbitrarily prinmed)-PCRnet hod;
Hot start PCR nethod; Panhandl e PCR net hod; Anchored PCR nethod;
One-si ded PCR; RACE nethod(rapid anplification of DNA ends); TRAP
net hod(t el onerase repeat anplification protocol)

(20) “Conpetitive RT-PCR' (868) is a conpetitive RT-PCR in the sanme tube
incubated with a known anount of internal standard nucleic
aci d(conpetitor) which has a primer binding region with a sequence
identical tothat of thetarget RNAand al soasinilar sequenceintotal.
From the concentration ratio of the two products, the initial
concentration of the target RNA is determ ned.

(21) “Multicyclic RT-PCR'(869) By setting the serial concentration of
anpl i fiedproductscorrespondi ngtothePCRcycl e nunber usi ngastandard
conpound in several different initial anpbunts, the initial anmount of
the target RNA is deternined by conpari son between the concentration
of anplified products after RT-PCR and t he said serial concentration.

(22) “Simul taneously & i ndependent|ly RT-PCR’ (870) Non-conpetitive RT-PCR
i s conducted in the same tube with a known anount of internal standard
nucl ei ¢ aci d, whi ch has a sequence i dentical toonly the priner binding
region and quite different fromthe rest, and the initial anount of
the target RNAis determi ned by conpari son between the concentration
of anpl i fi edproductsandthat of theinternal standardwhichisanplified
in a constant rate.

(23) “Other RT-PCRs” (880) includes the follow ng:

DDRT(di fferenti al di spl ay RT)-PCR net hod; SNuPE
net hod(si ngl e-nucl eoti de priner extension assay)

(24) “LCR net hod” (881) Ligase chainreactionis a nethod to detect target
DNA anpl i fi ed by a cooperative reacti on of thernostabl e pol ynmerase and
t hernmost abl e 1igase using a pair of prinmers corresponding to the plus
and mnus strands of the target DNA.

(25) “SDA net hod” (882) Strand displacenent anplification is a DNA
anmplificationmethodbasedontheel ongati onandrepl acenent of aspecific
primer foll owi ngthegenerationof anickbyarestrictionenzyne, through
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replication of the target nucleic acid using a prinmer containing a
specified restriction site. This anplification is done w thout heat
denaturation of double stranded DNA to single stranded DNA
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(26)
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(29)
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DGGE
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CFLP

PHFA
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3

(886) transcription-nedi atedanplification RNA

DNA DNA

(887) nucleic acid sequence based anplification RNA

DNA RNA

(891) single-strand conformation pol ynorphism

(892) denaturing gradient gel electrophoresis
DNA DNA

(894) restriction fragment |ength pol ynorphi sm
DNA

(895) cl eavase fragnment |ength pol ynorphi sm DNA

DNA

(897) preferential honmodupl ex formation assay
DNA PCR DNA “ §
DNA
DNA DNA

(901 920)
(905)

cyt opat hi c ef f ect

(907)
(907)
ADCC  ('Cr- ) HLA( ) (
(509%\R )
(919)
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(26) “TMA et hod” (886) Transcription-nedi ated anplification is a method
of anplification of nucleic acid based on the replication activity of
DNApol ynerasewi t h conpl i nentary DNAas atenpl at e whi chi s synt hesi zed

with reverse transcriptase fromthe target RNA

(27) “NASBA net hod” (887) Nucl eic acid sequence based anplification is a
net hod of anplification of nucleic acid based on the transcription
activity of RNA polynerase with conplinmentary DNA as a tenpl at e whi ch
is synthesized with reverse transcriptase fromthe target RNA

(28) “ SSCP net hod” (891) Si ngl e-strand conf or mati on pol ynor phi smi s a et hod
to determ ne the pol ynorphi smor mutation of a nucl eoti de sequence by
detecting the difference in nobility upon el ectrophoresis resulting
fromthe change in specific higher structure derived fromthe single
strand DNA sequence.

Those casesinwhichthe“Nucl ei caci danplificationnethod” isconducted
in conbination are also classified in this item

(29) “DGGE et hod” (892) Denaturing gradi ent gel el ectrophoresisisanethod
to determ ne the pol ynorphi smor mutation of a nucl eoti de sequence by
detecting the decrease in nmobility on gradient gel electrophoresis
resulting fromthe di ssociation of the target doubl e stranded DNA to
singl e stranded DNA and that resulting fromrandomcoil formation of
the single stranded DNA generated by the denaturant.

Those casesinwhi chthe“Nucl ei caci danplificationnethod” isconducted
in conbination are also classified in this item

(30) “RFLP net hod” (894) The restri ction fragment | engt h pol ynor phi smnet hod
i sanmethodtodeterni nepol ynor phi smor mut ati onof anucl eoti de sequence
by exam ning the cl eavage pattern of the target DNA as determi ned by
the nobility of each fragnent in el ectrophoresis after digestionwth
specified restriction enzynes sel ected i n advance.

Those cases i n which “Nucl ei c acid anplification method” is conducted
in conbination are also classified in this item

(31) “ CFLP nethod” (895) The cl eavage fragnent | ength pol ynor phi smnet hod
i sanethodtodeterni nepol ynor phi smor nut ati onof anucl eoti de sequence,
by recognizing a |l oop form ng region in the higher structure of the
target DNA chain, by exam ning the cleavage pattern of the DNA as
determ ned by the mobility of each fragnent in el ectrophoresis after
di gestion with a specific exonucl ease whi ch cl eaves i n a uni que style
at the connecting site.

Those casesinwhi chthe“Nucl ei caci danplificationnethod” isconducted
in conbination are also classified in this item

(32) “PHFA net hod” (897) The preferential honoduplex formation assay is a
nmet hod to determine the difference in nucl eoti de sequence between the
t arget DNAandwi | d-t ype DNAby det ecti ngsel ecti vel ythesi gnal di spl ayed
by DNA whi ch has been | abel ed at both ends of the dupl ex, after random
formation of a dupl ex between the PCR-anplified products of the target
DNA and | abel ed priner inthe presence of an excess anount of anplified
products of the correspondi ng wi | d-t ype DNA and a h non-l abel ed pri ner.

23 “Other analytical nethods” (901 920)

(1) “Bioassay”(905) is a nethod to determ ne the biological activity of
t he t est conpound using culturedcells, tissues or aninals, and applies
to the followi ng itens:

Hypophyseal gonadotropin; etc.

Those cases i nwhi chthe bi ol ogi cal activityisdetermn nedasacytopathic
effect are classifiedin“Cytotoxicity test”(907), even when cul tured
cells are used.

(2) “Cytotoxicity test”(907) applies to the following itens:

HK cell activity; ADCC activity(®’Cr-release method);
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HLA(l ynmphocyt ot oxicity test); anti-white bl ood cel
anti body(cytotoxicity test); Interferon(50% NR incorporation
net hod); etc.

(3) “Calculation”(919) applies to those cases in which the results are
obtained indirectly by calculation fromone or several test val ues.
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4 (920)
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(4) “Qher anal ytical methods, O hers”(920) applies to the following item

s:
Testing by visual observation such as the colloid reaction; jaundice
i ndex; cryogl obul i n; pyrogl obulin; etc.; nost general urinal ysi s except
t he test paper nmethod; fecal test; gastric juice/duodenal juice test;
spinal fluid test; expectoration test; blood prick test; semen test.
“Testingby vi sual observati on” neans observati on of nor phol ogy and col or
or counting by neans of the naked eye or by m croscopy.
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