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AccuDiag™
PR3 (c-ANCA)
ELISA Kit

Cat#1445-1

&See external Labej.c/ﬂ[ W 96 Tests

Test PR3 (c-ANCA) ELISA
Method Enzyme Linked
Immunosorbent Assay
Princi Indirect; Antigen Coated
rinciple

Plate
Semi-Quantitative /Positive,

DSt [FEDEE Negative Cut off

Sample 10 pL
Total Time ~ 75 min.
Shelf Life 12 Months from the
manufacturing date
Specificity 95.6%
Sensitivity 98.2%

INTENDED USE
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The Diagnostic Automation Proteinase-3 (PR-82yEne-Linked Immunosorbent
Assay (ELISA) is intended for the detectiondasemi-quantitative determination 2.

of antibodies to PR-3 in human sera. The assay ietused to detect antibodies in a
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incubation, the wells are washed to remove un@ntibody. An enzyme labeled
anti-human IgG, A, M, is added to each well. Ifibatly is present the conjugate will
bind to the antigen-antibody complexes. After iratidn, the wells are washed to
remove unbound conjugate. A substrate solutiordied to each well. If enzyme is
present the substrate will undergo a colbenge. After an incubation period,

the reaction

is stopped and the color intgnss measured photometrically,

producing an indirect measurement of specific aalybin the patient specimen. (10,
11,12, 13).

SPECIMEN COLLECTION AND PREPARATION

1.
2.

Handle all blood and serum as if capable of tratisrgiinfectious agents (8).
Optimal performance of the DAI ELISA kit dependsaphe use of fresh
serum samples (clear, non-hemolyzed, nonlipemigsict@ric). A minimum
volume of 50 pL is recommended, in case repeahteis required. Specimens
should be collected aseptically by venipuncture E&yly separation from the
clot prevents hemolysis of serum.

Store serum between 2° and 8° C if testing wiletplace within five days. If
specimens are to be kept for longer periods, stoy20° to - 70° C in a non-
defrosting freezer. Do not use a frost-free freéeeause it may allow the
specimens to go through freeze-thaw cycle and degaatibody. Samples that
are improperly stored or are subjected to multigeze-thaw cycles may yield
erroneous results.

Serum containing visible particulate matter carsfmen down utilizing slow
speed centrifugation.

Do not use heat inactivate sera.

The NCCLS provides recommendations for storing thispecimens (Approved
Standard - Procedures for the Handling and PraugsdiBlood Specimens,
H18-A. 1990) (9).

MATERIALS AND COMPONENTS

Materials provided with the test kits
Each kit contains the following components sinfficient quantities to perform
the number of tests indicated on the package label.

1.

single serum specimen. The results of the assaycatee used as an aid in the 3.
diagnosis of Wegener's granulomatosisFor in vitro diagnostic use. High

complexity test.

SUMMARY AND EXPLANATION

Proteinase-3 is a lysosomal enzyme that can bedfau human neutrophils (1,2).
There are two subsets of autoantibodies to humatrophils: c- ANCA and p-
ANCA (3). The first subtype, c-ANCA, shows cytapin staining by IFA and is

diagnostic for Wegener's granulomatosis (4,5). ifiagor antigen responsible for the

c-ANCA staining is Proteinase-3 (4,5). The seconbtype, p-ANCA, shows
perinuclear staining by IFA (4). The major antigeasponsible for the p-ANCA

response has been shown to be myeloperoxi(BseThe ANCA staining patterns
are obtained using ethanol-fixed human neutroptlsti- PR-3 autoantibodies have
less often with
microscopic polyangiitis (6,7). Other antigen sfieity's (CAP 57) can be responsible
These antigens are gehlenadt diagnostic for PR-3

been associated with Wegener's granulomatodi$,7] but

for the c-ANCA pattern.
associated vaculitus diseases (7).

TEST PRINCIPLE

The DAI PR-3 test is an Enzyme-Linked Immunosorb&ssay to detect IgG, IgA,

and IgM antibodies to PR-3 antigens. Purif&tt3 antigens are attached to a solid
phase microassay well. Diluted test sera are atimiedch well. If the antibodies are
present that recognize the antigen, antigen-anfibodmplexes are formed. After

5.

6.

7.

9.

Proteinase-3 antigen coated microassay plat@6 wells, configured in twelve
1x8 strips, stored in a foil pouch with desicc486T: one plate)

Serum Diluent Type lll: Ready to use. Contains buffer, BSA and Tween-
20, and proclin (0.1%) as a preservative. (96T:lmotde, 30 mL)

High Positive Control: Human serum or defibrinated plasma. Sodium a@ide
0.1%) and pen/strep (0.01%) added as preservatiissestablished range
printed on vial label. The High Positive Contrelitilized to control the upper
dynamic range of the assay. (96T: one vial, 0.4 tnL)

Calibrator: Human serum or defibrinated plasma. Sodiumdeaz 0.1%)
and pen/strep (0.01%) added as preservativih, kit specific factor printed
on vial label. The Calibrator is used to calibrdie assay to account for day-to-
day fluctuations in temperature and other testmddions. (96T: one vial, 0.4
mL) *

Negative Control: Human serum or defibrinated plasma. Sodimithea(<
0.1%) and pen/strep (0.01%) added as preservativsestablished range
printed on vial label. The Negative Control isiag to control the negative
range of the assay. (96T: one vial, 0.4 mL) *

Low Positive Control: Human serum or defibrinated plasma. Sodium a@zide
0.1%) and pen/strep (0.01%) added as preservatiitsthe established range
printed on vial label. The Low Positive Controbilized to control the range
near the cutoff of the assay. (96T: one vial, 04 in

Horseradish-peroxidase (HRP) ConjugateReady to use. Goat anti- human
IgG, IgA, and IgM containing proclin (0.1%) and ¢gmicin as preservatives.
(96T: one bottle, 15 mL)

Wash Buffer Type Il (20X concentrate):Dilute 1 part concentrate + 19 parts
deionized or distilled water. Contains TBS, w0 and proclin (0.1%) as a
preservative. (96T: one bottle, 50 mL)

Chromogen/Substrate Solution Type Il Tetramethylbenzidine (TMB), ready
to use. The reagent should remain closed whemnuste. If allowed to
evaporate, a precipitate may form in the reagetisw@6T: one bottle, 15 mL)
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10. Stop Solution Ready to use, contains a 1N H2SO4 solution. (98€:
bottle, 15 mL)

* Note: serum vials may contain excess volume.

Materials required but not provided

1.

N

PN GO~

11.

Wash bottle, automated or semi-automatedcrowell
system.

Micropipettes, including multichannel,
10-200 pL volumes Less than 3% CV).
One liter graduated cylinder.

Paper towels.

Test tube for serum dilution.

Reagent reservoirs for multichannel pipettes.

Pipette tips.

Distilled or deionized water (), CAP (College of American Pathology) Type
1 or equivalent (15, 16).

Timer capable of measuring to an accuracy of sedond (0 — 60 Minutes).
Disposal basins and 0.5% sodium hypochlorite (5Coheach in 950 mL dtd).
Single or dual wavelength microplate reader withD 45m filter. If dual
wavelength is used, set the Reference filter to @80 nm. Read the Operator's
Manual or contact the Instrument manufacturer tab#sh linearity performance
specifications of the Reader.

plate washing

camablof accurately delivering

Note: Use only clean, dry glassware.

Preparation for the Assay

1.

All reagents must be removed from refrigeration atidwed to come to room
temperature before use (21°- 25° C). Return atieats to refrigerator promptly
after use.

All samples and controls should be vortexed befisee

Dilute 50 mL of the 20X Wash Buffer Type Il to 1 with distilled and/or
deionized HO. Mix well.

ASSAY PROCEDURE

1.

Place the desired number of strips into a microvieime. Allow six (6)
Control/Calibrator determinations (one Negative @alnthree Calibrators, and
one High Positive Control and one Low Positive Caljitper run. A reagent
blank (RB) should be run on each ass&@heck software and reader
requirements for the correct Control/Calibrator feguration. Return unused

strips to the sealable bag with desiccardeal and immediately
refrigerate.
Example Configuration:
Plate Sample Description Plate Location Sample
Location Description
1A RB 2A Patient #2
1B NC 2B Patient #3
1C Cal 2C Patient #4
1D Cal 2D Patient #5
1E Cal 2E Patient #6
1F HPC 2F Patient #7
1G LPC 2G Patient #8
1H Patient #1 2H Patient #9

RB = Reagent Blank - Well without serum addition with all reagents.
Utilized to blank reader.

NC =Negative Control

Cal =Calibrator

HPC = High Positive Control

LPC =Low Positive Control

Altomation

A G N

o s T

2. Dilute test sera, Calibrator and Control sera 1€2d., 10 puL + 200 pL) in
Serum Diluent. Mix well. (For manual dilutionsstsuggested to dispense
the Serum Diluent into the test tube first and thdd the patient serum.)

3. Toindividual wells, add 100 pL of the appropridtiited Calibrator,
Controls and patient sera. Add 100 pL of Serumdbdituito reagent blank
well. Check software and reader requirements ferctirrect reagent blank
well configuration.

4. Incubate each well at room temperature (212%° C) for30
minutes +/- 2 minute.

5.  Aspirate or shake out liquid from all wells. Ifing semi-automated or
automated washing equipment add 250-300 pldilofted Wash Buffer
to each well. Aspirate or shake out and turn plgigide down and blot on
paper toweling to remove all liquid. Repeat thehvprocedure two times
(for a total of three (3) washes) for manual oriseatomated equipment
or fourtimes (for a total of five (5) wasf)dor automated equipment.
After the final wash, blot the plate on paper tangko remove all liquid
from the wells.

*IMPORTANT NOTE: Regarding steps 5 and 8 - Insufficient or excessiv
washing will result in assay variation and will edf validity of results.
Therefore, for best results the use of sammdmated or automated
equipment set to deliver a volume to completelydéch well (250-300 pL) is
recommended. A total of up to five (5) washes mayécessary with automated
equipment.Complete removal of the Wash Buffer after the lastwash is
critical for the accurate performance of the testAlso, visually ensure that
no bubbles are remaining in the wells.

6. Add 100 pL Conjugate to each well, including readaank well. Avoid
bubbles upon addition as they may yield erroneessilts.

Incubate each well at room temperature (21° to@5for 30 minutes +/- 2
minute.

8. Repeat wash as described in Step 5.

Add 100 pL Chromogen/Substrate Solution (TMB) totewell, including
the reagent blank well, maintaining a constant aitaddition across the
plate.

10. Incubate each well at room temperature (21° to@pfor 15 minutes +/-
2 minute.

11. Stop reaction by addition of 100 pL of Stop Solnt{@N HSO;) following
the same order of Chromate/Substrate addit@muding the reagent
blank well. Tap the plate gently along the outsidesmix contents of the
wells. The plate may be held up tol hour after mttliof the stop Solution
before reading.

12. The developed color should be read on an ELISAeptetder equipped
with a 450 nm filter. If dual wavelength is usedt the reference filter to
600-650 nm. The instrument should be blanked anTéie reagent blank
must be less than 0.150 Absorbance at 450 nmelfréhgent blank is
0.150. The run must be repeated. Blank the readdh® reagent blank
well and thencontinue to read the entire plate. Dispose of ydatds after
readings have been obtained.

RESULTS

1.

Example: O.D.s obtained for Calibrator

Mean Calibrator O.D. - Calculate the mean valugHherCalibrator from three

Calibrator determinations. If any of the three Gwdtor Values differ by more

than 15% from the mean, discard that value andizthe average of the two

remaining values.

Correction Factor - To account for day-to-day flattons in assay activity due

to room temperature and timing, a Correction Faistdetermined by DAI for

each lot of kits. The Correction Factor is printedthe Calibrator vial.

Cutoff Calibrator Value - The Cutoff Calibrator & for each assay is

determined by multiplying the Correction Factortbg mean Calibrator O.D.

determined in step 1.

Index Value - Calculate an Index Value for eactcspen by dividing the
specimen O.D. value by the Cutoff Bitor Value determined in Step 3.

=0.38,0.42, 0.40

Mean O.D. for Calibrator =0.40
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Correction Factor =0.50

Cutoff Calibrator Value =0.50x0.40=0.20
O.D. obtained for patient sera 0.60

Index Value 0460/0.20 = 3.00

U N O

D

Analysis
1. The patients’ Index Values are interpreted as faito

Index Value Results Interpretation

<0.90 Negative No detectable PR-3
antibody by the ELISA
test.

0.91-1.09 Equivocal Samples should be

retested. See number 2
below.

>1.10 Positive Indicates presence of

detectable antibody to
PR-3 by the ELISA test.

2. Samples that remain equivocal after repeat testiogld be retested on an
alternate method or test a new sample.
3. Index Values of > 8.44 should be reported as grehaam 8.44.

QUALITY CONTROL

For the assay to be considered valid the follovdogditions must be met:

1. Calibrators and Controls must be run with eachrtest

2.  Reagent Blank must be < 0.150 O.D. (Optical Dehsity450 nm (when read
against Air Blank).

3.  The mean O.D. value for the Calibrator shouldl#®300 at 450 nm (when read

against Reagent Blank).

The Index Values for the High Positive, Low Pogtivand Negative Controls

should be in their respective ranges printed onviails. If the control values are

not within their respective ranges, the test shdwddconsidered invalid and

should be repeated.

5.  Additional Controls may be tested according t@glines or requirements of
local, state, and/or federal regulations or actireglorganizations.

6. Refer to NCCLS C24A for guidance on appropriate lipu&ontrol practices
(14).

7. If above criteria are not met on repeat, contact Déchnical Service.

PERFORMANCE CHARACTERISTICS

Sensitivity and Specificity

The DAI PR-3 19G,A,M ELISA kit was evaluated relatito IFA for ANCA. Forty
sera were from patients diagnosed witfegener's granulomatosis. Forty sera
were from patients diagnosed with microscopic podyiis. One hundred and fifty-
five sera were from normals with various ages, genand geographical areas. Table
1 summarizes the data. Note: if random IFA pasitsera are selected, due to
other disease states causing ANCA patterns asgociated with PR-3, the
sensitivity and specificity relative to IFA willat be as high.

I A G N O 5 T
Table 1
Sensitivity and Specificity of the DAl PR-3 ELISA b IFA
DAI PR-3 ELISA Kit
Positive Equivocal Negative

>1.10 0.91-1.09 <0.90 Total
Alternate Positive 53* 0 1+ 54
ELISA Negative 8** 0 173%* 181
Kit Total 61 0 174 235

Relative Sensitivity = 53/54 = 98.2%
95%confidence Interval = 94.5-100%

Relative Specificity = 173/181 = 95.6%
95%confidence Interval = 92.5-98.6%

Relative Agreement = 226/235 = 96.2%
95%confidence Interval = 93.7-98.7%

The 95% Confidence Intervals were calculated usieghormal method.

*Fifty sera were from patients diagnosed with Weggén granulomatosis or
microscopic polyangiitis with a c-ANCA pattern. dwsera were from patients
diagnosed with microscopic polyangiitis with a p-B8N pattern. One sera was from a
patient diagnosed with microscopic polyangiitishwENA thus making the c-ANCA
pattern impossible to read. ** Eight sera were froatients diagnosed with Wegener's
granulomatosis or microscopic polyangiitis thateveegative for ANCA.

***One serum was from a patient diagnosed with mszopic polyangiitis with a c-
ANCA pattern.

****One hundred fifty-five sera were from normalsat were negative for ANCA.
Eighteen sera were from patients diagnosed withasdopic polyangiitis with either a
p-ANCA pattern or ANA or negative for ANCA. The sargroup of clinical sera were
tested on a commercially marketed ELISA devicedtednine the relative sensitivity
and specificity to an alternate ELISA. Table 2 suarizes the data.

Table 2
Sensitivity and Specificity of the DAl PR-3 ELISA Relative to Alternate ELISA

DAl PR-3 ELISA Kit

Positive Equivocal Negative
>1.10 091-1.09 <0.90 Total
Alternate Positive 58 0 Sl 63
ELISA Equivocal 1 0 11 12
Negative 2* 0 158 160
Total 61 0 174 235

Relative Sensitivity = 58/63 = 92.1%

95% confidence interval = 85.3 - 98.9% RelativecHfmsty = 158/160 = 98.8%
95% confidence interval = 97.0 - 100% Relative Agnent = 216/223 = 98.9%
95% confidence interval = 94.5 - 99.2%

The 95% Confidence Intervals were calculated usieghormal method.

* Both serum were from patients diagnosed with ngcopic polyangiitis.

** All five sera were from normals
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The clinical sera and the potentially cross-reactiera were grouped and the clinical | jnearity
sensitivity and specificity of the PR-3 ELISA agsvas calculated. Table 3 The DAI PR-3 Index Values were determined for $emefold dilutions of five
summarizes the data. positive sera. The Index Values were comparedd? faf dilution by standard linear
Table 3 regression. The data in Table 5 indicate that fsayais semi-quantitative.
Clinical Sensitivity and Spedtfity of PR-3 ELISA
DAI PR-3 IGG,A,M ELISA Table 5
Positive Equivocal Negative Total Linearity
Index >1.10 0.91-1.09 <0.90
Serum Neat 1:2 1:4 1:8 1:16 1:32 1:64 r
Wegener’s granulomatosis 39 0 1 40 #
1 750 6.04 417 261 126 0.63 0.991
Microscopic polyangiitis 22 0 18 40 2 2.96 2.09 1.47 0.97 0.37 0.995
3 844 698 522 366 236 137 060 0.992
Other autoimmune sera 0 0 21 21 4 2.24 1.88 123 0.63 0.993
5 324 194 098 041 0.984
Normals 0 0 155 155
Total 61 0 105 256 Cross-Reactivity

Sera containing antibodies to potentially crosstiga antigens were assayed on the
PR-3 ELISA. The data in Table 6 indicate that asdibs to alternate autoimmune
antigens do not cross-react with the DAI PR-3 ELISA
Table 6
Cross-Reactive Data

Wegener's granulomatosis
Clinical Sensitivity = 39/40 = 97.5%
95% Confidence Interval = 92 0%
Microscopic polyangitis
Clinical Sensitivity = 22/40 = 55.0%

95% Confidence Interval = 397.7% Serum # Antibody PR-3 Index Interpretation
Other autoimmune sera Apecificity Value
Clinical Specificity = 21/21 = 100% 1 Ro 0.09 -
95% Confidence Interval = 856190% 2 Ro 0.11 -
Normals 3 Ro 0.14 -
Clinical Specificity = 155/155 = 100% 4 La 0.07 -
95% Confidence Interval = 9800% 5 La 0.05 -
The 95% Confidence Intervals were calculated usieghnormal method. The 95% 6 La 0.08 -
Confidence Intervals for the clinical specificitieere calculated assuming one false 7 Sm 0.24 =
positive. 8 Sm 0.30 -
9 Sm 0.36 -
10 RNP 0.14 -
Precision 11 RNP 0.09 -
The precision of the DAI PR-3 IgG,AM kitasw determined by testing nine 12 RNP 0.16 N
different sera ten times each on three differesays The data are summarized in 13 Jo-1 0.05 .
Table 4. With proper technique, the user shouldiab.V.'s of less than 15%. ig’ jg'i 85(2) -
Table 4 16 Scl-70 0.13 -
Precision Data ig 22:38 8(1)1 -
Assay 1 (n=8 Assay 2 (n=8 Assay 3 (n=8 Inter Assay (n=24 19 dsDNA 0.38 -
iefum X S.D C.v. X S.D C.V. X S.D C.v. X S.D C.V. 20 dSDNA 0.24 o
i, 3,7 .63¢ 07/;25 8.92 AT ;;37 9.37 468 04/;96 9.0C .58¢ (;;52 21 dsDNA 0.36 o
2 216 .34t 11.5¢ 3.0z 20 6.9¢ 2.9z .201 6.8¢ 2.9¢ .25€ 8.5¢
9 % % % %
3 g,E .28¢ ;l/i),s.’ 2.7€ .14t nSA;ZE 2.7C 14¢ 05/;32 271 .20C ZA;BE EXPECTED VALU ES
4 215 A77 7.0¢ 2.52 .16 6.47 2.5% 242 9.5¢ 2.52 .19C 7.5¢
s et e e 1. Antibodies to PR-3 are strongly associated withct#eNCA pattern (cytoplasmic
33 % % 9 % % anti-neutrophil cytoplasmic antibodies) (3,7).
° gL | 07 | d2m ) 08 ) 05E ) STT ) 001 ) O07¢ | BBL ) 014 07 ] sae 2. Antibodies to PR-3 are found in most cases (> 96P4yegener's granulomatosis
7 0C 031  47.4¢ | 00c | 03¢ 682  00¢ 03 | B | 006 | 03 655 (4,5). The PR-3 ELISA was tested with 40 patievith Wegener's
5 T I e T e R I 7 granulomatosis. Thirty nine patients (97.5%) wietend to be positive.
8 % % % % 3. Antibodies to PR-3 are found in many cases (appratély one half) of
° Pl e - et s - B B el Bl B B microscopic polyangiitis (7). The PR-3 ELISA ass@s tested with 40 patients
with microscopic polyangitis. Twenty two Patients5¢%) were found to be
_ . positive.
X =Mean Thyroglobulin Value 4. Antibodies to PR-3 are rarely seen in normal pdpuia (4). The PR- 3 ELISA

S.D. =Standard Deviation

C.V. = Coefficient of Variation was tested with 155 normals. One hundred fiftg-fivere found to be negative.
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PRECAUTIONS STORAGE

1. Forin vitro diagnostic use 1. Store unopened kit between 2° and 8° C. The tesh&y be used throughout the

2' The human serum combonents used in the mtima of the Controls expiration date of the kit. Refer to the packadpeldor the expiration date.

' and Calibrator in this kit have been testey &n FDA approved 2. Unopened microassay plates must be stored betweand28° C. Unused strips
method for the presence of antibodies human immunodeficiency must be immediately resealed in a sealable bag détficcant, and returned to
virus 1 & 2 (HIV 1&2), hepatitis C (HCV) as well dwpatitis B surface storage at 2° and _8° C. Ifthe bqg is resealeld tajppe, the wells are stablg: for _30
antigen and found negative. Because no test methodoffer complete :Jla;)ysl. cllf the_ bgg 'Z resealed with a heat sealerwills are stable until their
assurance that HIV, HCV, hepatitis B virus, or otirdectious agents are Sato?eeHSépgztr;?gga?éeﬁetween 5o and 8° C
absent, specimens and human- based reagents gheubdndled as if : ) ; L .
capable of transmitting infectious agents. 4. ;Eoe:ﬁ dtt;e (éallbrator, High Positive, Low PositiveldNegative Controls between

3. The Centers for Disease Control & Preventiand the National : . R
Institutes of Health recommend that potentiallfedtious agents be > i;%r%o%emm Diluent Type Ill and 20X Washiffgr Type Il between 2
handled at the Biosafety Level 2 (7). : . o o

4. The components in this kit have been quality conésted as a Master Lot ©- rsggr‘zrfpesh%hlrg":g%e;é S‘étl’osére"’ge iglﬁt'ggt szesg ?eth tgng : o?eitghg
unit. Do not mix components from different lot nuend except pregipitate mL;y form ir: tho reage\rllvt ells in use. ldwed vap ;
Chromogen/Substrate Solution Type |, Stop Solutwash Buffer Type |, . : R R
and Serum Diluent Type Il. Do not mix with comgats from other 7. Store 1X (diluted) Wash Buffer Type Il ?t roomo tegmgture (21° to 25° C) for
manufacturers. up to 5 days, or up to 1 week between 2° and 8° C.

5. Do not use reagents beyond the stated expiratite ofearked on the
packageL;abel 9 4 xpira Note: If constant storage temperature is maintainedgents and substrate will be

6. Al reagents rﬁust be at room temperature (21° to @pbefore running stable for the dating period of the kit. Refer tackage label for expiration date.

' assay. Remove only the volume of reagents thaeésied Do not pour Precautions were taken in the manufacture of trodyct to protect the reagents from
reageﬁts back into vials as reagent contamination ay occur contamination and bacteriostatic agents have bddadato the liquid reagents. Care

7. Before opening Control and Calibrator vials, tamfy on the benchtop to ;he?/lijclider?ceeec))(fer::ilsgjbitecl)l nggﬁﬂt::ﬂgenagfni é?‘g:?sm lfe()sr::tmlnatlon. Do not use
ensure that all liquid is at the bottom of the vial precip p :

8. Use only distilled or deionized water and clearsgleare.

9. Do not let wells dry during assay; add reagents édfiately after REFERENCES
completing wash steps.

10. Avoid cross-contamination of reagents. Avoid spiag or generation 1 Eak  R.J. and J.C. Jennet. 1988. Anti-neutrophil  cytoplasmic
and/or samples could cause erroneous results. autoantibodies with specificity for myeloperoxidais patients with systemic

11. If washing steps are performed manually, wells tarde washed three vasculitis and idiopathic necrotizing andrescentic glomerolonephritis.
times. Up to five wash cycles may be necessarywfiahing manifold or New Engl. J. Med. 318:1651-7.
automated equipment is used. . ) . 2. Kallenberg, C.G.M., et al. 1991. Autoimmunity to lysosomal enzymes:

12. Sodium azide inhibits Conjugate activity. Clean ppette tips must be new clues to vasculitis and glomerulonephritismiamol. Today.12:61-4.
used for the Conjugate addition so that sodium azig is not carried 3. Falk, R.J., et al. 1990. Clinical Course of Anti-Neutrophil Cytoplasm
over from other reagents ) o Autoantibody - associated Glomerolonephritiand ~ Systemic Vasculitis.

13. Certain reagents in this kit contain sodiumide for use as a Am. Intern. Med. 113:656-63.
preservative. It has been reported that sodiumeaxzidy react with lead 4 Nolle. B.. et al. 1989. Anticytoplasmic  Autoantibodies:  Their
and copper in plumbing to form explosive compaun@hen disposing, Immunodiagnostic Value in Wegeners Granulomatosiém. Intern. Med.
flush drains with water to minimize build-up of rakazide compounds. 111:28-40.

14. Never pipette by mouth or allow reagents or patgaple to come into 5 Njles, J.L, et al. 1989. Wegener's Granulomatosis Autoantigen isoaeN
contact with skin. Reagents containing proclin,isod azide, and TMB Neutrophil Serine Proteinase. Blood. 74:1888-93.
may be irritating. Avoid contact with skin and eydls case of contact, g Gallicchio M.C. and 1S, Savige. 1991. Detection of
immediately flush area with copious amounts of wate Antimyeloperoxidase and anti-elastase antibodiegastulitides and infections.

15. If a sodium hypochlorite (bleach) solution iseing used as a Clin. Exp. Immunol. 84:232-7.
disinfectant, do not expose to work area duringiactest procedure 7 pHagen, E.C., et al1993. Antineutrophil Cytoplasmic AutoantibodiesR&view
because of potential interference with enzyme agtiv. =~ of the Antigens Involved, the Assays, and the €lihand Possible Pathogenetic
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